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ABSTRACT 

 

Acquired BRAF/MAPK/extracellular signal‒regulated kinase inhibitor resistance in melanoma 

results in a new transcriptional state associated with an increased risk of metastasis. In this study, 

we identified noncanonical ephrin receptor (Eph) EphA2 signaling as a driver of the resistance-

associated metastatic state. We used mass spectrometry‒based proteomic and phenotypic 

assays to demonstrate that the expression of active noncanonical EphA2-S897E in melanoma 

cells led to a mesenchymal-to-amoeboid transition driven by Cdc42 activation. The induction of 

mesenchymal-to-amoeboid transition promoted melanoma cell invasion, survival under shear 

stress, adhesion to endothelial cells under continuous-flow conditions, increased permeability of 

endothelial cell monolayers, and stimulated melanoma transendothelial cell migration. In vivo, 

melanoma cells expressing EphA2-S897E or active Cdc42 showed superior lung retention after 

tail-vain injection. Analysis of BRAF inhibitor‒sensitive and ‒resistant melanoma cells 

demonstrated resistance to be associated with a mesenchymal-to-amoeboid transition switch, 

upregulation of Cdc42 activity, increased invasion, and transendothelial migration. The drug-

resistant metastatic state was dependent on histone deacetylase 8 activity. Silencing of histone 

deacetylase 8 led to the inhibition of EphA2 and protein kinase B phosphorylation, reduced 

invasion, and impaired melanoma cell-endothelial cell interactions. In summary, we have 

demonstrated that the metastatic state associated with acquired BRAF inhibitor resistance is 

dependent on noncanonical EphA2 signaling, leading to increased melanoma-endothelial cell 

interactions and enhanced tumor dissemination.
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INTRODUCTION 

 

Skin cancer and melanoma 

Skin cancer is the most common and prevalent type of cancer in the United States and worldwide 

[1, 2]. It has been reported that almost 9,500 cases of skin cancer are diagnosed every day, with 

2 people dying from it every hour in the U.S. [3, 4]. The incidence rate has increased dramatically 

over the past decades [4] and it is estimated that 20% of Americans will be diagnosed with skin 

cancer by the age of 70 [5, 6]. Skin cancer has the following major types: basal cell carcinoma 

(BCC), squamous cell carcinoma (SCC), and melanoma [3, 7]. The BCCs and SCCs are classified 

as non-melanoma skin cancers and arise from oncogenic transformation of keratinocytes [8, 9]. 

There are also rare and uncommon types of skin cancers such as Merkel cell carcinoma (MCC) 

and dermatofibrosarcoma protruberans [10, 11]. BCC is the most prevalent form of skin cancer 

with more than 4 million cases diagnosed each year in the U.S. [3, 7]. SCC is the second common 

form of skin cancer with more than 1 million cases each year in the U.S. [3].  

Melanoma is the most aggressive form of skin cancer and results in the most deaths, although it 

only accounts for around 1-2% in all skin cancers [12]. The incidence rate of new melanoma cases 

is rising at a rate of 1-3% every year (roughly 2% in 2020), although the incidence rates are 

decreasing in many other cancer types [4, 13]. According to the estimation of the American 

Cancer Society (ACS), approximately 106,110 people will be diagnosed with invasive melanoma 

in the U.S. for 2021 [14]. Among them, 62,260 and 43,850 new cases in male and female are 

expected to be detected, respectively [14]. Approximately 7,180 people will die due to melanoma 

including 4,600 males and 2,580 females [14]. White people are almost 20 times more likely to 

develop melanoma in lifetime than black people [15, 16]. The average of age melanoma diagnosis 
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is 63 years of age [16, 17]. Below the age of 50 more females are diagnosed with melanoma than 

males, a likely consequence of tanning behavior [4]. Over the age of 65, 2-3 times more men are 

diagnosed with melanoma than women [4]. Although melanoma is mostly found in elderly people, 

it is still one of the most prevalent cancers found in young adults, typically young females [18-20]. 

Around 2,400 young people between the age 15 and 29 were diagnosed with melanoma in 2020 

according to ACS [4]. The financial burden of skin cancer is very high. The average of annual cost 

for treatment of skin cancer is nearly $8.1 billion in the U.S., including $4.8 billion for non-

melanoma skin cancers and $3.3 billion for melanoma [2]. 

The ABCDE rule is adopted to characterize unusual moles, which may be the precursor of 

melanoma according to the following criteria: asymmetrical shape (A), irregular border (B), 

changes in color (C), diameter (C) and evolving (D) [21-23]. The medical term for these moles is 

nevi, and these are very common with most people having an average of 10-40. Usually, they are 

harmless as small brown, tan spots [24, 25]. Interestingly, nevi have a high frequency of BRAF 

mutations, the same ones commonly found in melanomas [26]. Several studies have shown that 

more than 80% cases of nevi samples harbor BRAF V600E mutation. These studies strongly 

suggested that although the BRAF mutation is common, it is not sufficient on its own to cause 

malignant transformation of the melanocytic nevi. The acquisition of a BRAF mutation on its own 

typically pushed melanocytes into senescence, with additional mutations being required for 

melanoma development [26-28]. Although the rate at which nevi transform into melanoma is very 

low (range 1 in 33,000 to 1 in 200,000), up to 30% of melanoma arise from either pre-existing 

nevi or in the vicinity of existing nevi [29-31]. Despite this, studies indicate that the majority of 

cases of melanoma arise de novo rather than from existing moles [32-34].  

Based on the growth pattern, melanoma is histologically classified as following groups: superficial 

spreading melanoma, nodular melanoma, lentigo maligna melanoma and acral lentiginous 

melanoma [35-37]. These different subgroups are generally associated with specific body location 

(e.g., the palms and soles for acral melanoma) and on skin that is either sun-exposed or non-sun 
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exposed [38, 39]. Superficial spreading melanoma is the most frequent type of melanoma, which 

is mainly found in arms, legs, and main body (back) [36, 40]. Nodular melanoma typically arises 

on the chest, back and face, and grows much faster than the other types, preferring to invade into 

the skin [41-44]. Elderly people usually develop lentigo maligna melanoma on the areas highly 

exposed under the sun like the ears, arms, and face [17, 45]. Acral lentiginous melanoma is rare 

case of melanoma and is the most prevalent form of melanoma in people with dark skin including 

Hispanic, Asian and black people [46, 47]. Hand’s palms, feet’s soles and the area under the nails 

are the typical areas associated with the development of acral melanoma [48, 49]. However, these 

areas are usually highly protected from exposure to the sun [46, 50, 51], suggesting different 

mechanism driving these melanoma types. 

A number of factors are considered to increase the risk of melanoma development. Extreme 

ultraviolet (UV) radiation from the sun or tanning beds is the major risk factor [52-54]. Research 

show that more sunburn increases the chance of developing melanoma [55, 56]. The number of 

atypical moles [57, 58] or a family history of melanoma are other factors indicating the potential 

risk [59, 60]. Besides that, people with fair skin or compromised immune system are also at higher 

risk for melanoma development than those without them [61-64]. 

The 5-year survival rate for melanoma depends upon the stage [65, 66]. For early melanoma 

patients (e.g., Stage 0 and I called melanoma in situ  which is a localized tumor), the 5-year 

survival rate is above 90% (Cancer Facts and Figures 2020. American Cancer Society). However, 

the rate dramatically decreases to around 15% in late-stage melanoma patients (e.g., Stage IV 

as tumor metastasis beyond regional lymph nodes) who have metastases [66, 67]. 

 

Stages of melanoma 

Melanoma is a deadly cancer because of its propensity to metastasize early. It is somewhat 

unique that even very thin tumors (~1mm) at diagnosis may have already seeded to distant organs. 

From a clinical perspective, cancer staging is a key criterion that defines the level of disease 
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progression and dictates the treatment plan. The staging process of melanoma in clinic is 

determined by the following several aspects. The Breslow Depth system is used to measure how 

far the melanoma has vertically grown into the dermis in millimeters (Figure 1) [65, 68]. It is an 

accurate and helpful method that evaluates and predict the extent of melanoma progression and  

is correlated with prognosis and survival. Generally speaking, the extent of invasion into dermis, 

the greater the chance it has spread to other parts of body [65, 68]. Tumor ulceration is also a 

high-risk indicator of tumor prognosis and poor outcome [69, 70]. Metastasis to distant lymph 

nodes or other organs, such as lung or liver, is also a marker of poor prognosis and tumor 

aggressiveness [71, 72]. 

The stages of melanoma include the following levels using five Roman numerals (0 through IV). 

Within each stage, the letters A, B, C and D are used to further classify the extent of tumor 

progression.  

In stage 0, the tumor is still restricted in the outer layer of the epidermis. Since it is little invading, 

likelihood of metastasis is low. This is often known as melanoma in situ.  

In stage I, there are cancer cells in both the epidermis and dermis, and the tumor can be up to 

2mm thick. There is no spread to nearby lymph nodes or distant organs. The risk of metastasis is 

still low. It can be ulcerated or not. The two subgroups stage IA and stage IB are differentiated by 

depth of tumor and ulceration. The tumor in stage IA is generally less than 0.8 mm and not 

ulcerated. The tumor in stage IB is normally between 1.0 mm and 2.0 mm and not ulcerated. 

However, if the tumor is less than 0.8 mm but with ulceration, it is considered to be stage IB [73, 

74]. 

In the stage II, the cancer cells are found in both epidermis and dermis with at least 1 mm 

thickness or might be even thicker than 4 mm. It could be ulcerated or not without any spread to 

nearby lymph nodes or distant organs. There are three subgroups in this stage as IIA, IIB and IIC. 

In the stage IIA, the thickness of tumor is 1.01-2.0 mm with ulceration, or the thickness is 2.01-

4.0 mm but without ulceration. In stage IIB, the tumor is between 2.01- and 4.0 mm thickness and 
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is ulcerated or the tumor is larger than 4.0 mm without ulceration. In stage IIC, the tumor is larger 

than 4.0 mm and ulcerated [73, 74]. 

In the stage III, the cancer cells are usually found in the local lymph nodes but not in distant 

organs. There are four subgroups in this stage. In stage IIIA, the tumor is less than 2.0 mm thick 

with or without ulceration. It can spread to 1-3 nearby lymph nodes. In stage IIIB, if there is no 

detection of the primary tumor, it has either spread to only one nearby lymph node or the tumor 

has spread to the nearby skin and is in transit to the nearby lymph nodes. If the tumor is larger 

than 4.0 mm thick, either it has spread to 1-3 nearby lymph nodes or has spread to a nearby small 

area of skin and is on the way to reach the nearby lymph nodes. In stage IIIC, if there is no 

detection of the primary tumor, either it has spread to 2 or more nearby lymph nodes with at least 

observation of 1 spreading or it has spread to a chain of lymph nodes. It is also considered IIIC if 

the tumor is larger than 4.0 mm thick with ulceration and spreads to 1 to 3 nearby lymph nodes. 

In stage IIID, the tumor is generally larger than 4.0 mm thick with ulceration. It has either spread 

to 4 or more nearby lymph nodes or spread to a nearby chain of lymph nodes. [73, 74] 

In the stage IV, the cancer cells have disseminated to distant lymph nodes and other organs such 

as the liver, lungs, and brain. In stage IV disease, the letter M represents metastasis and is used 

to define the level of spread. Metastasis of melanoma cells to distant skin and soft tissue, including 

muscle, is considered M1a. Metastases found in the lungs are consider M1b. Metastasis found in 

the internal visceral organs is considered M1c. Metastasis found in central nervous system (CNS) 

is considered M1d [73, 74]. 

 

Classification by driver mutations 

Melanoma develops due to a combination of environmental and genetic factors results [75, 76]. 

The accumulation of UV radiation results in DNA damage, inflammatory reactions, and increased 

stress of oxidative free radicals [77-79]. This cumulative damage leads to genetic mutations, 
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including those in key oncogenes and tumor suppressors that drive melanoma development [80-

82]. 

Melanoma has the highest number of somatic gene mutations of all cancers [83-85]. Among these, 

specific genes have been identified as oncogenic drivers of melanoma development, such as 

those implicated in increased growth, survival and invasion [84, 86]. Specifically, activating 

mutations in the serine-threonine kinase BRAF is the most prevalent driver oncogene in 

melanoma, being found in nearly 50% cases of cutaneous melanomas that arise on sun-exposed 

skin [87-89]. Although multiple mutations in BRAF have been identified, the overwhelming 

majority (>80%) are valine to glutamic acid substitutions, the so-called BRAF V600E mutation [88, 

90]. Other frequent BRAF mutations include the V600K and V600R mutations representing 

around 20% and 7% cases, respectively [87, 91]. Besides BRAF mutations, NRAS alteration is 

the second leading mutation found in cutaneous melanoma, comprising approximately 20% cases 

[82, 92]. In comparison to cutaneous melanoma, BRAF and NRAS mutation are rare in patients 

with mucosal or acral melanomas [93, 94]. However, KIT mutations are identified in almost 20% 

of these patients [95-97]. Melanoma can also be inherited, with rare cases of families with 

increased melanoma risk being reported [98, 99]. Familial melanoma accounts for up to 10% of 

all cases [59, 100] and is typically associated with inherited mutations in CDKN2A and MC1R [59, 

80, 98, 99, 101].  

The development of next-generation sequencing (NGS) technologies, especially whole exome 

(WES) or whole genome sequencing (WGS) have proven to be powerful tools for mapping the 

genetic landscape of melanoma [85]. Although the frequency of somatic mutations varies between 

0.001 per megabase (Mb) to more than 400 per Mb in different cancers, melanoma has the 

highest somatic mutations frequency (range from 0.1 to 100 per mb) of all cancers [85]. The high 

mutational burden of melanomas has been ascribed to the causative role of UV radiation in 

melanoma development, with the vast majority of mutations in melanoma being of the C>T type 

(e.g. UV signature mutations). Sequencing of hundreds of melanoma cell lines and patient 
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specimens as part of the Cancer Genome Atlas (TCGA) Network has provided a comprehensive 

picture of the mutational landscape, allowing melanomas to be sub-divided into 4 distinct genetic 

sub-groups: mutant BRAF, mutant NRAS, mutant NF1, and triple-wildtype [102]. BRAF and NRAS 

are considered initiating events in melanoma and have been found in most cases [87]. The 

constitutive activation of the MAPK pathway results from these mutations, which potentially 

promote the survival and proliferation of melanocytes. Besides the activation of pro-oncogenic 

driver mutations, silencing of key tumor suppressors such as PTEN and CDKN2A, as well as the 

reactivation of the telomerase activity via TERT have also been implicated in melanoma 

development [84, 102]. PTEN is an important regulator of the PI3K/AKT pathway; its loss leads 

to activation of AKT, particularly an increased expression of phosphorylated AKT at Ser-473. 

Subsequently, the upregulation and activation of AKT mediated by PTEN loss leads to changes 

in apoptotic signaling which facilitates increased cell survival and tumor progression [103-105]. 

Mutations in the CDKN2A gene are found in 20-40% of melanoma families. Mutation or deletion 

of CDKN2A gene leads to dysfunction of the p16(INK4A) protein which normally blocks the 

activation of cyclin D–CDK4/6 complex. Without the regulation of p16(INK4A) protein, the cells 

acquire the ability to undergo uncontrolled growth and division [80, 106, 107]. In addition, 

mutations and copy number losses in p53 occur frequently in cutaneous melanoma [108, 109]. 

Even for wild-type (WT)-p53 melanoma cells, the amplification of negative regulators impairs the 

activity of p53 to promote cell survival and block the p53-mediated apoptosis. MDM4, which is a 

negative regulator of p53 and a key factor to suppress p53 activity through binding with it, is 

upregulated in a large percentage of stage I-IV human melanomas. Similarly, MDM2 binding to 

the p53 transactivation domain leads to the suppression of its transcriptional activity. MDM2 

mediates ubiquitination of p53, and then degradation as an E3 ubiquitin ligase [110-112]. 

The development of single-cell RNA sequencing (RNA-seq) technology has further allowed the 

genotypic and phenotypic heterogeneity of melanoma to be unraveled [113]. These data have 

provided new insights into the different cell types (such as malignant, immune, stromal, and 
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endothelial cells) present in the melanoma microenvironment. These analyses have further 

highlighted the presence of multiple cell states within the same tumor, which have shown 

differences in things such as cell cycle states and drug resistance [113]. At least two co-existent 

transcriptional cell states have been identified in the same tumor including those with high levels 

of the MITF transcription factor and those with low MITF expression with increased levels of AXL 

kinase [113-118]. There is evidence that MITF can also function as an oncogene with amplification 

of MITF being identified in up to 15-20% of human metastatic melanomas [119]. High expression 

of MITF was also found in melanoma samples from patients who had relapsed on the combination 

therapy of BRAF and MEK inhibitors [120]. These findings suggest that the high levels of MITF 

promote differentiation whereas the low expression of MITF indicate an increased metastatic 

potential [120-122]. This central regulatory role of MITF has demonstrated the phenotypic 

diversity of melanoma cells that can adapt to changes in the tumor microenvironment to promote 

the tumor progression [123-125]. 

 

Treatment of metastatic melanoma 

As previously described, over 50% of all melanomas harbor activating BRAF mutations. Activating 

BRAF mutations drive the mitogen-activated protein kinases (MAPK) pathway, an important 

signaling cascade that is responsible for the uncontrolled growth of melanoma cells through 

increased cyclin D expression, suppression of pro-apoptotic proteins such as BIM and BMF and 

increased expression of pro-survival proteins such as MCL-1 [126, 127]. In addition to this, MAPK 

signaling also contributes to increased melanoma survival via the inhibition of BAD and BIM, two 

proapoptotic BH3-only proteins [128, 129]. Activated ERK1/2 is the major effector of the MAPK 

pathway that exerts its effect by translocating to the nucleus and regulating transcription factors 

through phosphorylation such as proto-oncogene c-Fos, proto-oncogene c-Jun, ETS domain-

containing protein Elk-1, proto-oncogene c-Myc [130, 131]. Constitutive MAPK signaling also 

contributes to metastasis through the regulation of MMP-2 and MMP-9, leading to degradation of 
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the tumor extracellular matrix [132, 133]. ERK/MAPK signaling pathways additionally activates 

transcription factors to enhance the transcription of VEGF, which enhances the blood vessel 

formation [134]. 

The addiction of melanoma cells to the MAPK signaling pathway makes it an excellent therapeutic 

target and numerous BRAF and MEK inhibitors have been developed clinically to target this 

pathway. The first BRAF inhibitor used in clinical trials to treat melanoma was sorafenib, which 

actually is a multi-kinase inhibitor targeting BRAF, CRAF, c-KIT and vascular endothelial growth 

factor receptor (VEGFR) [135]. In preclinical studies of human melanoma cell xenografts in nude 

mice, sorafenib did induce growth arrest of the tumor but did not cause any regression [135, 136]. 

In randomized phase III clinical trials, sorafenib did not cause any significant improvements in 

response rate or progression-free survival compared to the original chemotherapy combination of 

paclitaxel and carboplatin. The failure of sorafenib was potentially due to its incomplete level of 

BRAF inhibition [137, 138]. Surprisingly, in renal cell carcinoma which largely relies on the 

signaling of VEGFR but not BRAF, sorafenib did exhibit strong efficacy and was FDA-approved 

on December 20, 2005 [139]. 

The demonstration of BRAF V600E as a bona fide therapeutic target for melanoma was not 

confirmed until the development of the second generation of BRAF inhibitor PLX4032 

(vemurafenib) [140]. This drug works by selectively targeting the active form of BRAF (with some 

selectivity for the BRAF V600E mutant) and blocks the signal transduction between BRAF and 

MEK at a concentration 10 times lower than sorafenib, while exhibiting minimal activity on other 

kinases [141]. In preclinical studies, the PLX4032 exhibited strong efficacy against BRAF-mutant 

melanoma cell lines and BRAF mutant mouse melanoma models. In phase III clinical trials, 

vemurafenib significantly improved progression free survival (PFS) and overall survival (OS) 

compared to dacarbazine (chemotherapy) [142]. In light of these striking results, vemurafenib 

(Zelboraf) was approved by the FDA on August 17, 2011 for treatment of metastatic or 

unresectable BRAF-mutant melanoma [143]. 
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Following the success of vemurafenib multiple other BRAF inhibitors were FDA-approved. Among 

these, the BRAF inhibitor dabrafenib showed remarkable results. In the phase III, BREAK-3 trial, 

dabrafenib improved the median PFS from 2.7 to 5.1 months compared to dacarbazine 

chemotherapy in the patients with BRAF-mutant metastatic melanoma. The remarkable results of 

the BREAK-3 led trial led to the FDA-approval of dabrafenib in May 2013 [144-148]. 

MEK is a direct downstream effector of BRAF and is directly responsible for the phosphorylation 

and activation of ERK, the major effector kinase in the MAPK pathway. This led to the possibility 

of MEK being an alternative therapeutic target for treating BRAF-mutant melanoma [149]. In 

studies in BRAF-mutant xenografts, the pharmacological blockade of MEK effectively inhibited 

tumor growth. Based on these important studies, the phase III METRIC trial was conducted to 

evaluate the efficacy of single agent MEK inhibition in metastatic melanoma patients with BRAF 

V600E/K mutations [150]. These studies demonstrated that the MEK inhibitor trametinib 

significantly enhanced the median PFS and OS around 6 months and trametinib was FDA-

approved in May 2013 for treatment of BRAF-mutant metastatic or unresectable melanoma 

patients [151]. 

Although single-agent BRAF or MEK inhibition exhibited impressive anti-tumor effects against 

BRAF-mutant metastatic or unresectable melanoma patients, the average PFS was generally 

short at around 7 months [144, 152]. Moreover, several potential BRAF inhibitor resistance 

mechanisms were uncovered including NRAS mutations, MEK1 mutations and BRAF truncation 

mutations [153-156]. As MAPK reactivation seemed to be the major resistance mechanism to 

BRAF inhibition, it seemed likely that combined BRAF-MEK inhibition could overcome it. This 

concept was demonstrated in vitro [157-164]. Further, a number of clinical trials were undertaken 

to test the concept of dual BRAF-MEK inhibitor therapy, and all proved to highly successful, 

increasing the PFS and OS compared to single agent BRAF inhibitor therapy alone [165-168]. 

Among all these trials, the phase III trial COMBI-v, which compared the combination therapy of 

dabrafenib and trametinib with vemurafenib monotherapy, was the most exciting and highly 
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anticipated, demonstrating that the combination therapy significantly improved the median PFS 

from 7.3 to 11.4 months and OS from 65% to 72% respectively. Meantime, the combination 

therapy reduced potential side effects, such as the development of cuSCC compared to BRAF 

monotherapy [169]. Because of these remarkable outcomes, the combination therapy was FDA-

approved and is now one of the standard treatments for BRAF-mutant metastatic or unresectable 

melanoma. At this time, the OS rates are 37% at 4 years and 34% at 5 years from the above trial 

COMBI-v which finished in 2019. It is clear that a significant proportion of patients gain long term 

benefit from BRAF inhibitor therapy [169]. 

Another significant systemic therapy for advanced melanoma is immunotherapy. The most 

successful of these are strategies to target inhibitory immune checkpoints, such as the inhibition 

of Programmed cell death protein 1 (PD-1). This protein is expressed on the surface of T cells, 

as well as other immune cells such as regulatory T cells, B cells, myeloid cells and natural killer 

cells. The binding of PD-1 to its ligand PD-L1, which is mainly expressed in the cancer cells, has 

been identified as a novel immune escape strategy that protects cancer cells from being attacked 

by T cells. Hence, inhibition of the T cell communication with cancer cells and the interaction 

between the PD-1 and PD-L1 would potentially enhance the T cells activation and recognition for 

eliminating cancer cells.  

In clinical trials, targeting of PD-1 through the blocking antibody nivolumab, which prevents the 

binding of PD-1 to PD-L1, improved the median PFS and OS of patients with advanced melanoma 

compared to chemotherapy. Further studies showed that the combination of anti-PD-1 with anti-

CTLA4 (nivolumab and ipilimumab) showed better efficacy compared to each monotherapy, albeit 

with more severe side effects. Nivolumab was FDA-approved as a monotherapy for advanced 

melanoma patients with wild-type BRAF as well as those with a BRAF V600E mutation. The 

combination therapy of the nivolumab and ipilimumab was quickly approved by FDA as the 

treatment for advanced melanoma patients with wild-type BRAF [170-172]. 
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Escape from targeted therapy (BRAF inhibitor) 

As mentioned in the above section, BRAF inhibitor therapy is associated with a rapid onset of 

resistance. Numerous mechanisms of resistance have been identified and these can be classified 

as either intrinsic/primary resistance or acquired/secondary resistance [173-175]. 

In the early clinic trials, it was found that approximately 20% of the BRAF V600E mutant 

melanoma patients did not respond to BRAF inhibitors. Genetic sequencing studies identified 

multiple potential mediators of intrinsic resistance including loss of PTEN, RAC1 mutations, loss 

of NF1, overexpression of MAP3K8 and Hepatocyte growth factor (HGF) secretion. As a critical 

tumor suppressor, loss of PTEN directly cause the constitutive activation of PI3K/AKT pathway 

which promotes cell proliferation despite BRAF inhibition. RAC1, as the GTPase effector of RAS, 

plays important roles in cell proliferation and motility. The RAC1 P29S mutation has been 

confirmed to maintain the activation of the MAPK signaling. NF1, is a tumor suppressor of RAS, 

whose mutation leads to upregulation of RAS; this activates different isoforms of RAF, like CRAF, 

which reactivates the MAPK pathway. The MAPK/ERK pathway could also be independently re-

activated by other MAPK isoforms such as MAP3K8 (also called COT). Resistance-conferring 

signals can also come from the tumor microenvironment. As one example, the binding of HGF 

secreted by stromal cells with its receptor MET reactivates the MAPK/ERK and PI3K/AKT 

pathways. There is also evidence that host cells can secrete IGF, PDGFR and EGF to reactive 

MAPK and PI3K signaling in melanoma cells leading to resistance [154, 159, 160, 163, 175-181].  

In the presence of BRAF inhibitors, the different RAF isoforms including ARAF and CRAF can 

compensate for the suppression of BRAF. The CRAF-BRAF heterodimers or homodimers and 

the flexible switching among these RAF isoforms are able to reactivate the ERK pathway. The 

mutant RAS bound to GTP cannot be reversed to the inactivated state by binding with GDP. The 

constitutive activation leads to the increased dimerization of BRAF V600E. It allows the escape 

from BRAF inhibitors because the blockage is only effective on the monomeric BRAF V600E. 

New types of BRAF inhibitors have also been developed which inhibit both mutant BRAF 
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monomers and dimers, such as PLX8394. This drug works by targeting BRAF homodimers and 

BRAF-CRAF heterodimers, but not CRAF homodimers or ARAF-containing dimers [182-184]. 

Although gatekeeper mutations in BRAF have never been identified as a resistance mechanism, 

other genetic changes to BRAF can decrease BRAF inhibitor sensitivity. The most common of 

these is the alternative splice mutant of p61BRAF V600E which can form dimers without RAS 

activation reactivating MAPK signaling. Besides that, increased BRAF gene copy number gain 

can dramatically increase the level of BRAF V600E expression, enhancing the spontaneous 

dimerization of BRAF V600E. Mutations in downstream targets of BRAF such as the mitogen-

activated protein kinases, MEK1/ MEK2 could also mediate the resistance to BRAF inhibitors. 

These work by increasing ERK activity in the presence of BRAF inhibitors [90, 155, 173, 185]. 

In addition to the reactivation of MAPK pathway, alternative pathways such as PI3K/AKT can also 

mediate BRAF inhibitor resistance. It has been demonstrated that there is active crosstalk and 

communication between the PI3K/AKT pathway and the MAPK pathways and that inhibition of 

either pathway would potentially lead to the upregulation of the other one. Upregulation of the 

PI3K/AKT pathway resulting from genetic mutations has been identified in 22% melanoma with 

acquired resistance to BRAF inhibitors. Studies found that the AKT levels increased significantly 

just within the few days of treatment with BRAF inhibitors. The abnormal overexpression of 

PI3K/AKT can then maintain tumor survival and proliferation in the face of drug treatment. 

Activation of PI3K/AKT signaling can be mediated by growth factors such as PDGFR-β and IGF-

1R binding to receptor tyrosine kinases (RTKs). In addition, AKT signaling could be also enhanced 

by activating mutations in PI3K and AKT, which prevents apoptosis and increase proliferation of 

tumors [186-188]. 

Besides the acquisition of mutations, phenotype switching is another strategy by which melanoma 

cells evade from targeted therapy. Studies have shown that phenotype switching is mediated by 

the transcription factor MITF, which is an important transcriptional mediator of melanocyte 

differentiation, proliferation and metabolic rewiring. Melanoma cells are extremely heterogeneous 
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and have different levels of MITF at the single cell level. Studies show that MITF levels inversely 

correlate with expression of the RTK AXL, which while not a driver of the de-differentiated state, 

identify melanoma cells that are less dependent upon MITF. Analysis of individual cells have 

shown that the MITF-high/AXL-low dictates a differentiated, proliferative phenotype while the 

MITF-low/AXL-high associates with a de-differentiated, invasive phenotype. The MITF-low/AXL-

high drug-resistance phenotype is a common feature in BRAF mutant melanoma cell lines [120-

123]. 

 

The metastatic cascade 

Metastasis is the major complication of advanced melanoma and accounts for the majority of 

mortality and morbidity associated with the disease [66]. The metastatic cascade describes how 

the tumor cells from primary lesions can escape the initial tumor, survive, grow, migrate, and then 

finally form new tumors in distant tissues and organs. The major processes in this cascade 

includes the following steps: local invasion, intravasation, survival in the circulation, arrest at 

distant organ site and extravasation, micrometastasis formation and then metastatic colonization. 

Studies show this process to be highly complex and dependent upon the ability of the melanoma 

cells to form new interactions with microenvironment, acquire new epigenetic/genetic lesions, and 

increase their cellular plasticity [189, 190]. 

The first step in the metastatic cascade is the escape of individual cells from the primary tumor 

which then migrate and cross the basement membrane. At this time, the cells tend to adopt an 

undifferentiated sate which can be characterized by an epithelial-mesenchymal transition (EMT). 

In the EMT state the cells are more invasive and can survive when detached from pro-survival 

cues from their tissue niche. Even though melanoma cells are not epithelial cells, they adopt 

similar mechanisms in this initial step of metastasis. After successful invasion through the 

basement membrane, the invading cancer cells secrete multiple proteases such as matrix 

metalloproteinase (MMP)-1, -2, and -9 that allow them to degrade the surrounding extracellular 
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matrix (ECM). Once the tumor cells enter nearby capillaries or nearby lymphatics, they are able 

to form the new vessels via angiogenesis by secreting angiogenic factors, such as the vascular 

endothelial growth factor (VEGF) [191, 192]. 

Survival in the circulation system is another challenge for metastasizing tumor cells. To be 

successful they must be able to withstand the high levels of fluid shear stress and evade attack 

from the immune system. Studies show that less than 1% of circulating tumors cells (CTCs) in 

the blood are able to survive for long enough to form new metastases at new sites. One strategy 

used by the tumors is the secretion of thrombin, and cathepsin B which leads to the aggregation 

of platelets around the tumor cells, conveying some protection from immune attack, as well as 

aids the tumor cells in their arrest in capillaries at distant sites, facilitating extravasation [193, 194]. 

Extravasation is necessary for metastasis in distant organs. In this regard, tumor cells may 

express specific cell surface proteins and adhesion molecules that convey affinities for specific 

organs. Brain metastasis is a serious complication of advanced melanoma that progresses rapidly 

and is associated with an average survival of around 3 months, constituting nearly half of all 

melanoma deaths [195]. Currently, targeted therapies and immune checkpoint inhibitors have 

less efficacy against melanoma brain metastases than at other organ sites [196, 197]. The 

migration mechanisms of the melanoma cells to the brain and tumor formation are still unclear. 

The brain constitutes a unique organ site that is protected by the blood-brain barrier (BBB), a 

mostly impermeable barrier that surrounds most of its blood vessels [198, 199]. The main 

functions of the BBB are to protect the brain from toxins, pathogens and macromolecules which 

might cause damage to brain [198, 200]. This barrier consists of several major cell types such as 

brain endothelial cells, astrocytes and pericytes [198-200]. The brain endothelial cells are tightly 

connected by tight junctions (potentially regulated by ZO-1, claudins and occludins) and 

surrounded by a basement membrane, which form the main interior barrier [199-201]. 

Projections from astrocytes around the endothelial cells called astrocytic end-feet play a 

significant role in regulating the brain endothelial cell behavior [201]. The projections are involved 
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in the signaling that induces the endothelial cells to form the tight junctions [202-204]. They also 

play a key role in controlling the transient opening of the barrier to allow important substances to 

cross the BBB [202, 203, 205]. The factors secreted by astrocytes are also highly involved in the 

regulation of the BBB [203, 206, 207]. One of the most important pathways is the Hedgehog (Hh) 

signaling cascade related to the secretion of Sonic Hh (SHh) by astrocytes [207]. The expression 

of junctional proteins is induced by activation of the Hh pathway [206, 208]. In genetically 

engineered mouse models, loss of the signal transducer Smo on BBB endothelial cells led to the 

dramatic increase of BBB permeability and downregulation of junctional protein expression [206, 

208]. Another secreted angiogenic factor by astrocytes, VEGF, decreases the stability of the BBB 

during inflammatory conditions [209, 210]. Angiopoietins (Ang1) produced by perivascular cells, 

including astrocytes, are co-expressed with VEGF to enhance the BBB integrity when VEGF 

disrupts BBB function [211]. Besides, angiotensin-converting enzyme-1 (ACE-1), also produced 

by astrocytes, converts angiotensin I into angiotensin II, which interacts with type 1 angiotensin 

receptors (AT1) expressed by BBB endothelial cells [212]. 

Pericytes also contribute to the BBB integrity by polarizing the astrocyte end-feet, which interact 

with the cerebral microvasculature [213]. Also, the pericytes potentially regulate transcytosis and 

control of extracellular matrix deposition [214]. The signal transduction correlates with platelet-

derived growth factor B (PDGF-B), transforming growth factor-β (TGF-β) and Notch, which are 

highly involved in the crosstalk and functional coupling between pericytes and endothelial cells 

[215]. Mice that are null for Pdgfrb show signs of a leaky BBB during embryogenesis [213, 216]. 

The binding of TGF-β secreted by endothelial cells to TGFβR2 in pericytes activates the ALK5-

Smad2/3 pathway and leads to inhibition of endothelial proliferation but promotes endothelial cell 

maturation, including BBB formation [217]. The survival and attachment of pericytes to endothelial 

cells was potentially related to Notch signaling [214, 218, 219]. 

The successful development of brain metastases is generally related to the disruption of BBB 

integrity. This can be mediated through multiple mechanisms including the adoption of a rounded 
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cancer cell phenotype with cytoplasmic protrusions that can push the endothelial cells apart. The 

release of angiopoetin-2 and the expression of multiple pro-invasive integrins on the cancer cells 

can also help their migration through the BBB [220, 221]. Meanwhile, proteases such as MMP-9 

released by melanoma cells have the potential to degrade the basement membrane of the BBB 

[222]. Another protease, cathepsin-S, can cleave the BBB tight junction protein JAM-B and 

promote brain metastasis [221]. 

The brain microenvironment has also been implicated in brain metastasis development. The 

cancer cells interact with multiple cell types mainly including microglia, oligodendrocytes and 

astrocytes. The astrocytes are the major non-neuronal cell type and comprise approximately 50% 

of the total cells in brain [223]. These can be activated (called re-active astrocytes) following 

interaction with cancer cells and lead them to secrete many growth factors, chemokines and 

cytokines such as IL-6, TNF-α and IL-1β, which all promote tumor cell survival [224-227]. The 

expression of multiple pro-survival genes in brain-resident cancer cells including BCL2L1, TWIST 

and pro-invasive matrix metalloproteinases such as MMP-9 were induced by these reactive 

astrocytes [226, 228]. 

One major target mediated by astrocytes was expression of the tumor suppressor PTEN [229]. 

Studies in breast cancer xenograft models have demonstrated that the loss of PTEN was typically 

found only after the cells metastasize to the brain, and that PTEN expression was restored after 

the cancer cells were removed from the brain [229]. The unique microenvironment of brain 

compared to other organs also suggests that a series of signaling pathways might contribute to 

the brain metastatic potential of cancer cells. Michael A. Davies group showed an upregulation of 

the PI3K/AKT pathway and reduced PTEN expression in 60% of the brain metastasis samples 

comparing a series of non-matched cranial and extracranial melanoma metastases through 

reverse phase protein array (RPPA) and immunohistochemistry [187]. Specifically, the 

phosphorylation of AKT at S473 and T308, and GSKα/β were elevated. This finding was also 

confirmed later by immunohistochemistry. However, in a subsequent study, the loss of PTEN was 
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not frequent even in specimens with high AKT level [187, 230]. Other groups have used gene 

expression profiling approaches to identify the potential drivers for development of melanoma 

brain metastasis [231]. The phospho-inositide binding protein PLEKHA5 was identified to be 

highly correlated with the risk of melanoma brain metastasis. Silencing of PLEKHA5 led to the 

decreased viability and migration of cerebrotropic melanoma cells in an in vitro BBB model [231]. 

Other signaling pathways such as the JAK/STAT3 pathway has also emerged as a key driver of 

cell proliferation and angiogenesis in brain metastasis models [232]. In nude mice, the potential 

to develop brain metastases increased following STAT3 expression in melanoma cells. 

Furthermore, the upregulation of STAT3 resulted in elevated angiogenesis in vivo and increased 

invasive capacity in melanoma cells in vitro. The expression of VEGFR, bFGF and MMP-2 were 

also enhanced due to the increased STAT3 [232]. 

One important question for the brain metastasis field is whether the brain metastases harbor 

distinct genetic alterations compared to those in primary tumors. A recent study addressed this 

by undertaking whole-exome sequencing of 86 matched pairs of primary tumors and brain 

metastases [233]. It was found that 46 of 86 (53%) cases harbored the distinct, potentially 

actionable mutations in the brain metastases comparing to paired primary tumors. Some of the 

key alterations identified were mutations in CDKN2A and in the PI3K/AKT/mTOR pathway. 

Potential deleterious mutations in HER2/EGFR were detected in the brain metastasis samples as 

well as alterations in genes in the MAPK pathway [233]. Recent advances in multi-photon in vivo 

imaging have allowed the process of brain metastasis to be studied in real-time. These studies 

were based upon red fluorescent protein (RFP) labeled cancer cells injected intra-arterially and 

then followed live as they invaded into the brains of nude mice. The first step observed was an 

initial arrest at the blood vessel branches. The melanoma cells moved slowly through the blood 

flow in brain micro-vessels and moved very slowly in smaller vessels, arresting at the vascular 

branch points or small micro-vessels due to size restriction [234]. The second step was early 

extravasation which directly determined the future success of metastasis growth. The time for the 
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initiation of extravasation varied from 1-9 days. Imaging showed that the cancer cells in the 

process of extravasation displayed a morphological change. The part of cell in the vascular wall 

was quite narrow explaining how the cells were able to squeeze into the gaps or holes in the 

vascular wall [234]. The third critical step was perpetuation of a perivascular position. The cells 

extravasating out of the vascular wall were only successful in forming micro- and 

macrometastases when the cells had a close physical contact with the abluminal surface of 

vascular endothelial cells. The cells without direct contact to the surface of micro-vessel regressed 

gradually [234].The last step for successful macrometastasis formation was the angiogenesis or 

vessel cooption. The melanoma brain tumor burden formation was strongly dependent on the 

interaction of the micrometastases with the preexisting microvasculature. Generally, the cells 

began proliferation gradually along the microvessels and formed the vascular loop around the 

vessels for further angiogenesis once the macrometastases were formed. The initial 

micrometastases in poorly vascularized locations regressed later, suggesting that the adoption of 

appropriate preexisting blood vessels was critical for the further successful formation of 

macrometastases in melanoma cells [234]. 

Another factor involved in the homing of tumor cells to specific organs is the expression of soluble 

factors from the host organs themselves. It is known that the secretion of chemokines from the 

tumor cells can drive organ-specific metastasis through binding with chemokine receptors from 

different organs [235]. 

 

Mesenchymal to amoeboid transition (MAT) 

The process of metastasis requires cancer cells to undergo physical changes that allow them to 

physically squeeze through the basement membranes and in and out of blood vessels. Although 

the process of EMT is a critical transcriptional program involved in the increased motility and 

stemness that contributes to this, there are other mechanisms that may be involved. One other 

process is the mesenchymal-to-amoeboid-transition (MAT) in which the cells adopt a rounded 
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shape that utilize physical force to squeeze through gaps in the ECM and between blood vessels. 

It is known that cancer cells can switch between mesenchymal and amoeboid states in response 

to environmental cues [236, 237]. 

Cancer cells in the mesenchymal state have an elongated spindle-like shape. These highly 

polarized cells have one or more leading pseudopods that form the leading edge. The 

translocation of the mesenchymal cells starts with the leading edge, which consist of actin-rich 

filopodia and lamellipodia. At its poles, the cells are adhesive to the ECM and attach to the 

contracted actin fibers that generates the traction force. The velocity of cancer cells in 

mesenchymal mode is approximately 0.1–0.5 μm/min in 3D matrices. The moderate change of 

focal adhesions during the translocation can cause the movement to slow [238]. Mesenchymal 

motility depends on extra-cellular matrix (ECM) proteolysis through production of MMPs. These 

MMPs generally are upregulated and activated during the tumor progression and are required for 

the cancer cells to migrate through the matrix. Collagen is a major constituent of the connective 

tissue matrix that is degraded by these proteases. It was noted that even following inhibition of 

MMPs, the cancer cells could still migrate through the ECM, suggesting the existence of a non-

protease mediated mechanism of cell migration. It was found that this motility was mediated 

through the cells switching to an amoeboid phenotype that could physically squeeze through gaps 

in the ECM [237, 239, 240]. Further studies showed that the amoeboid cells attach to the ECM in 

a low-adhesion manner allowing the cancer cells to translocate in 3D matrices with higher 

velocities than the mesenchymal mode. Studies have shown the motility of cells adopting the 

amoeboid state to move at 2 µm/min (such as A375-m2 melanoma cells), and up to the highest 

rate of 25 µm/min for lymphocytes moving through 3D collagen gels [241-243]. 

The amoeboid migration mode is largely dependent on the extreme contractility of actomyosin 

and remodeling of the cytoskeleton. The signaling mechanisms involved in the control and 

regulation of the actin cytoskeleton and actomyosin contractility are associated with the Rho 

family of small GTPases such as Rho, Cdc42 and Rac1. Each of them mediates specific changes 



21 

 

of actin cytoskeleton. Rac controls the formation of lamellipodia by driving actin assembly. Cdc42 

drives actin assembly for filopodia. And stress fiber formation is stimulated by Rho. These small 

GTPases are activated as GTP-bound state through guanine nucleotide exchange factors (GEFs) 

and also could be inactivated as GDP-bound state by GTPase activating proteins (GAPs) [244]. 

Several studies have shown that different signaling can regulate this MAT. Rho-GTP is activated 

by RTKs, G protein coupled receptors (GPCRs), cytokines and integrins to further activate their 

downstream targets, the Rho-associated kinases ROCK1/2. This promotes actin stress fiber 

formation and actomyosin contractility. The activated ROCK/Rho signaling causes the 

phosphorylation of its downstream target MLC2, which is the major regulator of the actomyosin 

contractility [237, 243, 245, 246]. The silencing of Rho/ROCK signaling in amoeboid cancer cells 

leads to the reversed transition, from the amoeboid to the mesenchymal state [243, 246].  

Rac has been found to regulate the plasticity of tumor cell movement as well. Rac typically 

becomes activated by binding of NEDD9 to the DOCK3 GEF (DOCK is the second major family 

of GEF), which forms a complex that promotes mesenchymal movement and blocks the amoeboid 

phenotype through decreasing actomyosin contractility in melanoma cells. However, in the 

amoeboid state, Rac is inactivated [243]. 

Another member of Rho family, Cdc42, is activated by DOCK10 GEF and can also induce the 

MAT and cell invasion. DOCK10 silencing leads to the amoeboid to mesenchymal transition 

associated with decreased MLC2 phosphorylation and increased Rac1 activation. The effectors 

of Cdc42 N-WASP and Pak2 are also necessary to maintain the amoeboid phenotype. Blocking 

Cdc42 results in transition from the amoeboid phenotype [247]. In B16 melanoma cells, the 

receptor tyrosine kinase EphA2 has been reported to upregulate Rho-GTP, promoting amoeboid-

like migration [248]. 

Recently, the WNT11-FZD7-DAAM1 signaling has been identified as a driver of amoeboid 

invasion and is associated with tumor initiating abilities in melanoma. Specifically, single-sample 

gene set enrichment analysis (ssGSEA) was performed comparing the following different 
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conditions: amoeboid A375M2 melanoma cells, amoeboid A375M2 melanoma cells treated with 

ROCK1/2 inhibitors (ROCKi) or blebbistatin, a direct Myosin II inhibitor and A375P melanoma 

cells with lower Myosin II activity. The Wnt and TGFβ signaling were the most significant enriched 

network. WNT11 knockdown led to the decrease of Myosin II activity and a more mesenchymal-

like cell shape. WNT11 depletion also result in increased adhesion of WM1361 cells to 

keratinocytes and reduced invasion through type 1 collagen matrices. The receptor FZD7 and its 

co-receptor RYK of WNT11 were both consistently increased in metastatic melanomas [249]. 

 

EphA2 signaling and its role in melanoma metastasis 

The Ephs constitute the largest family of receptor tyrosine kinases (RTKs) [250-252]. They can 

be classified in two groups, EphA and EphB, according to the binding affinity for two different 

ligands, Ephrin-A and Ephrin-B [253-255]. Thus far, a total 16 Eph members have been identified 

in animals including EphA (1-10) and EphB (1-6), with EphA9 and EphB5 being only found in 

birds [255-257]. Members of the Eph family play a vital role during embryonic development in the 

boundary formation of tissues, remodeling of bone, cell migration, axonal guidance and 

organization for vascular system [258-262]. 

EphA2 was first identified in 1990 through the investigation of highly conserved regions of protein 

tyrosine kinases in cDNA libraries of the human epithelial HeLa cell line [263]. EphA2 is a 130 

kDa Type-1 transmembrane glycoprotein receptor with 976 amino acid residues [264, 265]. The 

structure of EphA2 consists of several distinctive domains for signal transduction [259, 262, 266, 

267]. The extracellular domain comprises a ligand binding domain, which connects with two 

fibronectin III-type repeats through a cysteine-rich domain [255, 268]. This part regulates the 

responses to the binding of ligands [255, 268]. The intracellular domain harbors the intrinsic 

enzymatic activity which consists of the following domains: a juxtamembrane region, followed by 

a kinase domain, a SAM domain and a PDZ domain-binding motif [269, 270]. The phosphorylation 

of the tyrosine residues on both the juxtamembrane region and kinase domain activate the 
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signaling transduction by interacting with other signaling proteins [269, 270]. Receptor 

dimerization is regulated by a SAM domain [270-272]. Protein-protein interactions are mediated 

by the SAM and PDZ domains [273]. There is evidence that EphA2 plays a significant role in the 

regulation of many key cellular processes in mammalian development [259, 262]. For example, 

these are the major functions in which they have been implicated:  

1) Expression and colocalization of EphA2 and EphA5 in similar regions have been identified in 

early lens development. EphA2 expression has been found not only in the lens epithelium but 

also the lens fiber region, as well as the junction regions between the lens fibers and epithelium 

at various developmental stages [259, 274, 275]. EphA2 mutation or impaired function were highly 

correlated with cataract formation in the eye [276]. 

2) The expression of EphA2 is markedly increased during the development of the kidney [277]. It 

has been shown that the process of branching morphogenesis of Madin-Darby Canine Kidney 

(MDCK) cells is under the regulation of EphA2. In this context, EphA2 activation led to RhoA 

inactivaton and subsequent dephosphorylation of Thr-567 of Ezrin, which is a linker that connects 

plasma membrane and actin cytoskeleton, resulting in the cell shape change (from flat to 

columnar shape) [278]. 

3) EphA2 signaling is critical for the initiation of bone remodeling, particularly the stimulation of 

bone resorption [279]. And simultaneously, osteoblastogenesis is repressed by this signaling as 

well [280]. 

4) During the branching morphogenesis of the mammary gland, expression of EphA2 plays a 

critical role [281]. The proliferation and branching of the mammary epithelium is known to be 

inhibited when EphA2 function is blocked [282]. 

5) EphA2 expression has been detected during the growth and formation of the otic placode 

(which develops in the vertebrate inner ear). Currently, its exact function remains unclear [283].  

Besides the key functions of EphA2 in normal cell processes and development, there is good 

evidence implicating abnormal expression of EphA2 in cancer, particularly colorectal, ovarian, 
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lung and prostate cancers [284-287]. Under physiological conditions, EphA2 receptor signaling is 

driven through Ephrin-Eph ligand binding between ligand and receptors at the cell surface of 

adjacent cells that relies on cell-cell contact and cell-cell interaction [257, 288-290]. Different from 

the conventional soluble factors, these ligands exhibited functions in membrane-bound form and 

also suggested that the activation of receptor needs the direct cell-to-cell contact [257, 291]. The 

membrane attachment plays a key role in ligand aggregation, which is necessary for receptor 

activation [291]. Chen et al. also showed that spatially modulated ephrinA1:EphA2 signaling 

promotes cell motility through regulation of contractility and focal adhesions [288]. Canonical 

EphA2 signaling involves tyrosine autophosphorylation at multiple residues including Tyr587, 

Tyr593, Tyr734, and Tyr771 on the EphA2 cytoplasmic domain [292].  

In addition to these interactions, there is also evidence of other mechanisms of EphA2 signaling 

which are referred to as non-canonical signaling [293-296]. This noncanonical signaling is largely 

ligand independent and can involve phosphorylation of EphA2 at S897 [293, 297]. The molecular 

regulation of Ser-897 phosphorylation on EphA2 was first reported in glioma in 2009 [298] and 

can be induced by AKT activated by serum stimulation or growth factors [298]. The colocalization 

of EphA2 and phospho-Akt in glioma cell lines was also validated by immunofluorescence staining 

[298]. Furthermore, it has been demonstrated that the EphA2 S897 phosphorylation and Akt S473 

phosphorylation were co-localized in human glioma specimens [298].  

All the above evidence suggested that this non-canonical pathway involves phosphorylation of 

EphA2 by AKT and serves to reverse the function of EphA2, promoting cancer cell survival, 

proliferation, metastasis as well as regulation of acquired drug resistance and maintenance of a 

cancer stem cell phenotype [293, 298]. This contrasts with classical EphA2-Ephrin A1 signaling 

that reduces AKT signaling, cell motility and cell growth [299-302]. 

Besides the catalyzation by AKT, a number of groups have investigated the upstream kinase 

responsible for phosphorylation of EphA2 at S897. Some reports have identified downstream 

MAPK pathway mediators such as p90 ribosomal S6 kinases (RSK), mainly RSK1 and RSK2, 
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directly lead to EphA2 S897 phosphorylation. The RSK–EphA2 signaling regulates cell migration 

and invasion in metastatic breast cancer cells [303]. In addition, the EphA2 S897 phosphorylation 

was induced by protein kinase A (PKA) in forskolin-stimulated prostate cancer cells [297]. Other 

work has focused on non-small cell lung cancer (NSCLC) and showed treatment with the RSK 

inhibitor BI-D1870 to inhibit phosphorylation of S897 EphA2 in a time-dependent manner [304]. 

Furthermore, the MEK Inhibitor PD0325901 was noted to inhibit the phosphorylation of both RSK 

and EphA2 S897 [304]. 

High expression of EphA2 receptor has been found in many cancers, with its expression being 

correlated with metastatic potential and tumor progression [265, 295, 305, 306]. One cancer type 

known to express EphA2 is human glioblastoma (hGBMs) [307]. The mRNA expression level of 

EphA2 is dramatically higher in the hGBMs compared to normal brain tissues and low-grade 

gliomas. Furthermore, the EphA2 mRNA and protein levels has been detected with 2 to 300-fold 

higher in a subpopulation of hGBM cells, called tumor-propagating cells (TPCs), compared to 

their original hGBM tissue. The TPCs have been identified in a number of different solid tumors 

such as breast cancer, colon cancer and leukemia [308-310], and are characterized by stem-like 

features such as self-renewal, initialing and potential differentiation [311, 312]. However, once 

TPCs have differentiated and lost their stemness, EphA2 expression was significantly 

downregulated [313]. These findings are highly suggestive of a role for EphA2 in the stem-like 

state of TPCs. In agreement with this idea, the fluorescence-activated cell sorting (FACS) of 

isolated hGBM cells based upon expression levels of EphA2 have demonstrated the fraction with 

high level of EphA2 to be more clonogenic than those with low EphA2 expression. Implantation 

of these cells into mice show high EphA2 expression to be associated a shorter survival rate 

(median 4 months) than those with low levels of EphA2 cells (median 7 months) [307]. In glioma 

cell lines and primary glioma cultures, EphA2 was strongly downregulated by treatment of ephrin-

A1 through receptor internalization [314, 315]. Furthermore, use of the ephrinA1-Fc fusion protein 

also downregulates EphA2 levels in hGBM TPCs but only has limited effects on EphA2 
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expression at the hGBM periphery, which is less tumorigenic. Treatment with the fusion protein 

also caused the TPCs to lose stem-like features such as self-renewal and to undergo astroglial 

differentiation [307]. These studies further suggested that EphA2 is important for maintaining the 

stemness of TPCs, a finding confirmed by siRNA knockdown of EphA2 in TPCs [307]. The 

potential inhibitory mechanism of EphA2 downregulation upon TPC function was caused by 

increased ERK phosphorylation as well as moderate Akt and FAK activation [316]. Significantly, 

the inhibition of ERK partially restored the clonogenicity in TPCs after EphA2 knockdown [316]. 

The phosphorylation of EphA2 at Serine 897 promotes oncogenic activity in cancer cells, and 

these effects are largely independent of EphA2 binding to its ligand EphrinA1 [298]. A role for 

S897 phosphorylaion of EphA2 was identified in hGBM TPCs, compared to non-TPCs. The 

effects of the ephrinA1-Fc fusion protein in hGBM were investigated in preclinical models with 

treatment being given 1) before the transplantation of hGBM TPCs (cell culture in treatment of 

ephrinA1-Fc); 2) just after the transplantation; 3) treatment until the growth of detectable tumors. 

Compared to the control group of hGBM TPCs only, all the three groups receiving the ephrinA1-

Fc treatment had smaller tumor sizes and a better overall survival. Similarly, the suppression of 

tumor growth in vivo was also observed after the knockdown of EphA2 by siRNA in hGBM TPCs. 

In sum, this work identified EphA2 as a potential therapeutic target in hGBMs and showed that 

ephrinA1-Fc had impressive levels of efficacy [307].  

Miao et al. also reported that EphA2-AKT crosstalk promotes the invasion of glioma stem cells 

(GSCs) in vivo and regulates stemness [316]. GSCs are highly involved in tumor proliferation, 

acquired resistance and have high invasive capacity [317-323]. In this system, the Akt-EphA2 

signaling axis was maintained in the absence of ephrin-A ligands and was then inhibited following 

ligand stimulation in vitro [298, 324].  

Multiple other cancers have been found to rely upon non-canonical EphA2 signaling. Recent work 

has identified a role for S897 EphA2 signaling in the invasive phenotype in NSCLC that occurs 

following VEGFR inhibitor therapy [304]. The finding that VEGFR inhibition upregulates an 
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EphA2-driven aggressive phenotype in NSCLC, which potentially increases metastatic potential, 

is thought to underlie the lack of efficacy of anti-angiogenic therapies in this cancer [304]. The 

authors showed that knockdown of VEGFR2 in the NSCLC cell line H441 led to the aggressive 

phenotype, and increased invasion into collagen. Similarly, after treatment of ZD6474-the potent 

dual inhibitor of VEGFR2, the NSCLC cell lines H441 and H1975 displayed a stronger invasion 

ability than non-treatment groups [304]. To further validate that these findings were due to the 

inhibition of VEGFR2 in vivo, a mutation V916M on VEGFR2 was introduced into H441 cell line 

which blocked the binding of inhibitor ZD6474 to VEGFR2. After injection of these cells into nude 

mice, the number of lung metastases observed were much higher in the control groups compared 

to the groups with modified cell line. Immunoprecipitation of VEGFR2 and EphA2 in H441 and 

H1975 cell lines revealed the two receptors to form a complex [304]. However, after treatment 

with the VEGFR2 inhibitor, the association of the VEGFR2/EphA2 complex decreased by 

Proximity Ligation Assays (PLAs) [304]. Further investigation showed that shRNA knockdown of 

EphA2 blocked cancer cell invasion after treatment with ZD6474. Similar effects were also seen 

in vivo with the number of lung metastases dramatically decreasing in mice injected with H441 

EphA2 knockdown cells compared to control ones treated with ZD6474. These results strongly 

supported that EphA2 is a key mediator of the invasive phenotype in response of VEGFR2-

targeted therapy [304]. 

Following the observation that non-canonical EphA2 signaling (S897 phosphorylation) drove the 

oncogenic behavior of hGBMs, there were attempts to explore this in other cancer types including 

NSCLC [298, 316]. It was noted that introduction of the inactive (S897A) EphA2 mutant into 

NSLCS cell lines (H441, H1975) significantly decreased their ability to invade in in vitro through 

invasion assays. The injection of these S897A EphA2 mutant cell lines into lungs of mice, was 

associated with a reduced metastatic burden compared to normal EphA2 groups [304]. 

Other studies have shown that EphA2 phosphorylation at S897 was highly correlated with the 

aggressiveness of Ewing sarcoma (ES) tumors [325]. ES is the second most common bone 
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malignancy affecting children and young adults [325, 326]. In this instance, the ligand independent 

EphA2 signaling is driven by a regulatory feedback loop involving the ERK signaling pathway 

[325]. In colorectal cancer (CRC), high levels of EphA2 expression are strongly associated with 

the high expression of stem cell markers CD44 and Lgr5 from colorectal tumors [295]. This 

indicates that EphA2 may be crucial in colorectal tumor progression, with EphA2 downregulation 

being associated with the decrease of cell migration and invasion [295]. 

Our lab also has found that ligand-independent EphA2 signaling led to adoption of a targeted 

therapy-mediated metastatic melanoma phenotype [327]. Our comprehensive phospho-

proteomics identified the EphA2 and its phosphorylation at S897 were highly involved in the BRAF 

inhibitor resistance by comparing the naïve with resistant melanoma cell lines. The resistant cells 

show much higher expression of EphA2 and its phosphorylation than the paired naïve cells. 

Moreover, in patient specimens, the metastatic lesions had more total and phosphorylation of 

EphA2 than primary lesions by immunohistochemical staining. This invasive phenotype mediated 

by ligand independent EphA2 signaling was dependent on AKT and reversible by PI3K and AKT 

inhibition [327]. 

Similarly, in lung cancer, patients developed resistance to EGFR tyrosine kinase inhibitors (TKIs) 

eventually [285]. The abnormal overexpression of EphA2 was detected in the EGFR TKI resistant 

tumor cells. Inhibition of EphA2 by the small molecule inhibitor, ALW-II-41-27, led to the decrease 

of survival and proliferation in erlotinib (an inhibitor of EGFR) resistant tumor cells. Furthermore, 

the ALW-II-41-27 also inhibited tumor growth in vivo. Above all, EphA2 played a critical role in 

maintaining the cell survival and proliferation in response to the treatment of TKIs and would be 

the potential therapeutic target in TKI resistant tumors [285]. 

In addition, ligand independent EphA2 activation by arachidonic acid induced the metastatic 

behavior in prostate cancer cells [328]. It was noted that ligand independent EphA2 stimulated by 

arachidonic acid further promoted prostate cancer cell invasion and that EphA2 expression was 

higher in invasive cell lines compared to weakly invasive cell lines [328].  
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Models of melanoma 

The past 10 years have seen major improvements in the treatment of advanced melanoma, 

leading in the reduction in melanoma deaths over the past 3 years. These improvements in 

survival have come from the development of targeted therapies such as BRAF inhibitors and the 

BRAF-MEK inhibitor combination and new immunotherapies like anti-PD1 and anti-CTLA-4. 

Recent reports indicated that treatment with dabrafenib plus trametinib (211 in the COMBI-d trial 

and 352 in the COMBI-v trial) was associated with overall survival rates of 37% at 4 years and 

34% at 5 years. An objective response to this treatment occurred in 383 of 563 patients (68%), 

with a complete response in 109 (19%). Besides that, 5-year follow-up of patients treated with 

nivolumab and ipilimumab showed that overall survival in the group with the nivolumab-plus-

ipilimumab combination was much longer (60.0 months) than single agent nivolumab (36.9 

months) and ipilimumab groups (19.9 months). The rate of objective response among patients 

was 58%, 45% and 19% in the combined group, nivolumab group and ipilimumab group, 

respectively. The rate of complete response was 22%, 19%, and 6%, respectively [158, 169, 170]. 

Despite these successes, not all patients respond to immune checkpoint inhibitor therapy, and 

only 50% of patients can benefit from targeted therapies. The development of new melanoma 

therapies is predicated upon an in-depth understanding of the molecular mechanisms of tumor 

initiation, progression and metastasis development. Much of this knowledge has come from the 

development of preclinical models of melanoma, which have allowed the genetic drivers identified 

from next generation sequencing (NGS) studies to be validated along the entire continuum of 

cancer development [329]. 

A number of different animal models of melanoma have been developed including the mouse, 

Xiphophorus (Zebrafish), opossum and guinea pig. The most successful and widest used model 

has been the mouse, partially because of the relevance and similarity of mouse genetics to human. 

These syngeneic models have been supplemented with xenograft transplantation models, in 
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which human melanoma cells are grown in immune compromised mice. Of note, the human tumor 

xenograft models proved instrumental in the development and testing of targeted therapies such 

as the BRAF and MEK inhibitors. I will next review all the model systems in turn, outlining the 

strengths and weaknesses of each [330]. 

Cell line xenografts 

These models use subcutaneously implanted human melanoma cell lines into 

immunocompromised mice which lack an adaptive immune system. This model system has many 

benefits including ease of use and the wide availability of multiple melanoma cell lines, often with 

different mutational profiles, varying levels of metastatic potential and drug sensitivity. 

Interestingly, not all melanoma cell lines derived from clinical metastases will form new 

metastases from primary tumors in xenograft models. As one example, the BRAF mutant 

melanoma cell lines WM164 and WM793 – which are derived from clinical metastases will only 

form new metastases in mice followed repeated passage through nude mice following tail vein 

injection. These results strongly suggest that these aggressive melanoma cells comprise multiple 

sub-populations of cells with only some of these able to form new metastases in vivo. For the cell 

lines which are not capable to spontaneously form the metastasis through subcutaneously 

injection in mice, the alternative strategy is experimental metastases from cancer cells directly 

injected into the tail-vein or via intracardiac injection. The method is very common and is 

convenient for the study of metastases into the lung, liver and even other organs or tissues. The 

weakness of this method is that it does not mimic the entire metastatic process from primary tumor 

to distant disease because the cancer cells are introduced directly into the bloodstream [331]. 

Another advantage of human cancer cell lines is that they tend to be genetically characterized, 

so cell lines can be selected with the desired mutational profiles.  

This model system also has multiple disadvantages. First, the cells are often kept in culture for 

multiple passages and may drift from the original genetic state of the tumor. Establishment of cells 

in culture also introduces some selection bias, potentially reducing the heterogeneity of the tumors 
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that grow in vivo. In addition, it is likely that injection of millions of cancer cells does not mimic the 

natural process of primary tumor growth in which the cancer co-evolves with host cells. Due to 

the above reasons, the results of clinical trials based on the cell line xenograft models are often 

poorly predictive of outcome [331]. 

Patient-derived tumor xenografts 

One strategy to overcome the problems associated with cell line models is the use of patient-

derived xenografts (PDXs). This approach relies upon the growth and expansion of patient tumors 

in mice. As these tumors are never adapted to culture and are passage through mice, some of 

the selection bias associated with the use of cell lines is eliminated and the heterogeneity is 

maintained. Sequencing studies have shown that PDX models maintain the genetic profiles of the 

original patient tumors even after passage through multiple times through mice. A number of 

patient-derived treatment xenograft (PDTX) models have also been established in which tumors 

are derived from individuals failing on specific therapies (e.g. targeted therapy or immunotherapy). 

They have proven to be highly useful for studying drug resistance and identifying potential 

therapies to overcome resistance. Combination of these models with advanced genetic profiling 

allows for significant potential in developing better personalized therapies [331]. Although offering 

some advantages over cell line xenograft models, PDX models also have some drawbacks 

including a long time to tumor formation in vivo, no intact immune response and difficulties in 

performing modifications [331]. 

Syngeneic transplantation models 

A lack of an immune response is a major drawback for all the human cancer cell xenograft models. 

One way to address this weakness is using mouse cancer cell lines grown as isografts in immune 

competent mice. These syngeneic transplantation models allow for the in-depth investigation of 

the interaction between melanoma cells with T-cells and B-cells of the adaptive immune system 

(a critical component of the microenvironment of human melanoma). For many years, the most 

widely used cell line was the B16 cell line, a mouse melanoma formed through chemical 
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carcinogenesis protocols in C57BL/6J mice. At this time, multiple B16 cell lines exist with different 

subclones showing distinct proliferation, migration and invasive phenotypes. Among them, the 

B16F1 and B16F10 variants are well-characterized subclones generated from in vivo passage 

experiments. The phenotype of these sub-clones is quite different, as detailed below. The B16F1 

is much less aggressive with low potential for metastasis, while the B16F10 shows a stronger 

capacity for metastasis. The slow and moderate features of B16F1 allows for a more thorough 

investigation of primary tumor growth pattern while the high metastatic features of B16F10 allow 

us to explore the metastasis to distant organs in vivo like lung [331]. 

The B16 cells are known to have low expression of major histocompatibility complex class I (MHC 

I) which makes them less immunogenic due to poor recognition by cytotoxic CD8+ T-cells. 

However, the expression of some melanoma-associated antigens such as gp100 and tyrosinase 

related protein 2 (TRP2) are found to be very high in B16 cells and these represent potential 

immunotherapeutic targets. For example, mice vaccinated against the TRP-2 epitope can induce 

an immune response that blocks the growth of aggressive B16F10 cells, preventing the formation 

of lung metastases. Drawbacks associated with the B16F10 syngeneic transplantation model 

include the genetic background, which is not analogous to human melanoma, and the fact that 

mouse proteins are not always the same as their human counterparts. The recent years have 

seen the development of mouse melanoma cell lines from genetically engineered mouse (GEM) 

models that have superseded the B16 (see future discussion of GEM models) [331]. 

Genetically engineered mouse models  

Genetically engineered mouse models (GEMMs) have been widely used to understand the 

genetic alterations which affects the melanoma tumor initiation, progression and metastasis. 

These models are more faithful to the process of melanoma development and allow study of tumor 

biology in an immune-competent setting. A number of melanoma GEMMs have been developed 

that harboring the same genetic changes known to drive melanoma tumor generation in humans. 

For example, the most frequent driver mutations in human melanoma BRAF and NRAS can be 
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induced in mouse skin melanocytes with Tamoxifen-inducible Cre allele driven by the Tyrosinase 

promoter. Using similar methods, the major tumor suppressors in melanoma, PTEN and CDKN2A 

can be specifically knocked out in melanocytes. Combinations of these alleles leads to melanoma 

development with varying penetrance and latency in mouse strains [331]. 

Because GEMMs harbor most of the major genetic changes found in human melanoma such as 

BRAF V600E, NRAS Q61R, PTEN loss and CDKN2A deletion, the models provide an excellent 

base to investigate the other potential candidate genes which might contribute to the melanoma 

formation. For example, the genes Dnmt3b, Akt, and Trp53 have been explored for melanoma 

progression in the GEMMs [332-335].  

Although useful, traditional mouse modeling approaches have numerous drawbacks including 

high costs and the large time commitment required. One alternative method that overcomes both 

problems is the generation of embryonic stem cell-genetically engineered mouse models (ESC-

GEMMs). This new approach is based upon the expression of the genes of interest in blastocyst-

injected embryonic stem (ES) cells and can be used to generate new mice within 8 weeks after 

the modification of GEMM-derived ESCs in vitro. The alleles of the target gene of interest are 

expressed in the ESC-derived chimera tissues, thus enabling the use of chimeras as experimental 

mice. The use of ESC-GEMMs has been confirmed to be of great value in many cancers including 

breast, lung, and pancreatic cancers [336]. In melanoma, ESC-GEMMs several typical alleles are 

expressed, including melanocyte-specific, 4-Hydroxytamoxifen (4OHT)-inducible Cre 

recombinase allele (Tyr-CreERt2), a Cre-inducible Tet reverse transactivator (CAGs-LSL-rtTA3), 

and a homing cassette in the col1A1 locus (CHC) in ESCs for efficient genomic integration of 

expression constructs via recombination-mediated cassette exchange (RMCE). This allele 

combination enables Cre-inducible recombination of driver alleles that are activated by application 

of 4-OHT and Cre- and Doxycycline (Dox)-inducible regulation of genes of interest activated in 

melanocytes through a Dox diet given to the chimeras [336]. 
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Figure 1. Skin architecture with melanoma. The skin consist of three layers as follows: 

epidermis, dermis and hypodermis. The squamous cells are in the superficial layer of epidermis. 

The basal cells can be found in the deep basal layers of epidermis. Melanoma raised from pigment 

producing melanocytes which can be found in the bottom layer of epidermis. 
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RESEARCH FOCUS 

 

In this thesis, we are addressing the following questions: 

1) To understand how melanoma is reprogrammed in response to the targeted therapy. 

2) To determine how this shift and change contribute to the enhanced metastasis. 

3) To investigate the major signaling that drives the phenotype switch. 

4) To explore how the potential of these findings contribute to develop a novel and more effective 

therapy. 
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MATERIALS AND METHODS 

 

Cell culture and generation of BRAF/MEK inhibitor resistance 

The parental BRAF(V600E)-mutant human melanoma cell lines WM164, 1205Lu and SK-MEL-

28 were kindly provided by Dr. Meenhard Herlyn (The Wistar Institute, Philadelphia, PA). The dual 

BRAF and MEK inhibitor–resistant (RR) cell lines 1205lu, SK-MEL-28 were established by chronic 

treatment with 1 μmol/L each vemurafenib and selumetinib for more than 6 months in our lab 

[327]. The Human Umbilical Vein Endothelial Cells (HUVEC) was purchased from Lonza. All the 

melanoma cells were cultured in RPMI 1640 with 5% FBS. The HUVECs was cultured in 

Endothelial Cell Growth Medium purchased from Sigma-Aldrich. HDAC8-modified cells were 

described in Emmons et al. (2019) [337]. 

 

3D cell culture on collagen 

Type I Collagen Solution, 3 mg/ml (Bovine) was purchased from Advanced BioMatrix. The 

collagen solution was gently mixed with cold 10X PBS. The pH was adjusted to 7.0 after mixture 

by adding the sterile 0.1 M NaOH gradually. Then the 6-well plate was coated with the 

collagen/PBS mixture and incubated at 37°C for 2 hours to form the gel base.  

 

Growth Inhibition Assay 

4,000 cells were seeded in each well of a 96-well plate overnight. Each cell in single well was 

treated with vehicle (dimethyl sulfoxide, DMSO) and media containing inhibitors. After 3-day 

incubation, the Alamar Blue reagent was added to each well for measurement according to 

manufacturer's protocol (Invitrogen). 
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Colony Formation Assay 

2×104 cells were plated in each well of a 6-well plate for overnight culture. Media with vehicle 

dimethyl sulfoxide (DMSO) or inhibitors were added next day. The medium was changed twice 

per week. After 4 weeks, the cells were counted after staining by crystal violet solution. 

 

Inhibitors 

Vemurafenib (PLX4032), selumetinib (AZD6244) and GDC-0941 were purchased from Selleck 

Chemicals. 

 

Phosphoproteomic Analysis: Sample Processing 

Mutant WM164 S897A and S897E cell lines were cultured in 10 x 15 cm tissue culture dishes. 

Each cell culture dish was washed with 10 mL ice-cold PBS with 1 mmol/L orthovanadate (Sigma 

Aldrich) once the cell confluence reached 70-80%. The cell lysis was processed by protein 

reduction, alkylation and trypsin digestion sequentially. After purification, the tryptic peptides were 

lyophilized and then enriched by immunoprecipitation with immobilized antibody p-Tyr-100 (Cell 

Signaling Technology). Flow-through from the immunoprecipitation was then further enriched for 

p-serine and p-threonine by SCX/IMAC enrichment approach. The enriched fractions were 

subjected to LC/MS-MS. The SEUQEST and MASCOT database were used to identify the 

phosphoproteins. In order to quantify intensities of the relative phospho-signal, MaxQuant was 

applied to measure the label-free protein of the mass spectrometry data. The analysis with 

GeneGo and KEGG database was performed to identify the highly correlated pathways.  

 

Plasmid Construction and Transfection 

The mutant S897A and S897E, and the mutant active Cdc42 and Rac1 plasmids were kindly 

provided from Dr. Elena Pasquale (Cancer Center, Sanford Burnham Prebys Medical Discovery 
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Institute, La Jolla, California). The pLenti CMV GFP plasmid was a gift from Dr. Lixin Wan (Moffit 

Cancer Center, Tampa, FL). Lentiviral constructs were co-transfected with essential plasmids for 

virus packaging into 293T cells. The media containing virus were collected and filtered for 

infection of targeted cell lines.  

 

Western Blotting 

The isolation of proteins and immunoblotting were performed as described in Fedorenko et al. 

(2014) [156]. The primary antibodies for EphA2, p-EphA2(S897), CDC42, RAC1, MLC2, p-

MLC2(S19), GRB2 were purchased from Cell Signaling Technology. The antibody for GAPDH for 

loading control was from Sigma Aldrich. 

 

RNA Interference 

shRNA Lentiviral Particle targeting the 3’-UTR of endogenous EphA2 was purchased from Sigma 

Aldrich. siRNA targeting Cdc42 was purchased from Santa Cruz Biotechnology. Transfection was 

performed as described on the siRNA Transfection Protocol provided by Santa Cruz 

Biotechnology, Inc.  

 

Transendothelial Cell Migration Assays 

Human Umbilical Vein Endothelial Cells (HUVEC) were seeded into Transwell inserts to form the 

confluent monolayer overnight. DiI-labeled (a lipophilic membrane stain) melanoma cell lines were 

plated on the top of the HUVEC monolayer. After 2-4 hours migration, non-migrating melanoma 

cells were removed from the inside of the inserts by careful swabbing. The DiI-labeled migrating 

cells were imaged by EVOS imaging system and quantified by ImageJ.  
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Matrigel Invasion Assays 

Cells were plated onto the bottoms of the inverted Transwell inserts which were coated with 

Matrigel (BD). After 24-48 hours invasion into the Matrigel, the cells were fixed and stained by 

phalloidin-AF594. To quantify the level of invasion, the fixed and stained cells were imaged by a 

Zeiss confocal microscope (20×) at 0 μm with 0.5 μm image slices taken throughout the distance 

of invasion. 

 

Vascular Permeability Assays 

This experiment was conducted by using the In Vitro Vascular Permeability Assay kit according 

to the manufacturer’s guidelines (Sigma-Aldrich). 200,000 HUVECs were plated into the insert of 

the 24-well plate for overnight culture until confluent monolayer. 100,000 cells of each mutant 

WM164 melanoma cells (EphA2 S897A and EphA2 S897E) were seeded on the top of the 

monolayer for 24 hours co-culture. The media was removed after co-culture and the dextran-blue 

solution was carefully added into the inserts for 10-20 mins. The fluorescence from each well 

containing the dextran-blue was read with 485 nm and 535 nm (excitation and emission), 

respectively.  

 

Shear Stress Assay 

10,000 WM164 melanoma cells from each mutant (EphA2 S897A, EphA2 S897E, Cdc42 and 

Rac1) were plated on the u-slide chamber from Ibidi. The cells were cultured in media at 10 

dyne/cm2 fluid shear stress (FSS) by the Ibidi pump system. After 24 hours under shear stress, 

the cells were stained with calcein-AM and propidium iodide (PI) to identify live and dead cells. 

The images of the u-slide chambers were taken by EVOS imaging system. The green and red 

cells were quantified under each image with the same magnification from at least 3 different areas 

of the u-slide.  
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Adhesion Assay 

10,000 HUVECs were seeded on the u-slide chamber from Ibidi to form a confluent monolayer 

overnight under static conditions. 4,000 GFP-tagged WM164 melanoma cells from each mutant 

(EphA2 S897A, EphA2 S897E, Cdc42 and Rac1) were plated on the top of the monolayer next 

day. After seeding the melanoma cells, the shear stress was set immediately at 10 dyne/cm2 FSS 

through the Ibidi pump system. 30 mins later, the u-slide chambers were used for imaging and 

quantification of the GFP-tagged melanoma cells by EVOS imaging system.  

 

CDC42 Activity Assay 

This assay was performed by using the Cdc42 Activation Assay Kit according to the 

manufacturer’s instructions (Abcam). Briefly, the activated form of Cdc42 was selectively isolated 

and pulled down by the PAK1 PBD Agarose beads from the cell lysates. Subsequently, the 

activated form of Cdc42 precipitated with the beads was detected by Western Blot. 

 

RhoA Activity Assay 

This assay was performed by using the RhoA Activation Assay Kit according to the manufacturer’s 

instructions (Abcam). Briefly, the activated RhoA was selectively isolated and pulled down by the 

Rhotekin RBD Agarose beads from the cell lysates. Subsequently, the activated RhoA 

precipitated with the beads was detected by Western Blot. 

 

In Vivo Lung Retention Assay 

All animal work was conducted in accordance with the Institutional Animal Care and Use 

Committee guidelines. GFP-tagged WM164 S897A, S897E, CDC42 and RAC1 cells were 

cultured in 4 x 15 cm tissue culture dishes until 80% confluence. After collecting and counting the 

cells in PBS, the 8-week-old NSG mice (JAX) were injected with 8 x 105 cells in 100ul PBS via 

tail vein (5 mice per group). After that, mice were euthanized by CO2 asphyxiation at two different 
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time points, 10 and 24 hours, and the whole lungs were collected. After fixation in 4% 

formaldehyde/PBS, the lungs were imaged through a Zeiss confocal microscope under a 20X 

objective with pinhole diameter set to 1 airy unit. Images were taken at a 512 × 512 resolution 

with randomly selected 5 fields per lung to detect and quantify the GFP-tagged cells arrested in 

lungs.  

 

In Vivo Metastasis Study  

All animal work was performed according to the Institutional Animal Care and Use Committee 

guidelines. WM164 S897A and S897E cells were cultured in 5 x 15 cm tissue culture dishes until 

80% confluence. The NSG mice (JAX), aged between 6-8 weeks, were injected with 1 × 106 cells 

in 100ul PBS into the left ventricle (10 mice per group). 4 weeks after intracardiac injection, mice 

were euthanized by CO2 asphyxiation and the main organs (brains, livers and lungs) were 

collected. After fixation in 4% formaldehyde/PBS, the main organs brains, livers and lungs were 

analyzed by IHC to identify potential metastatic lesions by H&E staining and staining for SOX10 

and pAKT.  

 

Genetically Engineered Mouse Models (GEMMs)  

All animal work was performed according to the Institutional Animal Care and Use Committee 

guidelines. Transgenic mouse models of melanoma were generated by using a system based 

upon blastocyst-injected embryonic stem (ES) cells. This approach relies on GEMM-derived 

ESCs that are modified in vitro and then used to generate chimeras by blastocyst injection. We 

create four plasmids including EphA2 S897A and S897E, HDAC8 as well as GFP as control. 

These EphA2 isoforms were then introduced into an established genetically engineered mouse 

model harboring BRAFV600E, heterozygous PTEN deletion. Tumors were induced by 4-OHT 

application on the back of the mice after shaving. After tumor initiation and careful observation 
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for >1 year, mice were sacrificed and the brains, lungs, livers and other major organs were 

collected and fixed to analyze by IHC.  

 

Cell Recovery/Viability Assay In Vivo 

All animal work was performed according to the Institutional Animal Care and Use Committee 

guidelines. The intracardiac injections of the GFP-tagged WM164 EphA2 S897A and S897E cell 

lines were performed in NSG mice. The purpose of the study was to determine if mutant EphA2 

increased survival of melanoma cells in the general circulation. Three experimental groups were 

used: S897A, S897E and S897E+PI3K inhibitor. Following cell injection, blood was harvested 

after 1 hour, 4 hours, 24 hours, 72 hours and 7 days. After the collection of the blood, viable 

melanoma cells were enumerated using flow cytometry. 

 

Statistical Analysis 

Data were analyzed by mean values through at least 3 repeats ± SEM. GraphPad Prism 7 

software was used to calculate and determine the statistical significance among all the groups or 

conditions by performing the two-tailed unpaired t-test. And the p-values were described as 

follows: *p≤0.05, ** p≤0.01, *** p≤0.001, **** p≤0.0001. 
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RESULTS 

 

An amoeboid phenotype in melanoma cells driven by non-canonical EphA2 signaling 

revealed through comprehensive proteomics. 

With the aim of exploring the EphA2 function, two pairs of stable melanoma cell lines (WM164 

and SK-MEL-28) expressing EphA2 mutants were generated. The EphA2-S897E mutant 

mimicked the phosphorylation at S897 which is constitutively activated. We also generated its 

counterpart, the inactivated EphA2-S897A mutant form, which cannot be phosphorylated. There 

was no significant difference in growth rate between the paired mutant cells (Figure 2). Next, 

multiple mass spectrometry-based proteomic platforms were employed for protein identification 

and quantification between the two WM164 mutant cell lines (EphA2 S897E VS EphA2 S897A). 

This comprehensive proteomics included the following aspects: 1) the total proteome 2) peptides 

phosphorylated on tyrosine residues 3) peptides phosphorylated on serine/threonine residues 

and 4) immunoprecipitations of the FLAG tag in the EphA2-S897E and EphA2-S897A mutants 

(Figure 3). Significant expression differences in proteins and phospho-proteins between the 

mutant WM164 cells expressing EphA2-S897E and EphA2-S897A were assessed. Potential 

targets were visualized in Volcano plots (Figure 4). Pathway analysis of these significantly 

upregulated and downregulated proteins by GeneGo suggested that EphA2-S897E was highly 

associated with a number of proteins involving cell adhesion, cell cycle, cell motility and 

cytoskeletal remodeling (Figure 5 and 6). These data indicated that EphA2 phosphorylation at 

S897 could play an important role in pathways and functions of regulating the axonal guidance, 

intermediate filaments and microtubules (Figure 5 and 6). 
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As these signaling pathways are highly correlated with cell motility and cytoskeletal organization, 

it is possible that EphA2-S897E could promote morphological transformation of the melanoma 

cells. Another consistent finding from the mapping of our proteomics data was the identification 

of a novel mesenchymal-to-amoeboid transition (MAT) phenotype (Figure 7). Of interest, we 

noticed the decrease in tyrosine phosphorylation of ACK1 which is known to inhibit the GTPase 

activity of Cdc42. At the same time, we noted increased expression of DOCK10, which is known 

to serve as a Guanine nucleotide-exchange factor (GEF) that can activate Cdc42 [245, 247]. On 

the other hand, the inhibition of Rac1, another member of the Rho-family GTPases, was also 

identified. Additional findings included a decrease in the total expression and tyrosine 

phosphorylation of FAK [338], which is known to facilitate the activation of Rac1 (Figure 7). 

Altogether, the proteomics data strongly suggested that EphA2-S897E led to the adoption of an 

amoeboid phenotype that could result from a signaling switch from Rac1 to Cdc42.  

In order to validate our predictions from the proteomic analysis, we performed 3D culture on 

collagen with both WM164 and SK-MEL-28 cell lines expressing EphA2 mutants. We observed 

that the EphA2-S897E was highly associated with the amoeboid phenotype, whereas the EphA2-

S897A expressing cells showed a more mesenchymal state in both cell lines (Figure 8 and 9). It 

is known that MLC2 is a major MAT regulator through its regulation of actomyosin contractility 

[339]. In accordance with this, the increased phosphorylation of MLC2 at S19 was detected in 

both cell lines with expression of EphA2-S897E but not in those with EphA2-S897A (Figure 10). 

The knockdown of endogenous EphA2 expression by shRNA targeting 3’-UTR verified that the 

endogenous EphA2 level did not change the original phenotype in both cell lines expressing 

EphA2 mutants (Figure 11 and 12). 
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EphA2-S897E associated with the invasive phenotype in melanoma cell lines and is driven 

by the switch from Rac1 to Cdc42.  

We noticed that the EphA2-S897E expressing cells showed increased invasive ability into the 3D 

Matrigel Matrix (Figure 13 and 14). It was also confirmed that the endogenous level of EphA2 did 

not affect the initial ability for invasion (Figure 15). 

Our proteomics analysis suggested that Cdc42 activation was a potential mediator of cytoskeletal 

reorganization and the adoption of an amoeboid phenotype. We noted an increased binding of 

EphA2 to Cdc42 in EphA2-S897E cells following co-immunoprecipitation, whereas Rac1 showed 

an increased binding to EphA2 in the EphA2-S897A (Figure 16). Furthermore, increased 

expression of GTP-bound Cdc42 (activated form) was detected in EphA2-S897E cells compared 

to the EphA2-S897A cells. However, the GTP-bound Rac1 (activated form) showed the reversed 

expression in these paired cell lines (Figure 17). Taken together, the above data suggested that 

the phosphomimic S897E mutation led to the enhanced interaction of EphA2 with active Cdc42 

and not Rac1. The increased expression of active RhoA was also confirmed in EphA2-S897E 

cells compared to EphA2-S897A cells, which again agreed with the signaling mapping from the 

proteomics data (Figure 18). 

To further validate that the active Cdc42 but not Rac1 contributed to the MAT phenotype, and 

then promote the invasive ability in melanoma cells, we transfected constitutively activated 

mutants of Cdc42 and Rac1 into WM164 cell lines. It was demonstrated that the active Cdc42 led 

to the increased phosphorylation of MLC2, which in consistent with the amoeboid phenotype of 

WM164 cells expressing constitutively activated Cdc42 from 3D culture on collagen (Figure 19 

and 20). Moreover, the WM164-Cdc42 cells displayed a stronger ability to invade into 3D Matrigel 

Matrix (Figure 21). In contrast with the above observation, the active Rac1 was correlated with 

the mesenchymal shape and decreased invasive ability (Figure 20 and 21). 

The major functions of the active Cdc42 signaling in driving this invasive MAT phenotype were 

further demonstrated by siRNA knockdown and overexpression of Cdc42 in WM164 EphA2-
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S897E and EphA2-S897A cell lines, respectively. After Cdc42 silencing in WM164 EphA2-S897E 

cells, they exhibited reduced phosphorylation of MLC2 (Figure 22), the reversed elongated shape 

from amoeboid state and less invasive ability into 3D Matrigel Matrix (Figure 23 and 24). 

Nevertheless, the introduction of Cdc42 into WM164 EphA2-S897A cells led to the amoeboid 

phenotype and improved invasive ability (Figure 25 and 26). 

 

EphA2-S897E in melanoma cells enhanced the survival ability under shear stress and 

interaction with endothelial cells in adhesion and transmigration. 

Successful metastatic dissemination is a multi-step process. To evaluate whether EphA2-S897E 

promoted the metastatic potential, we next focused on each individual step in the metastatic 

cascade. First, we tested the cell survival ability under shear stress to mimic the melanoma cells 

in the blood circulation. The cells were stained with calcein-AM (green) and propidium iodide (red) 

to identify live and dead cells after 24 hours circulating in the continuous unidirectional flow by the 

Ibidi automated perfusion pump system. Notably, more EphA2-S897E cells than EphA2-S897A 

cells survived and remained attached on the Ibidi chamber slide (Figure 27). We found EphA2-

S897E to be associated with an increase in expression of multiple mediators of cell structure and 

membrane integrity (Table 1). We repeated the same shear stress experiment comparing WM164 

cell lines expressing either constitutively active Cdc42 or Rac1. We noticed that more viable 

EphA2-Cdc42 cells were retained on the chamber slide compared to the EphA2-Rac1 cells 

(Figure 28). 

Next, the surviving circulating cancer cells would be able to attach to the blood vessel and 

extravasate out of the endothelial layer. We then explored if EphA2-S897E contributed to this 

process and used GFP-tagged WM164 mutant cell lines in co-culture with endothelial cells. Under 

continuous unidirectional flow conditions (provided by Ibidi pump system), the EphA2-S897E cells 

presented stronger adhesion to the endothelial monolayer than EphA2-S897A cells (Figure 29). 

We also noted similar findings (e.g., faster and stronger adhesion to endothelial cells) in WM164 
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cells expressing active Cdc42 but not Rac1 (Figure 30). In addition, both the DiI-labeled EphA2-

S897E and Cdc42 cells exhibited increased motile behavior in transmigration assay, in which 

melanoma cells were allowed to migrate through confluent endothelial monolayers, compared to 

their counterparts (Figure 31 and 32). 

Finally, after co-culture of WM164 mutant cells on top of confluent endothelial cell monolayers, it 

was noted that EphA2-S897E led to the increased permeability of the endothelial cell monolayers 

(Figure 33). This suggested that this non-canonical EphA2 signaling in melanoma cells potentially 

enhanced the interaction with endothelial cells and that this then disrupted the integrity of the 

endothelial monolayers for further migration. A further analysis of our proteomic data supported 

these findings and demonstrated that introduction of EpA2-S897A was associated with 

suppression of multiple pathways involved in the metastatic cascade including transendothelial 

migration, N-cadherin signaling and αVβ3 integrin signaling (Figure 34, Table 2). By contrast, 

introduction of EphA2-S897E was associated with suppression of negative regulators of RhoA 

signaling and drivers of EMT (Figure 35, Table 2). 

 

EphA2-S897E promoted the metastatic potential of melanoma cells in vivo. 

We next investigated whether the invasive amoeboid phenotype driven by EphA2-S897E in 

melanoma cells led to increased metastatic potential in vivo. We carried out the lung retention 

assay in a xenograft model. GFP-tagged WM164 mutant cell lines were seeded into 

immunodeficient NSG mice through tail vein injection (Figure 36). 10 and 24 hours after injection, 

the lungs were collected and analyzed under the confocal microscopy. It was found that a 

significantly greater number of EphA2-S897E cells were retained in the lungs compared to the 

EphA2-S897A cells from both time points at 10 and 24 hours. Similarly, more Cdc42-expressing 

cells were able to arrest in the lungs than their Rac1 expressing counterparts (Figure 37-40). The 

clinical relevance of these findings was suggested by immunohistochemical analysis of lung 

metastasis resections from human melanoma patients, which showed EphA2-positive melanoma 
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cells interacting with endothelial cells lining the blood vessels in the lung parenchyma (Figure 41). 

These findings were consistent with our previous observation that the EphA2-S897E expression 

was significantly higher in metastatic lesions compared to the paired primaries in melanoma 

patient specimens [327]. 

Next, we carried out the intracardiac injection of either EphA2-S897E or EphA2-S897A cells in 

NSG mice. 4 weeks after injection, the major organs including brain, liver and lung were collected 

to analyze patterns of metastasis. Analysis of liver and lung samples by immunohistochemistry 

(H&E staining) showed no differences between the groups injected with EphA2-S897E and 

EphA2-S897A cells (Figure 42). Surprisingly, when we investigated brain samples, 

immunohistochemistry analysis showed that almost 90% mice injected with EphA2-S897E cells 

developed metastasis whereas less than 30% mice injected with EphA2-S897A cells found tumor 

burdens based on the SOX10 staining (Figure 43). These findings suggested that EphA2-S897E 

might preferentially promote the melanoma cells homing to the brain. 

 

Development of transgenic mouse melanoma models of EphA2-driven tumor progression. 

To investigate whether EphA2-S897E promoted melanoma formation and development, we 

generated an embryonic stem cell-based genetically engineered mouse model (ESC-GEMM). 

These genetically engineered mice harbor the background of Braf-V600E mutation and Pten 

heterozygous deletion in melanocytes, which mimic the prevalent driver mutations found in 

malignant melanoma. In addition to this we cloned the EphA2-S897E and EphA2-S897A mutants 

into dox-inducible targeting vectors for ESC-GEMM generation. The genes of interest were 

delivered into the mice through embryonic stem cell injection. The chimeras were first shaved on 

the back followed by administration of 25 mg/mL 4-Hydroxytamoxifen (4OHT) dissolved in DMSO 

on the shaved back skin on 2 consecutive days. 4OHT activates the background of Braf-V600E 

mutation and Pten heterozygous deletion. Mice were then fed chow containing 200 mg/kg 

doxycycline to continuously activate the target genes (EphA2-S897E and EphA2-S897A). Tumor 



49 

 

formation and development were carefully monitored. The Kaplan–Meier survival analysis 

suggested that the EphA2-S897E potentially induced tumor growth faster and that these tumors 

were more aggressive than EphA2-S897A (Figure 44). In addition, we also collected the major 

organs including brain, liver and lung for metastatic analysis at the end point from GEMM. 

However, we did not observe any apparent tumor possibly due to the short period of time.  

 

PI3K/AKT potentially mediated this invasive amoeboid phenotype in EphA2-S897E cells 

and BRAF inhibitor resistant cell lines.  

It was demonstrated that EphA2 S897 phosphorylation can be mediated by the PI3K/AKT 

pathway [327]. We confirmed that the level of AKT activity was higher in EphA2-S897E cells by 

pulling down the GSK-3α, a downstream target of AKT (Figure 45). Additionally, the increase in 

MLC2 S19 phosphorylation driven by the EphA2-S897E signaling was reversed by the presence 

of a PI3K inhibitor (GDC-0941) (Figure 46). The use of the PI3K inhibitor also drove an amoeboid 

to mesenchymal transition in EphA2-S897E cells (Figure 47 and 48). The strong transmigration 

ability of EphA2-S897E cells was also found to be abrogated after inhibition of PI3K pathway by 

the trans-endothelial migration assay (Figure 49 and 50). 

It is known that BRAF-inhibitor resistant melanoma cells have high expression of EphA2 and its 

S897 phosphorylation [327]. Next, we investigated if melanoma cell lines with acquired resistance 

to BRAF-inhibitor also adopted an aggressive MAT phenotype. Two pairs of drug-naïve and BRAF 

inhibitor-resistant cell lines (1205LU and SK-MEL-28) were first seeded on each well of the 6-well 

plate coating with collagen. We noted that the resistant cell lines exhibited a round, amoeboid-

like morphology; conversely, the elongated shape was found mostly in paired drug-naïve cells 

(Figure 51). In accordance with the observation in EphA2-S897E cells, we further found that the 

BRAF inhibitor resistant cells exhibited increased MLC2 phosphorylation, enhanced Cdc42 

activity, greater invasion into the 3D Matrigel Matrix and stronger migration through the endothelial 

monolayers (Figure 52-55). These findings led us to believe that acquired BRAF-inhibitor 
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resistance promoted the MAT phenotype. In agreement with this, use of the PI3K inhibitor GDC-

0941 was able to reverse the amoeboid phenotype in the resistant cells (Figure 56). 

 

The metastatic phenotype in resistant cell lines driven by non-canonical EphA2 signaling 

dependent upon HDAC8.  

Previous studies from our group suggested that the drug-resistant transcriptional state was 

maintained in part by the histone deacetylase 8 (HDAC8) [337]. We next asked whether the non-

canonical EphA2 signaling was also mediated by HDAC8 and in turn whether this contributed to 

the enhanced communication with endothelial cells. The gene set enrichment analysis (GSEA) 

comparing 1205Lu cells overexpressing HDAC8 vs empty vector showed an association of EphA2 

gene signature upregulation with overexpression of HDAC8 (Figure 57). Meanwhile, the 

knockdown of HDAC8 by shRNA in BRAF inhibitor resistant cells led to the decreased 

phosphorylation of AKT S473 and EphA2 S897 (Figure 58). The invasive ability into Matrigel was 

largely attenuated in WM164 BRAF inhibitor resistant cells after HDAC8 silencing (Figure 59). In 

addition, HDAC8 overexpression in 1205LU drug-naïve cells induced the amoeboid phenotype 

transition, whereas silencing of HDAC8 in the same cells led to the elongated shape from 3D 

culture on collagen (Figure 60). Moreover, HDAC8 overexpression also promoted the adhesion 

of drug-naïve melanoma cells to the endothelial cell monolayers under the shear stress compared 

to those with empty vector and shRNA targeting HDAC8 (Figure 61). Similarly, we also 

investigated the oncogenic properties of HDAC8 in the GEMM model since HDAC8 activation is 

known to control and regulate the expression of EphA2. As expected, the Kaplan–Meier survival 

analysis showed that the high levels of HDAC8 potentially contributed to the worse overall survival 

(Figure 62). These data revealed that non-canonical EphA2 signaling may be one feature of the 

broader HDAC8-driven program that is potentially associated with a switch to an MITF-low/Axl-

high transcriptional phenotype [163]. 
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Table 1: Expression proteomics associated with membrane integrity. 
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Table 2: Genes found in proteomic dataset matching the GSEA enrichment pathway. 

Down-regulated in S897A 

    N cadherin pathway AVB3 Integrin 

ENRICHED PROTEINS 

ARHGAP5 CTNNB1 CBL 

CTNNB1 CTNND1 ILK 

CTNND1 PTPN11 MAP2K1 

MAP2K1 RAC1 PTPN11 

PTPN11   RAC1 

RAC1   VCL 

VCL     

TOTAL PROTEINS 27 16 24 

NES -2.17 -2.11 -2.09 

P-VALUE 0 0 0 

FDR 0.03 0.04 0.05 

 

Down-regulated in S897E 

  cell-cell communication RHOA regulation EMT_down genes 

ENRICHED 
PROTEINS 

F11R ARAP3 ATP1A1 

FLNA ARHGAP35 FLNA 

LIMS1 ARHGEF2 MYH9 

NCK1 ARHGEF17   

PARVA ARHGEF18   

PLEC FARP1   

PTK2     

PXN     

SPTAN1     

SPTBN1     

TOTAL PROTEINS 39 15 15 

NES -2.14 -1.88 -1.89 

P-VALUE 0 0.02 0.004 

FDR 0.03 0.02 0.004 
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Figure 2. No growth difference between the EphA2 mutants. No significant difference of 

growth rate was observed between the WM164 EphA2-S897A and EphA2-S897E melanoma cell 

lines by MTT assay and colony formation assay. MTT, 3-(4,5-Dimethylthiazol-2-yl)-2,5-

diphenyltetrazolium bromide; n.s., not significant. 
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Figure 3. The number of proteins differentially expressed/phosphorylated were detected 

by comprehensive phosphoproteomics. Venn diagram showing the number of proteins 

differentially expressed/phosphorylated in the WM164 EphA2-S897A/S897E melanoma cells. 

pSTY, phosphorylated serine/threonine/tyrosine; pY, phosphotyrosine; IP, immunoprecipitation. 
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Figure 4. Upregulation and downregulation of proteins were identified by volcano plots. 

Volcano plots showing significant upregulation and downregulation of proteins in the WM164 

EphA2-S897A/S897E melanoma cells. neg, negative; pSTY, phosphorylated 

serine/threonine/tyrosine; pY, phosphotyrosine. 
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Figure 5. An inter-connected network was involved in cytoskeleton remodeling and 

adhesion. Upregulated and downregulated proteins form an inter-connected network involved in 

cytoskeleton remodeling and adhesion.  
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Figure 6. EphA2-S897E was involved in cell adhesion, cell cycle, and cytoskeletal 

remodeling. GeneGo enrichment analysis reveals pathways (–log P-value >2) associated with 

EphA2 signaling. DBS, double strand. 
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Figure 7. EphA2-S897E promoted the MAT by proteomics data. Integration of proteomic 

analyses into signaling maps of MAT switching. Eph, ephrin receptor; MAT, mesenchymal-to-

amoeboid transition; p-MLC2, phosphorylated MLC2; pSTY, phosphorylated 

serine/threonine/tyrosine; pY, phosphotyrosine. 
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Figure 8. Amoeboid phenotype was driven by EphA2-S897E. Brightfield images of WM164 

EphA2-S897A/S897E cells in 3D culture on collagen matrix. Scale bar = 100μm. 3D, three-

dimensional; MAT, mesenchymal-to-amoeboid transition.  
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Figure 9. Mesenchymal-to-amoeboid transition was driven by EphA2-S897E. Brightfield 

images of Sk-Mel-28 EphA2-S897A and S897E cell lines in 3D culture on collagen matrix. 3D, 

three-dimensional; MAT, mesenchymal-to-amoeboid transition. 

  



61 

 

 

Figure 10. EphA2-S897E promoted the MLC2 phosphorylation. Western blot of phospho-

MLC2 from EphA2-S897E versus S897A-lysates of WM164 and SK-MEL-28 melanoma cells. 

MAT, mesenchymal-to-amoeboid transition; p-MLC2, phosphorylated MLC2. 
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Figure 11. Knock down of endogenous EphA2 by shRNA. Western blot analysis showing the 

knock down of endogenous EphA2 expression by shRNA targeting the EphA2-3’UTR compared 

to shRNA control. Bar = 100 μm. 3′UTR, 3′ untranslated region; shCTRL, short hairpin control; 

shRNA, short hairpin RNA. 
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Figure 12. Knockdown of endogenous EphA2 did not affect the original phenotype. 3D 

culture on collagen revealed that the amoeboid (EphA2 S897E) and mesenchymal (EphA2 S897A) 

morphology were not affected by the knockdown of endogenous EphA2 expression in these two 

mutant WM164 melanoma cell lines. Scale bar = 100μm. Bar = 100 μm. 3D, three-dimensional; 

3′UTR, 3′ untranslated region; shRNA, short hairpin RNA. 
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Figure 13. EphA2-S897E increased invasive ability. Invasion assays using WM164 EphA2-

S897A or -S897E. Bars = 25 μm (white) and 100 μm (black).  
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Figure 14. EphA2-S897E promoted the Matrigel invasion. Matrigel invasion assay confirmed 

that the stronger invasive phenotype driven by the EphA2 S897E compared to EphA2 S897A was 

not influenced by the knockdown of endogenous EphA2 expression in SKMEL28 melanoma cell 

line. Bar = 25 μm.  
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Figure 15. Knockdown of endogenous EphA2 did not affect Invasive ability. Matrigel 

invasion assay validated that the aggressive invasion driven by the EphA2 S897E compared to 

EphA2 S897A was not impacted by the knockdown of endogenous EphA2 expression in the 

WM164 melanoma cell lines. Bar = 25 μm. 3′UTR, 3′ untranslated region. 
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Figure 16. Increased binding of EphA2 to Cdc42 in EphA2-S897E cells. EphA2 

immunoprecipitation and western blot for Cdc42 and Rac1 (WM164). IP, immunoprecipitation; p-

MLC2, phosphorylated MLC2. 
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Figure 17. Increased Cdc42 activity was found in EphA2-S897E cells. Cdc42/Rac1 activity 

assays using WM164 EphA2-S897A or -S897E cells on collagen.  
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Figure 18. Increased RhoA activity was detected in EphA2-S897E cells. RhoA activity assay 

on WM164 EphA2-S897A and -S897E melanoma cell lines grown in 3D culture on collagen Bar 

= 25 μm. PAK-PBD, Rac/Cdc42 (p21) binding domain of the human p21 activated kinase 1 protein. 
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Figure 19. Active Cdc42 increased MLC2 phosphorylation. Western blot of cells with activated 

forms of Cdc42/Rac1 (WM164). p-MLC, phosphorylated MLC. 
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Figure 20. Active Cdc42 led to the amoeboid phenotype. WM164 cells transfected with active 

Cdc42 or Rac1 on collagen. Scale bar=100μm. Bars = 25 μm (white) and 100 μm (black).  
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Figure 21. Active Cdc42 led to the increased invasive ability. Invasion assays of cells 

transfected with active Cdc42 or Rac1. Bars = 25 μm (white) and 100 μm (black).  
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Figure 22. Cdc42 silencing decreased MLC2 phosphorylation. Western blot of WM164 

EphA2-S897E cells with siRNA for Cdc2. Bars = 25 μm (white) and 100 μm (black). p-MLC2, 

phosphorylated MLC2; siCdc42, small interfering Cdc42; siCtrl, small interfering Ctrl; siRNA, small 

interfering RNA. 
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Figure 23. Cdc42 silencing reversed amoeboid to mesenchymal state. EphA2-S897E cells 

with siRNA for Cdc42 on collagen. Bars = 25 μm (white) and 100 μm (black). siCdc42, small 

interfering Cdc42; siCtrl, small interfering Ctrl; siRNA, small interfering RNA. 
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Figure 24. Cdc42 silencing decreased Matrigel invasion. Invasion assays of EphA2-S897E 

cells with siCtrl and siRNA for Cdc42 from cell culture on collagen. Bars = 25 μm (white) and 100 

μm (black). siCdc42, small interfering Cdc42; siCtrl, small interfering Ctrl; siRNA, small interfering 

RNA. 
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Figure 25. Cdc42 overexpression led to amoeboid phenotype. EphA2-S897A cells with EV 

and active Cdc42 on collagen. Bars = 25 μm (white) and 100 μm (black). EV, empty vector. 
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Figure 26. Cdc42 overexpression increased Matrigel invasion. Invasion assays of EphA2-

S897A cells with EV and active Cdc42 on collagen. Bars = 25 μm (white) and 100 μm (black). EV, 

empty vector. 
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Figure 27. EphA2-S897E promoted cell survival under shear stress. Quantification of live and 

dead EphA2-S897A or -S897E cells in 10 dyne/cm2 fluid shear stress (FSS; WM164, overnight). 

Bars = 250 μm. FOV, field of view; FSS, fluid shear stress. 
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Figure 28. Active Cdc42 promoted cell viability under shear stress. Quantification of live and 

dead Cdc42 or Rac1 cells in 10 dyne/cm2 FSS (WM164, overnight). Bars = 250 μm. FOV, field of 

view; FSS, fluid shear stress. 
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Figure 29. EphA2-S897E promoted cell adhesion under shear stress.  Attachment of EphA2-

S897A or -S897E cells to HUVECs at 10 dyne/cm2 fluid shear stress (WM164, 30min). Bars = 

250 μm. FOV, field of view; FSS, fluid shear stress; HUVEC, human umbilical vein endothelial 

cell. 
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Figure 30. Active Cdc42 led to increased adhesion under shear stress. Attachment of 

WM164 with active Rac1 or Cdc42 cells to HUVECs at 10 dyne/cm2 fluid shear stress (30min). 

Bars = 250 μm. FOV, field of view; FSS, fluid shear stress; HUVEC, human umbilical vein 

endothelial cell. 
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Figure 31. EphA2-S897E promoted transendothelial migration. Transendothelial migration 

assay of WM164 EphA2-S897A or -S897E cells. Bars = 250 μm. FOV, field of view. 
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Figure 32. Active Cdc42 led to increased trans-migration ability. Transendothelial migration 

assay of WM164 cells with active Cdc42 or Rac1. Bars = 250 μm. FOV, field of view. 
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Figure 33. EphA2-S897E abrogated the membrane integrity. Diagram showing vascular 

permeability assay using spectrometric assessment of dextran blue dye penetration (left). 

Quantification of the permeability of a HUVEC monolayer after 24 hours of co-culture with WM164 

EpHA2-S897A or S897E mutant cell lines (right). Scale bars=250μm. HUVEC, human umbilical 

vein endothelial cell. 
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Figure 34. EphA2-S897A was associated with suppression of metastatic cascade. GSEA 

analysis shows pathways involved in transendothelial migration, cell-cell communication, N-

Cadherin and Integrin αVβ3 signaling are downregulated in melanoma cells expressing EphA2-

S897A. GSEA, Gene Set Enrichment Analysis; KEGG, Kyoto Encyclopedia of Genes and 

Genomes. 
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Figure 35. EphA2-S897E was associated with suppression of negative regulators. GSEA 

analysis shows pathways involved in EMT and RhoA signaling are downregulated in melanoma 

cells expressing EphA2-S897E. EMT, epithelial‒mesenchymal transition; GSEA, Gene Set 

Enrichment Analysis; KEGG, Kyoto Encyclopedia of Genes and Genomes. 
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Figure 36. GFP-tagged WM164 mutant cell lines were used for lung retention analysis. Lung 

retention experiments using GFP-tagged WM164 cells injected into tail vein of NSG mice. After 

10 and 24 hours, the lungs were harvested. Cells were quantified by confocal imaging. 
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Figure 37. More EphA2-S897E cells arrested in the lung after 10 hours. Lung retention of 

EphA2-S897A or -S897E cells after 10 hours. Bars = 200 μm (white) and 25 μm (black). 

  



89 

 

 

Figure 38. More cells expressing active Cdc42 arrested in the lung after 10 hours. Lung 

retention of WM164 cells with active Cdc42 or Rac1 after 10 hours. Bars = 200 μm (white) and 

25 μm (black). 
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Figure 39. EphA2-S897E increased lung retention after 24 hours. Lung retention of EphA2-

S897A or -S897E cells after 24 hours. Bars = 200 μm (white) and 25 μm (black). 
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Figure 40. Active Cdc42 increased lung retention after 24 hours. Lung retention of WM164 

with active Cdc42 or Rac1 after 24 hours. Bars = 200 μm (white) and 25 μm (black). 
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Figure 41. IHC of EphA2 confirmed the interaction in patient samples. Immunohistochemistry 

in human melanoma specimens shows EphA2-positive (Redkit) melanoma cells (red arrow) 

interacting with endothelial cells (black arrow) in the lung parenchyma (dashed black arrow) of 

two patients (left: 200x, right: 100x). Scale bars: white = 200μm, black=25μm. 
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Figure 42. No metastatic difference in liver and lung between groups of EphA2 mutants. 

H&E staining of tissues including liver and lung showed all melanoma metastatic tumor burdens 

from NSG mice injected with WM164 EphA2-S897E or -S897A cells. Total number of mice with 

EphA2-S897E or -S897A cells were 9 and 7, respectively. 
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Figure 43. EphA2-S897E promoted the brain metastasis. IHC of SOX10 and p-AKT staining 

for identification of metastasis in brain from NSG mice. Total number of mice with EphA2-S897E 

or -S897A cells were 9 and 7, respectively. 
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Figure 44. EphA2-S897E was associated with worse survival rate. Kaplan–Meier survival 

analysis of chimeric EphA2 s897A and EphA2 S897E mice. Total number >10 in each type of 

mice. 
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Figure 45. EphA2-S897E linked to increased AKT activity. AKT activity assays in WM164 

EphA2-S897A or -S897E cells. Akt, protein kinase B; p-GSK-3α, phosphorylated GSK-3α. 
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Figure 46. PI3K inhibition led to decreased MLC2 phosphorylation. Western blot of WM164 

EphA2 S897E cells with or without GDC-0941 (3 μM, 72 hours). PI3k, phosphoinositide-3 kinase; 

PI3ki, PI3k inhibitor; p-MLC2, phosphorylated MLC2. 
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Figure 47. PI3K inhibition reversed the amoeboid phenotype. 3D culture of EphA2-S897E 

cells on collagen with or without GDC-0941 (10x, 3 μM, 72 hours). Bars = 25 μm (white), 100 μm 

(black), and 200 μm (blue). 3D, three-dimensional; PI3k, phosphoinositide-3 kinase; PI3ki, PI3k 

inhibitor. 
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Figure 48. PI3K inhibition led to the elongated phenotype. Brightfield images (20X) of WM164 

EphA2-S897E cells treated with vehicle control or GDC-0941 (3μM, 72 hours) in 3D culture on 

collagen matrix shows a reduction of amoeboid morphology. Bar = 100 μm. 3D, three-dimensional; 

PI3k, phosphoinositide-3 kinase; PI3Ki, phosphoinositide-3 kinase inhibitor. 
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Figure 49. Quantification showed less cells can migrate after PI3K inhibition. 

Transendothelial migration of WM164 EphA2-S897E cells with or without GDC-0941. Avg, 

average; FOV, field of view; PI3k, phosphoinositide-3 kinase; PI3ki, PI3k inhibitor. 
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Figure 50. PI3K inhibition decreased the trans-migration ability. Transendothelial migration 

assay showing the number of DiI-labeled WM164 EphA2-S897E melanoma cells migrated 

through a HUVEC monolayer after 2-4 hours in presence of vehicle control or GDC-0941. Scale 

bar = 100μm. HUVEC, human umbilical vein endothelial cell; PI3Ki, phosphoinositide-3 kinase 

inhibitor. 
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Figure 51. Resistant cells adopted amoeboid phenotype. 3D culture on collagen of treatment-

naïve and -resistant melanoma cells. Bars = 25 μm (white), 100 μm (black), and 200 μm (blue). 

3D, three-dimensional. 
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Figure 52. Resistant cells were associated with increased phosphorylation of MLC2. 

Western blot of treatment-naïve and -resistant melanoma cells. PI3k, phosphoinositide-3 kinase; 

p-MLC2, phosphorylated MLC2. 
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Figure 53. Resistant cells showed increased Cdc42 activity. Cdc42 activity assays of 

treatment-naïve and -resistant 1205Lu and SKMEL28 cells. PI3k, phosphoinositide-3 kinase. 
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Figure 54. Resistant cells displayed stronger invasive ability. Matrigel invasion assays of 

treatment-naïve and -resistant melanoma cells. Bars = 25 μm (white), 100 μm (black), and 200 

μm (blue). PI3k, phosphoinositide-3 kinase; Res, resistant. 
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Figure 55. More resistant cells migrated though endothelial monolayers. Transendothelial 

migration assays of treatment-naïve and -resistant melanoma cells. Bars = 25 μm (white), 100 

μm (black), and 200 μm (blue). Avg, average; FOV, field of view; PI3k, phosphoinositide-3 kinase; 

Res, resistant. 
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Figure 56. PI3K inhibition reversed amoeboid phenotype of resistant cells. GDC-0941 

reverses the amoeboid phenotype in BRAF inhibitor-resistant 1205Lu and SKMEL28 BRAF 

mutant cell lines (3 μM, 72 hours). Bars = 25 μm (white), 100 μm (black), and 200 μm (blue). PI3k, 

phosphoinositide-3 kinase; PI3ki, PI3k inhibitor. 
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Figure 57. Upregulation of EphA2 gene signature was associated with HDAC8 

overexpression. GSEA analysis shows that an EphA2 gene signature is upregulated in 

melanoma cells expressing HDAC8. FDR, false discovery rate; GSEA, Gene Set Enrichment 

Analysis; HDAC8, histone deacetylase 8; MAT, mesenchymal-to-amoeboid transition; NES, 

normalized enrichment score. 
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Figure 58. HDAC8 silencing decreased phosphorylation of EphA2 and AKT. Western blot 

following shRNA-mediated knockdown of HDAC8 (WM164RR). HDAC8, histone deacetylase 8; 

MAT, mesenchymal-to-amoeboid transition; NT, non-targeting; pAkt, phosphorylated Akt; 

pEphA2, phosphorylated EphA2; shHDAC8, short hairpin HDAC8; shRNA, short hairpin RNA. 

  



110 

 

 

Figure 59. HDAC8 silencing decreased Matrigel invasion. Matrigel invasion assays of 

WM164RR cells following transfection with shRNA targeting HDAC8. Bar = 100 μm. HDAC8, 

histone deacetylase 8; MAT, mesenchymal-to-amoeboid transition; NT, non-targeting; shHDAC8, 

short hairpin HDAC8; shRNA, short hairpin RNA. 
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Figure 60. HDAC8 overexpression led to amoeboid phenotype. 1205Lu melanoma cells 

transfected with empty vector (EV), HDAC8 expression vector (HDAC8) or shRNA targeting 

HDAC8 (HDAC8 shRNA) in 3D culture on collagen. Bar = 100 μm. 3D, three-dimensional; EV, 

empty vector; HDAC8, histone deacetylase 8; MAT, mesenchymal-to-amoeboid transition; 

shRNA, short hairpin RNA. 
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Figure 61. HDAC8 overexpression increased cell adhesion under shear stress. Attachment 

of melanoma cells transfected with empty vector (EV), HDAC8 expression vector (HDAC8) or 

shRNA targeting HDAC8 (HDAC8 shRNA) cells to HUVECs at 10 dyne/cm2 fluid shear stress 

(1205Lu, 30min). Scale bar=100μm. EV, empty vector; FSS, fluid shear stress; HDAC8, histone 

deacetylase 8; HUVEC, human umbilical vein endothelial cell; MAT, mesenchymal-to-amoeboid 

transition; shRNA, short hairpin RNA. 
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Figure 62. High levels of HDAC8 were associated with worse overall survival. Kaplan–Meier 

survival analysis of chimeric HDAC8 and GFP mice. The total number >10 in each type of mice. 

HDAC8, histone deacetylase 8; GFP, green fluorescent protein; MAT, mesenchymal-to-amoeboid 

transition. 
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DISCUSSION 

 

Metastatic spread and distal invasion remain huge challenges in the treatment of late-stage 

melanoma patients [340, 341]. These processes are frequently associated with poor survival and 

responsible for most deaths [340]. The development of distant metastases is a complex, multi-

step process that involves the escape of cells from the initial tumor, their intravasation into the 

blood circulation, arrest of the cells in a capillary bed, extravasation, and the establishment of new 

tumor cell colonies at the distant site [342]. Because of their high plasticity, melanoma cells can 

adopt multiple strategies for migration and invasion [239]. These morphological changes largely 

occur as adaptations to changes in the microenvironment. Amoeboid migration occurs in the 

absence of extracellular proteolysis and is associated with contraction of the cell body, allowing 

the cell to squeeze through the extracellular matrix [239]. Mechanistically, the round shape of the 

amoeboid cells is maintained due to RhoA/ROCK-mediated contraction of cortical actin, which 

depends on the phosphorylation of myosin light chain (MLC2) [245]. In accordance with this idea, 

we also detected high activity of RhoA in EphA2-S897E cells. Importantly, we found that a novel 

noncanonical EphA2-Cdc42-MLC2 pathways drives this amoeboid phenotype transition in 

melanoma cells. 

Switching between the mesenchymal and amoeboid phenotypes is regulated through the activity 

of small GTPases. Rac1 plays a key role in mesenchymal movement by regulating actin assembly 

[243, 343]. RhoA activates downstream ROCK family kinases leading to cortical actin assembly 

and increased actomyosin contractility [237, 344, 345]. Cdc42 can induce the amoeboid 

phenotype in melanoma cells following its activation by DOCK10 [247]. Ameboid melanoma cells 

can utilize a variety of mechanisms to maintain the high levels of Myosin II activity. First, Sma- 
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and Mad-related protein 2 (SMAD2)-CITED1 driven transcription are activated by transforming 

growth factor beta (TGFβ) secreted by amoeboid melanoma cells. The TGFβ-SMAD2-CITED1 

axis regulates and sustains actomyosin force and then promotes melanoma progression [346]. 

Next, lower levels of Reactive Oxygen Species (ROS) in amoeboid melanoma cells can promote 

Myosin II activity by reducing ARHGAP5 which suppresses Rho-ROCK-MLC2 signaling [347]. 

Moreover, a recent report shows that WNT11/5B-FZD7-DAAM1 signaling axis directly activate 

RhoA-ROCK to support the amoeboid phenotype [249]. 

Adoption of an amoeboid phenotype likely contributes to metastatic dissemination in many ways. 

First, cells in the blood circulation are subjected to high levels of hemodynamic shear stress that 

can range over four orders of magnitude, causing the rapid death of most of the tumor circulating 

cells [348]. Although little is known about the direct role of the amoeboid phenotype in the 

protection from shear stress, there is evidence that inhibiting ROCK can reduce the survival of 

cells subjected to shear stress in vitro [349] and that spheroid morphology, characteristic of the 

amoeboid cells, can withstand this harsh environment better and survive high shear stress [350, 

351]. 

It has been shown that amoeboid invasive cells are enriched near the invasive front area and the 

edge of human and mouse melanoma tumors, while the cells near the core of tumor are most in 

the elongated-mesenchymal state [249, 339, 346, 352, 353]. These amoeboid cells typically 

located at the edge of tumor are more active in communication with the surrounding tissues, which 

also support our findings. As we showed, the invasive amoeboid cells are associated with and 

interact with endothelial cell monolayers in adhesion, trans-endothelial migration, and 

modification of membrane integrity. Besides the endothelial cells in tumor microenvironment, a 

variety of normal cells such as stromal and immune cells contribute to tumorigenesis through 

communication with the cancer cells [354]. Typically, the monocytes can be attracted and 

polarized into CD163+CD206+ tumor-associated macrophages by secretion driven by crosstalk 

of ROCK-MLC2-NF-κB. These transformed macrophages facilitate melanoma cell growth [353]. 
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Moreover, the abrogated endothelial junctions and increased permeability in endothelial cell 

monolayers are due to the ROCK-MLC2-driven IL-1α secretion and NF-κB activation in amoeboid 

melanoma cells [353]. Additionally, the drug resistant melanoma tumors with high levels of MLC2 

can recruit immunosuppressive FoxP3+ T cells [339]. 

So far, morphological-based markers have not been utilized to select potential treatment 

strategies. We have shown here that the amoeboid phenotype in melanoma has a high preference 

for migration and invasion and is associated with drug resistance, providing evidence that 

potential risk for metastasis could be inferred through the study of cell morphology and signaling. 

These potential amoeboid markers, including high levels of ROCK-MLC2 pathway regulators [352] 

and high expression of CITED1 [346], are highly associated with worse prognosis. Alternately, 

our findings with HDAC8 suggest that the amoeboid state might be associated with a broader, 

more aggressive melanoma phenotype that contributes to both metastasis and drug resistance. 

Taken together, these markers could be used for prediction of worse outcomes in melanoma 

patients and improve the clinical outcomes. 

Here, we demonstrated that noncanonical EphA2 signaling, especially EphA2 S897 

phosphorylation, is the key driver that promotes the invasive MAT phenotype was also associated 

with acquired drug resistance in melanoma. In agreement with this, the high level of EphA2 S897 

phosphorylation and Akt S473 phosphorylation were co-localized in human glioma specimens 

[298]. The EphA2 S897 phosphorylation catalyzed by Akt was also observed in our study, and we 

showed that PI3K inhibition could reverse the aggressive MAT phenotype in melanoma. Other 

evidence from the study of prostate and pancreatic cancer, has shown that EphA2 S897 can be 

phosphorylated by protein kinase A (PKA) [297]. 

We further observed that the morphological changes driven by noncanonical EphA2 signaling are 

also seen in melanoma cells cultured in 3D collagen. Consistent with our observations, it has 

been demonstrated that high levels of EphA2 S897 phosphorylation are found at the migrating 

front in lamellipodia [303]. In this instance, phosphorylated EphA2 was found to regulate the 
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assembly of the actin cytoskeleton and extension of lamellipodia, controlling cell motility and 

morphology [303]. A further role for EphA2 in metastatic behavior was also suggested by the co-

localization of S897-EphA2 and MT1-MMP in ovarian carcinoma, but not in cells of the normal 

ovary [355, 356]. 

The co-localization of RSK S380 and S897-EphA2 have been widely detected in multiple cancer 

tissues including lung, stomach, colorectal, liver and thyroid specimens, where they are 

associated with poor survival. It therefore seems likely that across tumor types noncanonical 

EphA2 signaling is linked to tumor aggressiveness [303]. Further studies also suggest 

noncanonical EphA2 signaling is associated with drug resistance with our study implicating it 

acquired resistance to BRAF inhibitors [327], and others showing a link to EGFR inhibitor 

resistance in NSCLC [304]. 

Since the high expression of EphA2, especially the S897 phosphorylation, correlated with later 

stage tumors, the aggressive progression and shorter survival in patients [286, 295, 315, 327, 

328], inhibition of EphA2 and its S897 phosphorylation could represent a novel therapeutic target 

in melanoma (and other tumors as well). Tyrosine kinase inhibitors directed against EphA2 would 

not be a good option due to diverse interactions of EphA2 with Akt, RSK and PKA  [297, 299, 

303]. Instead, agonists targeting the EphA2 receptor and antibody-based immunotherapy could 

be utilized to block S897-EphA2 signaling andl potentially abrogate metastatic dissemination [254]. 

First, artificial ligands such as soluble ephrin A1 induce EphA2 internalization and downregulation 

in a paracrine manner, which significantly alter the cell morphology, and also suppress the 

migration in GBM and human breast cancer cells [357, 358]. Besides ephrin A1, ephrin A1-Fc 

which dimerization by fusion of recombinant Ephrin A1 and human IgG Fc potentially induce the 

EphA2 degradation to inhibit gastric cancer cell growth and pancreatic cancer cell motility and 

invasion [359, 360]. Second, the EphA2 monoclonal antibodies mimic the ligands. The malignant 

features of EphA2 are strongly attenuated by its internalization and degradation induced by these 

agonist monoclonal antibodies. For example, one monoclonal antibody SHM16 interacting with 
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an EphA2 epitope other than ephrin A1 cause antibody internalization and inhibit migration and 

invasion in melanoma cells [361]. In addition, small molecules targeting the ligand-binding domain 

of EphA2 inhibit the Eph-ephrin interaction and further block the EphA2 phosphorylation [362, 

363]. Furthermore, a tumor immunotherapeutic approach-chimeric antigen receptors (CARs) 

modified T (CAR-T) cell therapy has been developed to target EphA2 specifically. It has been 

demonstrated that EphA2-expressing glioblastoma cells can be identified and killed by these 

EphA2-specific T cells [364]. In combination with current immunotherapies, such as anti-PD1 or 

anti-CTLA4, inhibition of EphA2 could be an excellent strategy to improve the response and 

overcome resistance. 

In response to multiple stresses, melanoma cells upregulate a transcriptional program that 

downregulates apoptosis, increases MAPK signaling, and leads to reorganization of the actin 

cytoskeleton and increased invasive capacity [163, 337]. In this study, we showed that HDAC8 is 

responsible for maintaining EphA2 noncanonical signaling, as we found that HDAC8 silencing 

inhibits both EphA2 S897 phosphorylation and Akt phosphorylation and abrogates the invasion 

associated with drug resistance. Increased expression of HDAC8 was associated with the 

enrichment of an EphA2 transcriptional program, the adoption of a MAT-like state, and increased 

adhesion to endothelial cells. Our observations are supported by other studies demonstrating that 

resistance to both BRAF inhibitor therapy and immunotherapy is associated with increased MLC2 

and ROCK signaling and the adoption of an amoeboid phenotype [339]. Although systemic BRAF 

inhibitor therapy is only used in the metastatic setting, our findings do not suggest that all 

melanoma metastases are drug resistant. Rather, it is likely that there is cell-state plasticity and 

that metastases are seeded by minor subpopulations of cells that then revert to a more drug-

sensitive, proliferative, and less invasive state once established in new organs [337, 365, 366]. A 

better understanding of this process is expected to lead to the development of novel treatment 

strategies such as the use of epigenetic inhibitors that may abrogate the transcriptional plasticity 
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that underlies adaptation to BRAF and BRAF/MAPK/extracellular signal‒regulated kinase 

inhibitor therapy.  
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