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The Challenges of Detecting Circulating Tumor Cells in Sarcoma
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Sarcomas are a heterogeneous group of malignant neoplasms of mesenchymal origin, many of which have a propensity to develop distant metastases. Cancer cells that have escaped from the primary tumor are able to invade into surrounding tissues, to intravasate into the bloodstream to become circulating tumor cells (CTCs), and are responsible for the generation of distant metastases. Due to the rarity of these tumors and the absence of specific markers expressed by sarcoma tumor cells, the characterization of sarcoma CTCs has to date been relatively limited. Current techniques for isolating sarcoma CTCs are based on size criteria, the identification of circulating cells that express either common mesenchymal markers, sarcoma-specific markers, such as CD99, CD81, or PAX3, and chromosomal translocations found in certain sarcoma subtypes, such as EWS-FLI1 in Ewing’s sarcoma, detection of osteoblast-related genes, or measurement of the activity of specific metabolic enzymes. Further studies are needed to improve the isolation and characterization of sarcoma CTCs, to demonstrate their clinical significance as predictive and/or prognostic biomarkers, and to utilize CTCs as a tool for investigating the metastatic process in sarcoma and to identify novel therapeutic targets. The present review provides a short overview of the most recent literature on CTCs in sarcoma.

Keywords: sarcoma, neuroblastoma, rare cancers, circulating tumor cells, cancer stem cells

INTRODUCTION

Sarcomas are a heterogeneous group of soft tissue and bone neoplasms that arise from mesoderm or ectoderm (1) and consequently may arise from mesenchymal stem cells (2). Helman and Meltzer (3) associated different molecular alterations with specific histological entities and suggested that sarcomas can be defined by their molecular signatures. This observation is strengthened by recent publications identifying a specific subgroup of thoracic sarcomas based on SMARC4A inactivation (4) and a “BRCA-ness” signature in osteosarcomas (5). These molecular signatures include sarcoma-specific translocations that result in oncogenic fusion genes, which are believed to be necessary for malignant transformation and are utilized for molecular-based subgrouping.

Distant metastases develop in half of sarcoma patients presenting initially with localized disease, with the lungs being the most common metastatic site (1). The vast majority of sarcomas, excepted epithelioid sarcoma, angiosarcoma, and alveolar rhabdomyosarcoma, which can invade regional lymph nodes, predominantly spread through the blood vasculature. This modality is not exclusive and can be associated with spread from the lymphatic system into the blood vasculature (6). To generate metastases, tumor cells must overcome several constraints: escape from the primary site through the invasion of cancer cells from the basal membrane into a blood or lymphatic vessel, a process called intravasation (7); survival in the circulation; arrest in the capillaries at a new site; migration from the capillary into the interstitial space; and establishment of tumor growth at the new location (Figure 1). As these steps are sequential and dependent on each other, only a small number of cells will successfully complete all of them, illustrating the considerable inefficiency of the metastatic process (8). Interestingly, communications between tumor cells and the host tissue play an important role in the establishment and development of metastatic foci (9–11).
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FIGURE 1 | The metastatic process in sarcoma and possible fates of cancer cells in secondary site. (A) Cells escaping from the primary tumor into the blood circulation (1) are carried by the flow, either blood stream or lymphatic system (2), to secondary sites where they grow if they find a favorable environment (3). (B) Following the arrival of CTCs into a secondary organ, only a subset will survive and generate metastases (clinically detectable) and remainder cells might either go into a state of dormancy/quiescence or die (clinically undetectable).



Current methods to detect tumor recurrence or the development of metastasis is largely dependent on clinical examination and/or radiographic imaging to identify the location/expansion of tumor growth, such as computerized tomography (CT), which uses multiple X-rays to produce cross-sectional layers that show detailed images inside the body, including bones, organs, tissues, and tumors (12), or positron emission tomography based on the injection, inhalation, or swallowing of radioactive tracers. Metabolic disturbances associated with tumor growth can be then detected by these techniques (13). These approaches present some advantages: (i) they are painless, easy to set up, and rapid; (ii) they can help in the diagnosis and serve as a guide for treatment; (iii) they can be used in the treatment follow-up. Nevertheless, these methodologies show also important disadvantages such as (i) exposure to ionizing radiation (X-ray or gamma rays) with potential risks of secondary cancer; (ii) injection of a contrast medium (dye) can cause kidney problems or result in allergic/injection-site reactions in some patients; and (iii) some procedures require anesthesia (14–16). New methods are needed to enable the earlier detection of tumor recurrence and metastasis, and to improve the diagnosis, treatment, and surveillance of patients suffering from sarcoma. Detection of circulating tumor cells (CTCs), as a measure of metastatic potential, could provide a way to target a patient population more likely to benefit from adjuvant chemotherapy. To date, however, the clinical significance of CTCs, as a prognostic or predictive marker in sarcoma, is uncertain.

Circulating tumor cells can be detected in the peripheral blood and in theory have the potential to extravasate to form tumor metastases (17). CTCs are cells that circulate in the peripheral blood, while disseminated tumor cells (DTCs) are cells located in secondary organs such as bone marrow. DTCs then derive from CTCs. Interestingly, Kim et al. (18) suggested that DTCs converted into CTCs can also return to and enrich the primary tumor, a process termed “tumor self-seeding” or “cross-seeding.” This process was confirmed recently by Gundem et al. (19). Detection of CTCs has been then investigated across numerous tumor types but most commonly in epithelial neoplasms (20). The relatively non-invasive nature of CTC isolation and their likely correlation with the metastatic process and potential as a biomarker of disease progression and therapeutic response warrants further investigation as a clinical tool. The present review gives a brief overview of the most recent techniques available for CTC isolation from sarcoma patients.

METHODS FOR ISOLATION OF CTCs IN PATIENTS SUFFERING FROM RARE CANCERS

Studies of the detection of CTCs in sarcomas are relatively recent due to the limited number of patients, their high diversity/heterogeneity, and the absence of specific markers expressed by sarcoma tumor cells (Table 1).

TABLE 1 | Summary of published studies on circulating tumor cells from sarcoma and neuroblastoma.
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Isolation of CTCs Based on Non-Specific Parameters

Because CTCs are frequently larger than that of normal circulating cells in blood, cell size represents a potential criterion for isolating sarcoma CTCs. Isolation by size of sarcoma cells (ISET, Rarecells Diagnostics, France) was first described by Chinen et al. (35). Authors concluded that size was a “universal” approach for the isolation of CTCs from patients with different types of sarcoma. Filtration methods are relatively rapid, sensitive, and easy technique; nevertheless, the lack of multicentric studies impairs their clinical validity (41, 42). After isolation, CTCs are also characterized by immunocytochemistry and more specifically by the absence of (i) white blood cell markers, such as anti-CD45 (leukocyte common antigen) or anti-CD34 (hematopoietic and vascular-associated tissue marker), and (ii) the absence of epithelial-related markers, such as anti-Pan CK (35).

Another strategy for CTC detection in sarcomas is the use of common mesenchymal cell markers such as vimentin. Satelli et al. developed an anti-vimentin antibody allowing the detection of sarcoma CTCs. This antibody was able to discriminate the expression of cell-surface vimentin, mainly associated with cancer cells, from the intracellular vimentin expressed by white blood cells (34). The authors validated the usefulness of this antibody in different subtypes of sarcoma, such as osteosarcoma, Ewing’s sarcoma, leiomyosarcoma, angiosarcoma, and pleomorphic sarcoma, and defined cell-surface vimentin as a potential universal marker for isolating sarcoma CTCs.

Use of “Specific” Markers for Isolating CTCs

Circulating tumor cells can more easily be identified in sarcoma subtypes associated with specific chromosomal translocations leading to the expression of a unique fusion product, which is found in tumor cells but not in normal cells. This approach requires an initial pre-enrichment step of CTCs from peripheral blood, which is based more commonly on density gradient. This step allows the recovery of the blood mononuclear fraction where CTCs are present and must include important positive and negative controls to determine the sensitivity of the subsequent assay (28).

The best example of this is the Ewing’s family of tumors, in which the chromosomal translocation (EWS-ERG or EWS-FLI1) can be detected by FISH or the specific fusion gene product can be analyzed by RT-PCR (43). Results from a few small clinical studies of patients with Ewing’s sarcoma (21–24) or neuroblastoma (33) suggest that the detection of CTCs at diagnosis may be associated with worse clinical outcomes and that CTCs may be an early marker of recurrent disease. The fusion gene ASPSCR1–TFE3 can be detected in peripheral blood from patients with metastatic alveolar soft part sarcoma (ASPS) but is undetectable in healthy individuals. The clinical significance of CTCs in ASPS remains to be established (27). Kelly et al. (28) found that the presence of PAX3–FOX1 and PAX7–FOXO1 fusions in CTCs located in bone marrow correlated with clinical outcome in alveolar rhabdomyosarcoma.

Wong et al. (29) described a semi-quantitative RT-PCR for measuring mRNA levels of osteoblast-related genes like in CTCs from peripheral blood of osteosarcoma patients and found that type I collagen levels were significantly higher in osteosarcoma patients than in healthy subjects. Furthermore, high collagen mRNA levels were strongly associated with the subsequent development of clinical metastases and may be a prognostic marker to identify osteosarcoma patients with a high risk of metastasis/recurrence at the time of diagnosis (29). Similarly, Hatano et al. developed a system with a PCR assay based on an enzyme-linked immunosorbent assay (PCR-ELISA) to detect circulating osteosarcoma cells in a mouse metastatic model. This model was characterized by a splicing variant of the transcription factor Osf2 restricted to bone and osteosarcoma (30). The level of this splicing variant was significantly higher in the blood of mice with metastasis than in the control group (30), suggesting that Osf2 mRNA is a potential marker for detecting CTCs in osteosarcoma.

Various tumor cells produce high quantities of specific metabolic enzymes, such as neuroblastomas (sarcoma-related tumors), which produce a large amount of tyrosine hydroxylase, an enzyme that coverts L-tyrosine to L-3,4-dihydroxyphenylalanine (L-DOPA). The expression levels of this enzyme can be measured by RT-PCR in either bone marrow or peripheral blood, as a marker of CTCs, and several studies have associated high levels of tyrosine hydroxylase mRNA with a poor prognosis in neuroblastoma (31, 32).

Multiple studies report the use of specific makers for sarcoma CTC detection by flow cytometry, including CD99 in Ewing’s sarcoma (36); CD81, CD56, and NB84 in neuroblastoma (37, 38); and PAX3 in rhabdomyosarcoma (39). For isolating CTCs, pre-enrichment steps are required in combination with specific antigen recognition for discriminating CTCs from circulating hematopoietic cells (anti-CD45 marker) and epithelial cells (pan-cytokeratin-related marker) (42). In contrast to the previous impression that EpCAM expression was restricted to epithelial tissue and epithelial-derived tumors, a meta-analysis of gene expression profiles demonstrated that EpCAM mRNA was expressed by different sarcoma cell lines (44). Interestingly, subsequent immunohistochemical staining of archived solid tumor samples revealed the expression of EpCAM protein in a subset of angiosarcoma, leiomyosarcoma, and in all the osteosarcoma samples analyzed (44). These works are in agreement with the expression of EpCAM reported on CTCs isolated from sarcoma patients. Vincenzi et al. (40) detected EpCAM-positive CTCs in 43% of metastatic soft-tissue sarcoma patients using the CellSearch System.

CIRCULATING TUMOR CELLS VS. CANCER STEM CELLS

Cancer stem cells (CSCs) share some similarities with physiological stem cells in terms of self-renewal, production of differentiated progeny, utilization of common signaling pathways, and maintenance of the stem cell niche (8). However, CSCs differ in their tumorigenic activity, as in contrast to physiological stem cells they can induce the formation of tumor masses when transplanted into animals (28, 45).

Several studies suggest that tumor recurrence is due to an increase in CTC number and subsequent transformation of some of these circulating cells into CSCs (46–50). Notable findings in breast cancer demonstrate that a subclone of CTCs express CSC phenotypes (51–53). Moreover, accumulating evidence shows that a subset of CTCs and CSCs exhibit an epithelial–mesenchymal transition (EMT) phenotype (54), enabling these cells to survive in the peripheral blood circulation and actively cause tumor relapse. These findings suggest that EMT links CTCs and CSCs. The hypothesis that a subgroup of CTCs have CSC hallmarks, such as self-renewal and asymmetric cell division, is reinforced by the expression of related molecular markers such as Nanog, Oct4, or Nestin by a subpopulation of CTCs (55, 56). In addition to the commonly known stem cell markers, studies have attempted to identify specific markers that enable the detection of CSCs in sarcoma. To date however, only a few reports have shown the existence of CSCs in bone and soft-tissue sarcoma (57–60). Gibbs et al. found a subset of stem-like cells in bone sarcomas with the capacity to form sarcospheres and to self-renew in culture. Furthermore, they found cells derived from these tumors that express mesenchymal stem cell markers: Stro-1, CD44, and CD105 (57). For the first time, Wu et al. (58) showed the existence of a side population of cells in mesenchymal tumors that was enriched with tumor initiating cells and established a direct correlation between the number of this side population cells and the aggressiveness of the tumors. Another study carried out by Murase et al. (60) demonstrated in several human osteosarcoma cell lines the existence of a side population with self-renewal and cancer-initiating capacity in vitro and in vivo, supporting the idea that bone sarcomas might contain a population of CSCs. Bian et al. compared the peripheral blood of bone sarcoma patients and healthy subjects and observed a higher quantity of mesenchymal stem cell-like cells in the first group. This increment was accompanied by higher levels of HGF and VEGF in the plasma (59). It has been described that HGF can enhance the proliferation, migration, and invasion potential of osteosarcoma cells (61), and VEGF promotes mesenchymal stem cell proliferation and is involved in angiogenesis and cancer development (62–64).

Greco et al. (65) analyzed a series of bone sarcoma patients and found a correlation between aldehyde dehydrogenase (ALDH) activity and metastatic potential. One study carried out by Martins-Neves et al. suggested the co-existence of different CSC within osteosarcoma, which seemed dependent on the histological subtype. Distinct CSC subsets may assume different functions according to their role in the maintenance of self-renewal (spheres) or chemo-resistance (ALDH activity and side population) (66). Collectively, it appears that CSCs may be present in sarcoma, but the exact composition of these cells and their correlation with CTCs remain to be established.

CONCLUSION AND FUTURE PERSPECTIVES

The CTC domain is technically challenging, as CTCs are very rare with only a few found per milliliter of peripheral blood. They have a highly heterogeneous phenotype and are not the only rare cells in blood; thus for isolation and study, they must be distinguished from epithelial and non-epithelial non-tumor cells, atypical non-tumor cells, endothelial cells, and other rare circulating cells such as stem cells. Many authors have previously isolated CTCs from carcinomas and demonstrated their prognostic value in various carcinomas (17). However, the majority of methods used for isolating these CTCs are based on epithelial antigen-targeted antibodies, and thus they neither allow the isolation of the most malignant CTCs undergoing EMT nor the detection of CTCs from sarcomas (42, 52). In recent years, the technologies for CTC enrichment and molecular characterization have significantly improved. Their application in large clinical trials will not only increase our understanding of the biology of CTCs and their contribution to local recurrence and distant metastasis but will also open another non-invasive route for biomarker discovery. Importantly, the specificity of CTC markers needs to be improved and validated. In sarcomas characterized by chromosomal translocations, where aberrant gene fusion products are constitutively present, this is a relatively straightforward task. As described by Wong et al. in osteosarcoma, the detection of simple overexpression of non-modified genes is much more complex (58). Non-specific markers of osteoblastic differentiation are present in a variety of circulating cells. One way in which Chinen et al. (35) attempted to cut through this background noise was by combining size- and marker-specific approaches (58).

Current (RT)-PCR-based methods to detect tumor cells in peripheral blood and/or bone marrow in soft-tissue sarcomas show several limitations. They are specific to a subtype of sarcoma and cannot be extended to another subtype; their “sensitivity” depends on the level of expression of the targeted transcript in the tumor cells, which can be variable; and their specificity depends on the absence of similar transcripts (in the case of non-mutated transcripts) in peripheral blood cells. Finally, they neither allow a reliable enumeration of CTCs nor to visualize CTC morphology and to study their protein expression and invasive potential.

Vimentin is an interesting marker for the identification of sarcoma CTCs, as it is associated with AKT1 activation in the process of sarcoma tumor cell motility and invasiveness (67). Vimentin expression is not specific to sarcoma CTCs (68). Several authors have reported its expression in carcinoma CTCs, where it is associated with an EMT phenotype, “stemness,” and increased malignant potential (67, 69, 70). Vimentin expression in sarcoma CTCs could be a marker of increased aggressiveness and invasiveness of these tumor cells. Consequently, future studies are required to better understand the biological significance of vimentin expression in CTCs and to correlate its expression with clinical outcomes.

Combining technological strategies for isolating CTCs may enhance the veracity of the results obtained. Gallego et al. (71) analyzed CTCs in patients suffering from either alveolar or embryonic rhabdomyosarcoma, combining the detection of a fusion gene product and muscle-specific markers, including MyoD1 and myogenin. The authors concluded that (i) CTCs were detectable in peripheral blood in a high number of patients, (ii) CTCs detected at the end of treatment were markers of a poorer prognosis, (iii) CTCs preceded the metastatic relapse, and (iv) the detection of CTCs by multiple gene expression was highly efficient and reproducible (71). In a recent study, Satelli et al. (72) compared the detection of CTCs in breast cancer patients by using the CellSearch® (EpCAM-based technique) method and the detection of cell-surface vimentin. They concluded that the summation of CTCs detected by both methods appeared a much stronger and more reliable predictor of therapeutic outcome in metastatic breast cancer patients undergoing therapy. EpCAM may be useful for the isolation of CTCs in sarcoma as part of an approach that combines multiple methodologies (71). Although Cellsearch® is considered as the gold standard for CTC detection methods, new methods of detection based on diverse technical approaches have been recently developed (42, 73). The isolation of CTCs in sarcomas by the detection of membranous makers, such as Cellsearch® and DEPArray™, for instance, is perfectly justified even if the results remain to be validated in clinical practice (42). The key question now is to determine if the isolation of single CTCs is the most pertinent parameter to study compared to the clusters of CTCs, which are potent initiators of metastasis (74, 75).

Circulating tumor cells undoubtedly play an important role in the processes of tumor initiation and progression, as well as during metastasis formation and relapse of the disease (76, 77). Indeed, in heterogeneous tumor tissue, only CSCs are thought to initiate tumor growth after grafting into immunodeficient mice (78). The coexistence of different CSC, as proposed by Martins-Neves et al. (66), implies that therapies targeting CSCs should consider their clonal heterogeneity to enable their effective eradication. Thus, a full characterization of CSCs by tumor subtype may provide key information for the development of new effective anti-neoplastic therapies. Several studies have elucidated the existence of a CSC subpopulation in sarcoma. Findings from studies of various types of sarcoma suggest putative CSCs markers such as Nanog, Oct4, and Nestin (55, 56), as well as Stro-1, CD44, and CD105 (57) in a subpopulation of CTCs. Nevertheless, despite published results especially of various osteosarcoma and rhabdomyosarcoma cell lines, the phenotype of CSCs remains unclear, and their use for diagnostic or therapeutic purposes is ambiguous (79). The identification of a more accurate genetic profiling of this subpopulation of cells could serve to identify new specific markers and therapeutic targets. Further studies will contribute to their characterization in human bone and soft-tissue sarcomas and will help to better understand their pathogenesis (80).

The use of CTCs might be an important diagnostic tool for the earlier detection of metastatic disease for monitoring therapeutic response and for identifying the time point during treatment at which an adjustment in therapy is indicated. CTC analysis of well-annotated patient samples such as those collected during prospective clinical trials will help to develop this exciting field to offer new insights into the pathogenesis of sarcoma and ultimately to improve the future clinical management of sarcoma patients.

AUTHOR CONTRIBUTIONS

MT-G, HB, RY, M-FH, and DH contributed equally to the preparation of this review.

FUNDING

This study was supported by the Ligue Nationale Contre le Cancer (Equipe LIGUE 2012, France) and the Bone Cancer Research Trust (UK, research project number 144681).

REFERENCES

1. Mackall CL, Meltzer PS, Helman LJ. Focus on sarcomas. Cancer Cell (2002) 2(3):175–8. doi:10.1016/S1535-6108(02)00132-0

2. Tolar J, Nauta AJ, Osborn MJ, Panoskaltsis Mortari A, McElmurry RT, Bell S, et al. Sarcoma derived from cultured mesenchymal stem cells. Stem Cells (2007) 25(2):371–9. doi:10.1634/stemcells.2005-0620

3. Helman LJ, Meltzer P. Mechanisms of sarcoma development. Nat Rev Cancer (2003) 3(9):685–94. doi:10.1038/nrc1168

4. Le Loarer F, Watson S, Pierron G, de Montpreville VT, Ballet S, Firmin N, et al. SMARCA4 inactivation defines a group of undifferentiated thoracic malignancies transcriptionally related to BAF-deficient sarcomas. Nat Genet (2015) 47(10):1200–5. doi:10.1038/ng.3399

5. Kovac M, Blattmann C, Ribi S, Smida J, Mueller NS, Engert F, et al. Exome sequencing of osteosarcoma reveals mutation signatures reminiscent of BRCA deficiency. Nat Commun (2015) 6:8940. doi:10.1038/ncomms9940

6. Pennacchioli E, Tosti G, Barberis M, De Pas TM, Verrecchia F, Menicanti C, et al. Sarcoma spreads primarily through the vascular system: are there biomarkers associated with vascular spread? Clin Exp Metastasis (2012) 29(7):757–73. doi:10.1007/s10585-012-9502-4

7. Reymond N, d’Água BB, Ridley AJ. Crossing the endothelial barrier during metastasis. Nat Rev Cancer (2013) 13(12):858–70. doi:10.1038/nrc3628

8. Chambers AF, Groom AC, MacDonald IC. Dissemination and growth of cancer cells in metastatic sites. Nat Rev Cancer (2002) 2(8):563–72. doi:10.1038/nrc865

9. Paget S. The distribution of secondary growths in cancer of the breast. 1889. Cancer Metastasis Rev (1989) 8(2):98–101.

10. Nguyen DX, Bos PD, Massagué J. Metastasis: from dissemination to organ-specific colonization. Nat Rev Cancer (2009) 9(4):274–84. doi:10.1038/nrc2622

11. Psaila B, Lyden D. The metastatic niche: adapting the foreign soil. Nat Rev Cancer (2009) 9(4):285–93. doi:10.1038/nrc2621

12. Brenner DJ, Hall EJ. Computed tomography – an increasing source of radiation exposure. N Engl J Med (2007) 357(22):2277–84. doi:10.1056/NEJMra072149

13. Bailey DL, Townsend DW, Valk PE, Maisey MN. Positron Emission Tomography – Basic Sciences. London: Springer (2005).

14. Namasivayam S, Kalra MK, Torres WE, Small WC. Adverse reactions to intravenous iodinated contrast media: an update. Curr Probl Diagn Radiol (2006) 35(4):164–9. doi:10.1067/j.cpradiol.2006.04.001

15. Hall EJ, Brenner DJ. Cancer risks from diagnostic radiology. Br J Radiol (2008) 81(965):362–78. doi:10.1259/bjr/01948454

16. Davies HE, Wathen CG, Gleeson FV. The risks of radiation exposure related to diagnostic imaging and how to minimise them. BMJ (2011) 342:d947. doi:10.1136/bmj.d947

17. Alix-Panabieres C, Pantel K. Clinical applications of circulating tumor cells and circulating tumor DNA as liquid biopsy. Cancer Discov (2016) 6(5):479–91. doi:10.1158/2159-8290.CD-15-1483

18. Kim MY, Oskarsson T, Acharyya S, Nguyen DX, Zhang XH, Norton L, et al. Tumor self-seeding by circulating cancer cells. Cell (2009) 139(7):1315–26. doi:10.1016/j.cell.2009.11.025

19. Gundem G, Van Loo P, Kremeyer B, Alexandrov LB, Tubio JM, Papaemmanuil E, et al. The evolutionary history of lethal metastatic prostate cancer. Nature (2015) 520(7547):353–7. doi:10.1038/nature14347

20. Leung CT, Brugge JS. Tumor self-seeding: bidirectional flow of tumor cells. Cell (2009) 139(7):1226–8. doi:10.1016/j.cell.2009.12.013

21. West DC, Grier HE, Swallow MM, Demetri GD, Granowetter L, Sklar J. Detection of circulating tumor cells in patients with Ewing’s sarcoma and peripheral primitive neuroectodermal tumor. J Clin Oncol (1997) 15(2):583–8.

22. Schleiermacher G, Peter M, Oberlin O, Philip T, Rubie H, Mechinaud F, et al. Increased risk of systemic relapses associated with bone marrow micrometastasis and circulating tumor cells in localised Ewing tumor. J Clin Oncol (2003) 21(1):85–91. doi:10.1200/JCO.2003.03.006

23. Avigad S, Cohen IJ, Zilberstein J, Liberzon E, Goshen Y, Ash S, et al. The predictive potential of molecular detection in the nonmetastatic Ewing family of tumors. Cancer (2004) 100(5):1053–8. doi:10.1002/cncr.20059

24. Fagnou C, Michon J, Peter M, Bernoux A, Oberlin O, Zucker JM, et al. Presence of tumor cells in bone marrow but not in blood is associated with adverse prognosis in patients with Ewing’s tumor. Societe Francaise d’Oncologie Pediatrique. J Clin Oncol (1998) 16(5):1707–11.

25. Peter M, Magdelenat H, Michon J, Melot T, Oberlin O, Zucker JM, et al. Sensitive detection of occult Ewing’s cells by the reverse transcriptase-polymerase chain reaction. Br J Cancer (1995) 72(1):96–100. doi:10.1038/bjc.1995.283

26. Zoubek A, Ladenstein R, Windhager R, Amann G, Fischmeister G, Kager L, et al. Predictive potential of testing for bone marrow involvement in Ewing tumor patients by RT-PCR: a preliminary evaluation. Int J Cancer (1998) 79(1):56–60. doi:10.1002/(SICI)1097-0215(19980220)79:1<56::AID-IJC11>3.0.CO;2-F

27. Hoshino M, Ogose A, Kawashima H, Izumi T, Hotta T, Hatano H, et al. Molecular analyses of cell origin and detection of circulating tumor cells in the peripheral blood in alveolar soft part sarcoma. Cancer Genet Cytogenet (2009) 190(2):75–80. doi:10.1016/j.cancergencyto.2008.11.014

28. Kelly KM, Womer RB, Barr FG. Minimal disease detection in patients with alveolar rhabdomyosarcoma using a reverse transcriptase-polymerase chain reaction method. Cancer (1996) 78(6):1320–7. doi:10.1002/(SICI)1097-0142(19960915)78:6<1320::AID-CNCR22>3.0.CO;2-1

29. Wong IH, Chan AT, Johnson PJ. Quantitative analysis of circulating tumor cells in peripheral blood of osteosarcoma patients using osteoblast-specific messenger RNA markers: a pilot study. Clin Cancer Res (2000) 6(6):2183–8.

30. Hatano H, Kawashima H, Ogose A, Hotta T, Endo N. A PCR-ELISA assay for the detection of disseminated osteosarcoma cells in a mouse metastatic model. J Orthop Sci (2001) 6(3):269–75. doi:10.1007/s007760100046

31. Burchill SA, Lewis IJ, Abrams KR, Riley R, Imeson J, Pearson AD, et al. Circulating neuroblastoma cells detected by reverse transcriptase polymerase chain reaction for tyrosine hydroxylase mRNA are an independent poor prognostic indicator in stage 4 neuroblastoma in children over 1 year. J Clin Oncol (2001) 19(6):1795–801.

32. Träger C, Kogner P, Lindskog M, Ponthan F, Kullman A, Kågedal B. Quantitative analysis of tyrosine hydroxylase mRNA for sensitive detection of neuroblastoma cells in blood and bone marrow. Clin Chem (2003) 49(1):104–12. doi:10.1373/49.1.104

33. Kuroda T, Morikawa N, Matsuoka K, Fujino A, Honna T, Nakagawa A, et al. Prognostic significance of circulating tumor cells and bone marrow micrometastasis in advanced neuroblastoma. J Pediatr Surg (2008) 43(12):2182–5. doi:10.1016/j.jpedsurg.2008.08.046

34. Satelli A, Mitra A, Cutrera JJ, Devarie M, Xia X, Ingram DR, et al. Universal marker and detection tool for human sarcoma circulating tumor cells. Cancer Res (2014) 74(6):1645–50. doi:10.1158/1538-7445.AM2014-35

35. Chinen LT, Mello CA, Abdallah EA, Ocea LM, Buim ME, Breve NM, et al. Isolation, detection, and immunomorphological characterization of circulating tumor cells (CTCs) from patients with different types of sarcoma using isolation by size of tumor cells: a window on sarcoma-cell invasion. Onco Targets Ther (2014) 7:1609–17. doi:10.2147/OTT.S62349

36. Dubois SG, Epling CL, Teague J, Matthay KK, Sinclair E. Flow cytometric detection of Ewing sarcoma cells in peripheral blood and bone marrow. Pediatr Blood Cancer (2010) 54(1):13–8. doi:10.1002/pbc.22245

37. Nagai J, Ishida Y, Koga N, Tanaka Y, Ohnuma K, Toyoda Y, et al. A new sensitive and specific combination of CD81/CD56/CD45 monoclonal antibodies for detecting circulating neuroblastoma cells in peripheral blood using flow cytometry. J Pediatr Hematol Oncol (2000) 22(1):20–6. doi:10.1097/00043426-200001000-00004

38. Bozzi F, Gambirasio F, Luksch R, Collini P, Brando B, Fossati-Bellani F. Detecting CD56+/NB84+/CD45- immunophenotype in the bone marrow of patients with metastatic neuroblastoma using flow cytometry. Anticancer Res (2006) 26(5A):3281–7.

39. Almazán-Moga A, Roma J, Molist C, Vidal I, Jubierre L, Soriano A, et al. Optimization of rhabdomyosarcoma disseminated disease assessment by flow cytometry. Cytometry A (2014) 85(12):1020–9. doi:10.1002/cyto.a.22514

40. Nicolazzo C, Gradilone A. Significance of circulating tumor cells in soft tissue sarcoma. Anal Cell Pathol (2015) 2015:697395. doi:10.1155/2015/697395

41. Dolfus C, Piton N, Toure E, Sabourin JC. Circulating tumor cells isolation: the assets of filtration methods with polycarbonate track-etched filters. Chin J Cancer Res (2015) 27(5):479–87. doi:10.3978/j.issn.1000-9604.2015.09.01

42. Gabriel MT, Calleja LR, Chalopin A, Ory B, Heymann D. Circulating tumor cells: a review of non-EpCAM-based approaches for cell enrichment and isolation. Clin Chem (2016) 62(4):571–81. doi:10.1373/clinchem.2015.249706

43. Przybyl J, Kozak K, Kosela H, Falkowski S, Switaj T, Lugowska I, et al. Gene expression profiling of peripheral blood cells: new insights into Ewing sarcoma biology and clinical applications. Med Oncol (2014) 31(8):109. doi:10.1007/s12032-014-0109-2

44. Ward K, Amaya C, Verma K, Tran D, Diaz D, Torabi A, et al. Epithelial cell adhesion molecule is expressed in a subset of sarcomas and correlates to the degree of cytological atypia in leiomyosarcomas. Mol Clin Oncol (2015) 3(1):31–6.

45. Clarke MF, Dick JE, Dirks PB, Eaves CJ, Jamieson CH, Jones DL, et al. Cancer stem cells – perspectives on current status and future directions: AACR Workshop on cancer stem cells. Cancer Res (2006) 66(19):9339–44. doi:10.1158/0008-5472.CAN-05-0280

46. Dahan P, Martinez Gala J, Delmas C, Monferran S, Malric L, Zentkowski D, et al. Ionizing radiations sustain glioblastoma cell dedifferentiation to a stem-like phenotype through survivin: possible involvement in radioresistance. Cell Death Dis (2014) 5:e1543. doi:10.1038/cddis.2014.509

47. Dawood S, Austin L, Cristofanilli M. Cancer stem cells: implications for cancer therapy. Oncology (Williston Park) (2014) 28(12):1101–7.

48. Giuliano M, Giordano A, Jackson S, Hess KR, De Giorgi U, Mego M, et al. Circulating tumor cells as prognostic and predictive markers in metastatic breast cancer patients receiving first-line systemic treatment. Breast Cancer Res (2011) 13(3):R67. doi:10.1186/bcr2907

49. Pierga JY, Hajage D, Bachelot T, Delaloge S, Brain E, Campone M, et al. High independent prognostic and predictive value of circulating tumor cells compared with serum tumor markers in a large prospective trial in first-line chemotherapy for metastatic breast cancer patients. Ann Oncol (2012) 23(3):618–24. doi:10.1093/annonc/mdr263

50. Zhang S, Cui B, Lai H, Liu G, Ghia EM, Widhopf GF II, et al. Ovarian cancer stem cells express ROR1, which can be targeted for anti-cancer-stem-cell therapy. Proc Natl Acad Sci U S A (2014) 111(48):17266–71. doi:10.1073/pnas.1411026111

51. Giordano A, Gao H, Anfossi S, Cohen E, Mego M, Lee BN, et al. Epithelial-mesenchymal transition and stem cell markers in patients with HER2-positive metastatic breast cancer. Mol Cancer Ther (2012) 11(11):2526–34. doi:10.1158/1535-7163.MCT-12-0460

52. Ksiażkiewicz M, Markiewicz A, Zaczek AJ. Epithelial-mesenchymal transition: a hallmark in metastasis formation linking circulating tumor cells and cancer stem cells. Pathobiology (2012) 79(4):195–208. doi:10.1159/000337106

53. Aktas B, Tewes M, Fehm T, Hauch S, Kimmig R, Kasimir-Bauer S. Stem cell and epithelial-mesenchymal transition markers are frequently overexpressed in circulating tumor cells of metastatic breast cancer patients. Breast Cancer Res (2009) 11(4):R46. doi:10.1186/bcr2333

54. Yu M, Bardia A, Wittner BS, Stott SL, Smas ME, Ting DT, et al. Circulating breast tumor cells exhibit dynamic changes in epithelial and mesenchymal composition. Science (2013) 339(6119):580–4. doi:10.1126/science.1228522

55. Chambers I, Colby D, Robertson M, Nichols J, Lee S, Tweedie S, et al. Functional expression cloning of Nanog, a pluripotency sustaining factor in embryonic stem cells. Cell (2003) 113(5):643–55. doi:10.1016/S0092-8674(03)00392-1

56. Chiou SH, Yu CC, Huang CY, Lin SC, Liu CJ, Tsai TH, et al. Positive correlations of Oct-4 and Nanog in oral cancer stem-like cells and high-grade oral squamous cell carcinoma. Clin Cancer Res (2008) 14(13):4085–95. doi:10.1158/1078-0432.CCR-07-4404

57. Gibbs CP, Kukekov VG, Reith JD, Tchigrinova O, Suslov ON, Scott EW, et al. Stem-like cells in bone sarcomas: implications for tumorigenesis. Neoplasia (2005) 7(11):967–76. doi:10.1593/neo.05394

58. Wu C, Wei Q, Utomo V, Nadesan P, Whetstone H, Kandel R, et al. Side population cells isolated from mesenchymal neoplasms have tumor initiating potential. Cancer Res (2007) 67(17):8216–22. doi:10.1158/0008-5472.CAN-06-3187

59. Bian ZY, Li G, Gan YK, Hao YQ, Xu WT, Tang TT. Increased number of mesenchymal stem cell-like cells in peripheral blood of patients with bone sarcomas. Arch Med Res (2009) 40(3):163–8. doi:10.1016/j.arcmed.2009.01.002

60. Murase M, Kano M, Tsukahara T, Takahashi A, Torigoe T, Kawaguchi S, et al. Side population cells have the characteristics of cancer stem-like cells/cancer-initiating cells in bone sarcomas. Br J Cancer (2009) 101(8):1425–32. doi:10.1038/sj.bjc.6605330

61. Coltella N, Manara MC, Cerisano V, Trusolino L, Di Renzo MF, Scotlandi K, et al. Role of the MET/HGF receptor in proliferation and invasive behavior of osteosarcoma. FASEB J (2003) 17(9):1162–4. doi:10.1096/fj.02-0576fje

62. Fiedler J, Leucht F, Waltenberger J, Dehio C, Brenner RE. VEGF-A and PlGF-1 stimulate chemotactic migration of human mesenchymal progenitor cells. Biochem Biophys Res Commun (2005) 334(2):561–8. doi:10.1016/j.bbrc.2005.06.116

63. Rodrigues M, Griffith LG, Wells A. Growth factor regulation of proliferation and survival of multipotential stromal cells. Stem Cell Res Ther (2010) 1(4):32. doi:10.1186/scrt32

64. Qiao H, Zhang R, Gao L, Guo Y, Wang J, Zhang R, et al. Molecular imaging for comparison of different growth factors on bone marrow-derived mesenchymal stromal cells’ survival and proliferation in vivo. Biomed Res Int (2016) 2016:1363902. doi:10.1155/2016/1363902

65. Greco N, Schott T, Mu X, Rothenberg A, Voigt C, McGough RL 3rd, et al. ALDH activity correlates with metastatic potential in primary sarcomas of bone. J Cancer Ther (2014) 5(4):331–8. doi:10.4236/jct.2014.54040

66. Martins-Neves SR, Corver WE, Paiva-Oliveira DI, van den Akker BE, Briaire-de-Bruijn IH, Bovée JV, et al. Osteosarcoma stem cells have active Wnt/beta-catenin and overexpress SOX2 and KLF4. J Cell Physiol (2016) 231(4):876–86. doi:10.1002/jcp.25179

67. Zhu QS, Rosenblatt K, Huang KL, Lahat G, Brobey R, Bolshakov S, et al. Vimentin is a novel AKT1 target mediating motility and invasion. Oncogene (2011) 30(4):457–70. doi:10.1038/onc.2010.421

68. Goldblum JR, Weiss SW, Folpe AL. Enzinger and Weiss’s Soft Tissue Tumors. 6th ed. Philadelphia: Elsevier (2013).

69. Hou JM, Krebs M, Ward T, Sloane R, Priest L, Hughes A, et al. Circulating tumor cells as a window on metastasis biology in lung cancer. Am J Pathol (2011) 178(3):989–96. doi:10.1016/j.ajpath.2010.12.003

70. Rhim AD, Mirek ET, Aiello NM, Maitra A, Bailey JM, McAllister F, et al. EMT and dissemination precede pancreatic tumor formation. Cell (2012) 148(1–2):349–61. doi:10.1016/j.cell.2011.11.025

71. Gallego S, Llort A, Roma J, Sabado C, Gros L, de Toledo JS. Detection of bone marrow micrometastasis and microcirculating disease in rhabdomyosarcoma by a real-time RT-PCR assay. J Cancer Res Clin Oncol (2006) 132(6):356–62. doi:10.1007/s00432-006-0083-y

72. Satelli A, Brownlee Z, Mitra A, Meng QH, Li S. Circulating tumor cell enumeration with a combination of epithelial cell adhesion molecule- and cell-surface vimentin-based methods for monitoring breast cancer therapeutic response. Clin Chem (2014) 61(1):259–66. doi:10.1373/clinchem.2014.228122

73. Andreopoulou E, Yang LY, Rangel KM, Reuben JM, Hsu L, Krishnamurthy S, et al. Comparison of assay methods for detection of circulating tumor cells in metastatic breast cancer: AdnaGen AdnaTest BreastCancer Select/Detect™ versus Veridex CellSearch™ system. Int J Cancer (2012) 130(7):1590–7. doi:10.1002/ijc.26111

74. Jansson S, Bendahl PO, Larsson AM, Aaltonen KE, Rydén L. Prognostic impact of circulating tumor cell apoptosis and clusters in serial blood samples from patients with metastatic breast cancer in a prospective observational cohort. BMC Cancer (2016) 16:433. doi:10.1186/s12885-016-2406-y

75. Au SH, Storey BD, Moore JC, Tang Q, Chen YL, Javaid S, et al. Clusters of circulating tumor cells traverse capillary-sized vessels. Proc Natl Acad Sci U S A (2016) 113(18):4947–52. doi:10.1073/pnas.1524448113

76. Ratajczak MZ. Cancer stem cells – normal stem cells “Jedi” that went over to the “dark side”. Folia Histochem Cytobiol (2005) 43(4):175–81.

77. Fábián A, Barok M, Vereb G, Szöllosi J. Die hard: are cancer stem cells the Bruce Willises of tumor biology? Cytometry A (2009) 75(1):67–74. doi:10.1002/cyto.a.20690

78. Liu T, Ma Q, Zhang Y, Ke S, Yan K, Chen X, et al. Interleukin-11 receptor alpha is overexpressed in human osteosarcoma, and near-infrared-labeled IL-11Ralpha imaging agent could detect osteosarcoma in mouse tumor xenografts. Tumour Biol (2015) 36(4):2369–75. doi:10.1007/s13277-015-3490-3

79. Veselska R, Skoda J, Neradil J. Detection of cancer stem cell markers in sarcomas. Klin Onkol (2012) 25(Suppl 2):S16–20.

80. Tirino V, Desiderio V, d’Aquino R, De Francesco F, Pirozzi G, Graziano A, et al. Detection and characterization of CD133+ cancer stem cells in human solid tumours. PLoS One (2008) 3(10):e3469. doi:10.1371/journal.pone.0003469

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2016 Tellez-Gabriel, Brown, Young, Heymann and Heymann. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) or licensor are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/cover.jpg
, frontiers
in Oncology

The Challenges of Detecting
Circulating Tumor Cells in
Sarcoma





OPS/images/fonc-06-00202-g001.jpg
Lung metastases
(bone and soft tissue sarcomas)

Lymphatic system
>
'

Bone metastases
(bone sarcomas)

B Clinically detectable Clinically detectable
Intravasanon Extravasahon Proliferation Proliferation
&— - @ B —
t
l L
Donnancy Dormancy
'

Death <. l Death “«_





OPS/images/fonc-06-00202-t001.jpg
Sarcoma type Detection Method Marker Main conclusion Reference
method for CTC
enrichment/
isolation
Ewing’s sarcoma RT-PCR Whole EWS-FLI-1/  Detection of CTCs in BMand PBin patients with ~ West et al. (21);
blood ERG localized disease. Association with poor outcome  Schieiermacher et al. (22)
Ewing’s sarcoma RT-PCR Whole EWS-FLI-1/  Detection of CTCs in BM and PB correlates with  Avigad et al. (23)
blood ERG disease progression
Ewing’s sarcoma RT-PCR Density EWS-FLI-1/  Detection of tumor cellin BM s associated with Fagnou et al. (24)
gradient ERG reduced survival
Ewing’s sarcoma RT-PCR Density EWS-FLI-1/  No prognostic data Peter et al. (25); Zoubek
gradient ERG etal. (26)
Aveolar soft part RT-PCR Redblood ~ ASPSCRI-  Detection of CTCs in PB of patients but notin Hoshino et al. (27)
sarcoma (ASPS) celslysis  TFE3 healthy individuals. Clinical significance must be
buffer validated
Rhabdomyosarcoma  RT-PCR Density PAX3-FKHR  Detection of minimal disease in PB and BM. Larger ~ Kelly et al. (26)
(ARMS) gradient PAX7-KFHR  number of samples must be analyzed to correlate
MRD with ciinical relapse
Osteosarcoma RT-PCR Density mANA of From analysis of peripheral blood, collagen type ~ Wong et al. (29)
gradient osteoblast- | had a higher expression in OS patients than in
related genes  healthy people. Moreover, expression correlated
with the development of metastases
Osteosarcoma PCR-ELISA Density Osf2mANA  Osf2 mANA was significantly higher in the blood of  Hatano et al. (30)
gradient mice with metastasis than in controls
Neuroblastoma RT-PCR Density Tyrosine Association of CTC expressing high levels of Burchil et al. (31); Tréger
gradient hydroxylase  tyrosin hydroxylase with poor prognosis etal. (32); Kuroda et al. (32)
Muttiple sarcomas Flow cytometry CD4s- Cell-surface  CSV as a universal sarcoma CTC marker by using ~ Sateli et al. (34)
(08, leiomyosarcoma, positive vimentin amonocional antibody. This marker has not yet
angiosarcoma, and cells been clinicaly validated
pleomorphic sarcoma) depletion
Muttiple sarcomas ISET Cell size ISET was able to identify CTCs in patients with Chinen et al. (35)
high-grade sarcoma
Ewing’s sarcoma Flow cytometry Density CD99 Bi-color flow cytometry for CD99*CD45- cels Dubos et al. (36)
gradient provides a new strategy for detecting circulating
Ewing’s sarcoma cells. The clinical evaluation and
validation of this method is ongoing
Neuroblastoma Flow cytometry Whole CD81and  Triple-color flow cytometry analysis using CD81/  Nagai et al. (37); Bozzi
blood CDs6 GD56/CD45 is useful for detecting neuroblastoma et al. (38)
cell lines in peripheral blood. Further clinical
validation of this approach is needed
NB84 NB84 marker improves the detection of infiltrating
neuroblastoma cells, especially in cases of dubious
positvity of CD56 marker
Rhabdomyosarcoma  Flow cytometry Redblood  PAX3 Aimazén-Moga et al. (39)
cels lysis
bufter
Soft-tissue sarcoma  Immunocytochemistry  CeliSearch  EPCAMand  Detection of CRT in soft-tissue sarcomas Vincenzi et al. (40)
System cytokeratins expressing the ECAM epithelial marker. No
1819 demonstration of clinical significance

BM, bone marrow; PB, peripheral blood; MRD, minimal resicual disease; ES, Ewing's sarcoma; OS, osteosarcoma; CSV, cel-surface vimentin; CTC, Girculating tumor cells; ISET,
isolation by size; density gradient, isolation of mononucieated cells.
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