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Abstract

The main causes of death in osteosarcoma (OS) patients are the development of distant 
metastasis and resistance to chemotherapy. Clarification of the pathophysiological molec‐
ular mechanisms that contribute to the malignant phenotype in OS and identification of a 
molecular target, such as a diagnostic marker, prognostic predictor, or chemosensitivity 
sensor, are strongly desired to develop therapeutics for OS patients. Accumulating evi‐
dence has demonstrated that microRNAs (miRNAs), small endogenous single‐stranded 
noncoding RNAs, play critical roles not only in biological but also pathological processes 
such as cancer. miRNAs can function as oncogenes or tumor‐suppressive genes depend‐
ing on the mRNA they target. They are strongly associated with OS invasion, metastasis, 
and chemoresistance as well as OS cancer stemness. Furthermore, miRNAs are associ‐
ated with commonly altered genes, such as TP53 and RB1. Additionally, recent global 
microRNA expression analyses have identified specific miRNAs correlated with the 
clinical stage and the response to chemotherapy. In this chapter, we summarize the cur‐
rent understanding of the pathological roles of miRNAs as well as their potential utility 
as OS biomarkers.
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1. Introduction

Osteosarcoma (OS) is the most common primary malignant bone tumor. Before the 1970s, 
treatment generally included only surgical resection. However, because approximately 80% 
of patients have developed pulmonary metastases by the initial diagnosis, the 5‐year survival 
rate was 10–15% [1, 2]. Due to the development of multidrug chemotherapy, surgical wide 
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resection, and reconstruction with tumor prosthesis, the prognosis has gradually improved 
over the past 30 years [3]. Despite advances in multimodality treatment, the prognosis is still 
poor in patients with metastasis and/or acquisition of anticancer drug resistance. Because 
the critical molecular mechanisms contributing to the development of distant metastases and 
acquisition of chemoresistance in OS remain largely unknown, elucidation of the detailed 
pathophysiological molecular mechanisms is strongly desired to develop the novel tools for 
OS diagnosis, prognostic prediction, and treatment against OS.

microRNAs (miRNAs) are endogenous single‐stranded, noncoding RNAs with approximately 
22 nucleotides in length that regulate gene expression by cleavage or translational repression 
at the post‐transcriptional level by base pairing with the 3’ untranslated region (UTR) of their 
target mRNAs. To date, 2588 mature miRNAs have been identified, and they regulate the 
expression of more than a half of all human genes [4, 5]. Emerging evidence has demonstrated 
that miRNAs not only regulate biological processes such as development, differentiation, 
apoptosis, and proliferation but also modulate pathological conditions [6]. Genetic or epigene‐
tic alterations, dysregulation of transcription factors, and abnormal microRNA biogenesis can 
alter the dysregulation of microRNA expression [7]. As a result, the misexpressed microRNAs 
contribute to many types of human diseases, including cancer [6–8]. miRNAs can function 
as either oncogenes or tumor suppressors depending on their individual target mRNAs, and 
abnormal miRNA expression has been observed in various solid and hematopoietic tumors 
in relation to the initiation and progression of tumors including growth, metastasis, and drug 
resistance. Furthermore, miRNA expression profiling of human tumors has identified signa‐
tures associated with diagnosis, staging, progression, prognosis, and response to treatment.

After the first study examining the association between the microRNAs and OS pathogen‐
esis in 2009 [9], numerous studies have reported miRNA expression profiles from clinical 
OS samples and cell lines, and the association between miRNAs and malignant phenotypes. 
The altered gene expression previously reported in OS patients is closely association with 
altered miRNA expression. There is growing evidence that miRNAs play critical roles in vari‐
ous pathological processes, such as tumorigenesis, invasion, metastasis, chemoresistance, and 
cancer stem cell maintenance in OS [10, 11]. Therefore, altered miRNA expressions could be a 
useful diagnostic and prognostic tool for OS patients [10, 11].

Here, we summarize the pathological roles of miRNAs in OS and their potential value as 
diagnostic and prognostic biomarkers for OS patients.

2. Biological machinery and miRNA function

miRNAs are small, noncoding, single‐stranded RNAs 18–25 nucleotides long that regulate 
gene expression at the post‐transcriptional level. miRNAs are mainly transcribed by RNA 
polymerase II to generate primary‐miRNAs (pri‐miRNAs), which are usually 3–4 kb long and 
characterized by hairpin structures. In the nucleus, these pri‐miRNAs are cleaved into 70–100 
nucleotide precursor‐miRNAs (pre‐miRNAs) by Drosha and DGCR8 (DiGeorge Syndrome 
Critical Region Gene‐8). Pre‐miRNAs are transferred to the cytoplasm by Exportin‐5 and 
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cleaved to form a miRNA duplex by Dicer and TRBP (transactivating response RNA‐binding 
protein). The two miRNA strands of the duplex are processed into two different mature miR‐
NAs (‐3p or ‐5p). Mature miRNAs are incorporated into the RNA‐induced silencing complex 
(RISC), which contains Argonaute 2 (Ago2) and GW182. As a part of this complex, mature 
miRNAs suppress gene expression by binding to the 3′UTR of target mRNAs, which are rec‐
ognized by 6–8 nucleotides at the miRNA 5′‐terminus called seed sequence, leading to mRNA 
degradation or translation inhibition depending on the complementarity between the miRNA 
seed sequence and the 3′UTR of the mRNA (Figure 1) [7, 12].

3. miRNAs in cancer

The relationship between cancer and miRNAs was first reported in 2002. Calin et al. demon‐
strated that miR‐15 and miR‐16 at chromosome 13q14 were deleted or downregulated in the 
majority of chronic lymphocytic leukemia (CLL) cases and that these miRs induced apoptosis 
by direct suppression of Bcl‐2 (B cell lymphoma 2) in CLL cells [13, 14]. Genetic or epigen‐
etic changes, dysregulation of transcription factors, and abnormal microRNA biogenesis can 
alter microRNA expression [7]. Accumulating evidence suggests that dysregulated miRNAs 
induce cancer initiation and progression [6], and aberrant miRNAs can function as oncogenes 
or tumor suppressor genes depending on their target genes.

Figure 1. MicroRNA biological machinery. miRNAs are mainly transcribed by RNA polymerase‐II to generate pri‐
miRNAs. In the nucleus, pri‐miRNAs are cleaved into 70–100 nucleotide pre‐miRNAs by Drosha and DGCR8. Pre‐
miRNAs are transferred to the cytoplasm by Exportin‐5 and cleaved to form a miRNA duplex by Dicer and TRBP. The 
two miRNA strands of the duplex are processed into two different mature miRNAs (‐3p or ‐5p). Mature miRNAs are 
incorporated into the RISC, which contains Ago2. As a part of this complex, mature miRNAs suppress gene expression 
by binding to the 3′UTR of target mRNAs, which are recognized by 6–8 nucleotides at the miRNA 5′‐terminus called 
seed sequence, leading to mRNA degradation or translation inhibition.
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miRNA Target gene Function Reference

miR‐34a Surviving Proliferation, apoptosis, 
chemoresistance to CDDP

[21]

mTOR, MET, MDM4 Proliferation, apoptosis [17]

Eag1 Proliferation, tumor growth 
in vivo

[16]

CD44 Migration, invasion [22]

c‐Met Proliferation, migration, 
invasion, tumor growth and 
metastasis in vivo

[15]

miR‐143 Bcl‐2 Migration, invasion, apoptosis [20]

ATG2B, Bcl‐2, LC‐1,2 Proliferation, chemoresistance 
to DOX, autophagy, tumor 
growth in vivo

[23]

VCAN Migration, invasion [24]

MMP13 Invasion, metastasis [18]

Bcl‐2 Proliferation, apoptosis, 
tumorigenicity

[19]

miR‐144 ROCK1, ROCK2 Proliferation, invasion, 
tumorigenesis and metastasis 
in vivo

[25]

ROCK1 Proliferation, migration, 
invasion

[26]

Ezrin Invasion, metastasis [27]

TAGLN Proliferation, invasion [28]

miR‐145 FLI‐1 Proliferation, migration, 
apoptosis, tumor growth in vivo

[29]

ROCK1 Proliferation, migration, 
invasion

[30]

ROCK1 Proliferation, invasion [31]

VEGF Invasion, angiogenesis [32]

miR‐451 LRH‐1 Proliferation, cell cycle [33]

CXCL16 Proliferation, invasion [34]

PGE2, CCND1 Proliferation, cell cycle, 
apoptosis

[35]

Table 1. Tumor suppressive microRNAs and targets in osteosarcoma.

4. Dysregulation of microRNAs in OS

The relationship between OS and miRNA expression has been reported in over 400 publica‐

tions to date. Aberrantly expressed miRNAs have been shown to play essential roles in the 
biological processes of OS pathogenesis through the regulation of numerous protein‐coding 
genes and signaling pathways (Tables 1 and 2).
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miR‐34a: The overexpression of miR‐34a inhibited the proliferation, migration, and inva‐

sion of OS cell lines (SOSP‐9607 and Saos‐2) in vitro and decreased tumor growth and 
pulmonary metastasis of SOSP‐9607 cells in vivo by directly targeting c‐Met [15]. Based on 
a bioinformatics analysis, they demonstrated that miR‐34a had multiple putative targets 
associated with proliferation and metastasis, including members of the Wnt and Notch 
signaling pathways. Wu et al. demonstrated that miR‐34a was significantly downregu‐

lated in clinical OS tissues and cell lines. Overexpression of miR‐34a inhibited the pro‐

liferation of OS cells (MG‐63 and Saos‐2) in vitro and tumor growth in vivo by decreasing 
the expression of Ether à go‐go 1 (Eag1) [16]. Furthermore, Tian et al. demonstrated that 
miR‐34a inhibited proliferation and induced apoptosis in MG‐63 cells through the p53 
signaling pathway [17].

miR‐143: Osaki et al. compared HOS and 143B OS cells (highly metastatic variant of HOS 
transformed by v‐Ki‐ras) using a miRNA microarray analysis [18]. miR‐143 was significantly 
downregulated in 143B cells, and transfection of miR‐143 decreased cell invasiveness by 
directly targeting matrix metalloproteinase 13 (MMP13). Furthermore, the systemic admin‐

miRNA Target gene Function Reference

miR‐20a ERG2 Proliferation, cell cycle [37]

Fas Metastasis [36]

miR‐21 PTEN Proliferation, invasion, 
apoptosis

[39]

SPRY2 Migration, invasion [41]

Bcl‐2 Chemoresistance to CDDP [38]

RECK Invasion, migration [40]

miR‐135b FOXO1 Proliferation, invasion [42]

Myocardin Proliferation, migration, 
invasion

[43]

miR‐155 HBP1 Proliferation, cell cycle, tumor 
growth in vivo

[44]

– Proliferation, migration, 
invasion

[45]

– Autophagy, chemoresistance  
to DOX and CDDP

[46]

miR‐214 PTEN Proliferation, migration, 
invasion

[47]

PTEN Proliferation, apoptosis, 
tumorigenicity

[48]

LZTS1 Proliferation, invasion, tumor 
growth in vivo

[49]

Table 2. Ongogenic microRNA and targets in osteosarcoma.
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istration of miR‐143/atelocollagen complexes significantly suppressed the lung metastasis of 
143B in vivo. Zhang et al. demonstrated that the restoring miR‐143 expression reduced OS cell 
(MG‐63 and U‐2OS) viability, promoted apoptosis in vitro, and suppressed tumorigenicity 
in vivo [19], and they identified Bcl‐2, an important antiapoptotic protein, as a direct target 
of miR‐143. Li et al. also showed that miR‐143 promoted apoptosis in OS cells (MG‐63 and 
U‐2OS) through caspase‐3 activation by targeting Bcl‐2 [20]. Moreover, miR‐143 overexpres‐

sion significantly suppressed cell migration and invasion.

miR‐20a: Huang et al. found the higher miR‐20a expression in metastatic Saos‐2 cells com‐

pared with original Saos‐2 cells [36]. The metastatic cells expressed low levels of Fas, which is 
inversely correlated to lung metastasis, and miR‐20a directly regulated the expression levels 
of Fas. The inhibition of miR‐20a expression decreased the occurrence of metastasis in vivo. 

Ectopic expression of miR‐20a promotes the proliferation and cell cycle progression of Saos‐2 
cells by directly suppressing early growth response 2 (EGR2), a key regulator of proliferation 
and the cell cycle [37].

miR‐21: miR‐21 was significantly overexpressed in OS tissues compared with matched normal 
bone tissues [38], and miR‐21 knockdown reduced migration and invasion in MG‐63 cells 
by directly regulating RECK (reversion‐inducing‐cysteine‐rich protein with kazal motifs), 
a tumor suppressor gene. Lv et al. demonstrated that PTEN might be a potential target of 
miR‐21 [39]. The miR‐21 expression level was significantly higher in MG‐63 cells than in a 
human fetal osteoblastic cell line, hFOB1. 19, and miR‐21 overexpression increased prolifera‐

tive and invasive abilities and reduced apoptosis in MG‐63 cells. The authors suggested that 
miR‐21 activates the PI3K/Akt pathway by suppressing PTEN expression. In addition, miR‐21 
regulates the MAPK signaling pathway by targeting SPRY2 (protein sprout homolog 2), an 
antagonist of MEK1/2, as an oncogenic miRNA that increases cell proliferation, cell cycle pro‐

gression, and inhibits apoptosis [40].

5. miRNAs associated with dysregulated genes in OS

OS exhibits a broad range of genetic and molecular alterations, such as the gains, losses, or 
rearrangements of chromosomal regions that result in inactivation of tumor suppressor genes 
and the misregulation of major signaling pathways [50].

5.1. TP53‐associated miRNAs

TP53, located in 17q13.1, is a tumor suppressor gene that is mutated in more than 20% of 
human OS patients, which drives OS initiation and progression of OS [51]. Recent studies 

have demonstrated an association between TP53 and miRNAs. He et al. demonstrated that 
miR‐34s (miR‐34a, b, and c), which was decreased OS tissues and regulated by p53, affected 
the expression of CDK6, E2F3, Cyclin E2, and Bcl‐2, and induced G1 arrest and apoptosis 
partially in a p53‐dependent manner [9]. Novello et al. demonstrated that miR‐34a demeth‐

ylation by p53 was important for etoposide sensitivity [52]. They demonstrated that U2‐OS 
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cells either with the wild‐type p53 or a dominant‐negative form of p53 both of which were 
expressing increased levels of unmethylated miR‐34awere more sensitive to etoposide than 
p53‐deficient OS cells (MG‐63 and Saos‐2).

5.2. RB1‐associated miRNAs

RB1 on 13q14 is one of the most commonly inactivated genes in sporadic OS [53]. Poos et al. 
performed the miRNA expression analysis of OS cell lines based on their proliferative activity 
to generate a coregulatory network between miRNA and transcription factor. As a result, they 
found that downregulation of miR‐9‐5p, miR‐138, and miR‐214 was correlated to a strong 
proliferative phenotype in OS cells through their effect on NFKB and RB1 signaling pathways 
and focal adhesion molecules [54].

5.3. RUNX2‐associated miRNA

The chromosomal region 6p 12–21 is commonly amplified and DNA gains occur in 40–50% 
of tumors. This region contains RUNX2 which promotes terminal osteoblast differentiation 
and is elevated in conventional OS [53]. van der Deen et al. demonstrated that miR‐34c which 
is elevated by p53 and targets RUNX2, is absent in OS tissue [55]. This p53‐miR‐34c‐RUNX2 
pathway controls osteoblast growth and its alteration may impact on OS pathogenesis.

These data indicate that miRNAs play critical roles in OS pathogenesis by regulation of and 
interaction with commonly aberrant genes.

6. Cancer stem cell‐associated miRNAs

It is widely considered that cancer stem cell (CSC) populations possibly drive the refrac‐

tory nature of cancer, especially multidrug resistance and distant metastasis. OS stem cells 
have been isolated and identified by using cell sorting methods based on specific cell surface 
markers such as CD133, Hoechst dye side population assay, and sphere colony formation 
assays. Several groups have demonstrated that miRNAs are involved in the maintenance and 
stimulation of CSC population in various cancers, including OS [56]. miR‐29b‐1 expression 
was decreased in 3AB‐OS cells, a CSC line selected from MG‐63 cells, and its overexpres‐

sion causes cell proliferation, self‐renewal, and chemoresistance. This is accompanied by the 
downregulation of stem cell markers (Oct3/4, Sox2, Nanog, CD133, and N‐Myc), cell cycle‐
related markers (CCND2, E2F1, E2F2), and antiapoptotic markers (Bcl‐2 and IAP‐2) [57]. Xu 

et al. demonstrated a relationship between miR‐382 and CSCs in OS [58]. miR‐382 expression 
was significantly lower in highly metastatic OS cell lines and relapsed OS clinical samples. 
Likewise, the overexpression of miR‐382 decreased the CSC population defined by CD133 
and ALDH1 expression and osteosphere capacity. In vivo experiments showed that miR‐382 
overexpression inhibited CSC‐induced tumor formation. However, the association between 
miRNAs and CSCs is still under investigation, thus further research will be required to 
develop the novel therapeutic strategies targeting CSCs in OS.
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7. Chemoresistance‐associated miRNAs

Advances in chemotherapy have contributed to the dramatic improvement to OS patient 
outcomes. Most OS patients receive multidrug chemotherapy that consists of doxorubicin 
(DOX), cisplatin (CDDP), methotrexate (MTX), and ifosfamide (IFO), but certain population 
of OS patients exhibit chemoresistance. The molecular mechanisms driving poor response to 
chemotherapy remain largely unclear, and there are no biomarkers to discriminate between 
good and poor responders before chemotherapy.

DOX: miR‐301a expression promoted HMGCR expression by targeting AMP‐activated pro‐
tein kinase alpha 1 and enhanced the resistance of OS cells (U2OS, MG‐63) to DOX [59]. Chang 
et al. have demonstrated that miR‐101 overexpression dramatically reduces DOX‐induced 
autophagosome formation by suppressing autophagy 4 (Atg4) in U2‐OS cells, thereby enhanc‐
ing the sensitization of tumor cells to DOX [60]. miR‐184 expression was induced by DOX, 
and overexpression or silencing of miR‐184 reduced or enhanced DOX‐induced apoptosis by 
targeting Bcl‐2‐like protein 1 (BCL2L1) [61].

CDDP: Overexpression of miR‐224, which is downregulated in OS cell lines and tissues, con‐
tributed to the increased sensitivity of MG‐63 cells to CDDP by targeting Rac1 [62]. miR‐33a 
was upregulated in chemoresistant OS tissues and promoted resistance to CDDP in OS cell 
(MG‐63, Saos‐2) by downregulating TWIST [63]. Downregulation of miR‐497 induced CDDP 
resistance through the PI3K/Akt pathway by directly targeting VEGFA in human OS [64], and 
miR‐138 functions as a tumor suppressor by enhancing sensitivity to CDDP in OS via direct 
downregulation of EZH2 [65].

MTX: Decreased miR‐126 reduced the sensitivity to MTX and promoted apoptosis in OS cells 
(MG‐63 and U‐2OS) [66]. According to high‐throughput miRNA expression analysis, Song et 
al. demonstrated that miR‐140 expression was associated with chemosensitivity in OS tumor 
xenografts [67]. The authors showed that miR‐140 overexpression induced MTX resistance by 
targeting HDAC4 possibly through p53‐dependent manner. Furthermore, they proved that 
miR‐215 caused G2 arrest by suppressing DTL expression, and that led to chemoresistance 
against MTX [68].

IFO: Five miRNAs (miR‐92a, miR‐99b, miR‐132, miR‐193‐5p, and miR‐442a), which inhibit the 
TGF‐β and Wnt pathways by in silico analysis, discriminate good from poor IFO responders 
against IFO [69].

These reports suggest that miRNAs associated with an anticancer drug might be potential 
chemosensitivity biomarkers and promising therapeutic targets for OS patients.

8. Detection of miRNA in blood samples

There are few biomarkers for the diagnosis and prognosis prediction of OS patients other than 
alkaline phosphatase (ALP). Meta‐analysis has demonstrated that high ALP level is significantly 
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associated with a poor overall survival and event‐free survival rate and the presence of metasta‐

sis at diagnosis [70]. However, predictors of poor outcome are mainly clinical parameters, such 
as proximal extremity or axial skeleton involvement, large size/volume, detectable metastases 
at diagnosis, and poor response to preoperative chemotherapy [53]. Recently, growing evidence 
indicates the clinical usefulness of miRNAs as biomarkers, and numerous candidate miRNAs in 
blood samples have been reported in OS patients (Table 3).

Upregulated miRNAs in OS: The expression level of miR‐221 [71], miR‐27a [72], miR‐191 [73], 
and miR‐21 [74, 75] in blood samples was increased in OS patients compared with healthy 
controls, and compared to preoperation and postoperation state, the expression levels of miR‐
199a‐5p [76] and four miRNAs (miR‐195‐5p, miR‐199a‐3p, miR‐320a, and miR‐374a‐5p; [77]) 

were decreased in postoperative compared to preoperative blood samples. It has been sug‐

gested that upregulations of these miRNAs were significant predictors for poor overall and 
disease‐free survival. The expression levels of these miRNA were related to clinical stage 
[71–74], tumor size [73], distant metastasis [71–73, 75], and chemoresistance [50], the upregu‐

lations of these miRNAs were significant predictors for poor overall and disease‐free survival. 

miRNA Blood sample Reference

Upregulated miRNAs

 miR‐221 Serum [71]

 miR‐191 Serum [73]

 miR‐199a‐5p Serum [78]

 miR‐27a Serum [72]

 miR‐195‐5p, 199a‐3p, 320a, 374a‐5p Plasma [77]

 miR‐155 Serum [44]

 miR‐9 Serum [83]

 miR‐196a, 196b Serum [76]

 miR‐21 Serum [74]

Plasma [75]

Downregulated miRNAs

 miR‐223 Serum [79]

 miR‐106a‐5p, 16‐5p, 20a‐5p, 425‐5p, 
451a, 25‐3p, 139‐5p

Serum [84]

 miR‐195 Serum [80]

 miR‐133b, 206 Serum [82]

 miR‐34b Plasma [81]

 miR‐199a‐3p, 143 Plasma [75]

Table 3. Dysregulated miRNAs in blood samples of OS patients.
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In addition, the combination of dysregulated miRNAs was more accurate than the individual 
expression level of each miRNA. The coexpression of miR‐196a/miR‐196b [78] and the com‐

bination of four miRNAs (miR‐195‐5p, miR‐199a‐3p, miR‐320a, and miR‐374‐5p) [77] were 
superior predictors to any of the miRNAs alone.

Downregulated miRNAs in OS: In contrast, the expression level of miR‐223 [79], miR‐195 [80], 
and miR‐34b [81] in blood samples was significantly decreased in OS patients compared to 
healthy controls. These miRNAs levels were associated with clinical stage [79, 80] and dis‐

tant metastasis [79–81], and the decreased expression of these miRNAs was associated with 
shorter overall survival and disease‐free survival. In addition, the coexpression of miR‐133b/
miR‐206 was a prognostic factor for overall survival and disease‐free survival [82].

These data indicate the potential of miRNAs in blood samples as diagnostic markers, prog‐

notic predictors, and chemosensitivity sensors.

9. Conclusion

Dysregulated miRNAs contribute to the initiation and progression of human OS in several 
pathobiological aspects. The detection of aberrant miRNAs could be a versatile tool for 
diagnosis, prognosis and chemosensitivity judgment, and inhibition of oncogenic miRNAs 
and/or restoration of tumor‐suppressing miRNAs could be a novel strategy for treatment 
of OS.

Author details

Yutaka Nezu1,2, Kosuke Matsuo2, Akira Kawai3, Tomoyuki Saito2 and Takahiro Ochiya1,*

*Address all correspondence to: tochiya@ncc.go.jp

1 Division of Molecular and Cellular Medicine, National Cancer Center Research Institute, 
Tokyo, Japan

2 Department of Orthopaedic Surgery, Yokohama City University Graduate School of 
Medicine, Yokohama, Japan

3 Division of Musculoskeletal Oncology, National Cancer Center Hospital, Tokyo, Japan

References

[1] Bacci G, Ferrari S, Longhi A, Perin S, Forni C, Fabbri N, et al. Pattern of relapse in 
patients with osteosarcoma of the extremities treated with neoadjuvant chemotherapy. 
Eur J Cancer. 2001;37:32–38.

Osteosarcoma - Biology, Behavior and Mechanisms166



[2] Bacci G, Lari S. Adjuvant and neoadjuvant chemotherapy in osteosarcoma. Chir Organi 
Mov. 2001;86:253–268.

[3] Bielack SS, Kempf‐Bielack B, Delling G, Exner GU, Flege S, Helmke K, et al. Prognostic 
factors in high‐grade osteosarcoma of the extremities or trunk: an analysis of 1,702 
patients treated on neoadjuvant cooperative osteosarcoma study group protocols. J Clin 
Oncol. 2002;20:776–790.

[4] Lopez‐Serra P, Esteller M. DNA methylation‐associated silencing of tumor‐suppressor 
microRNAs in cancer. Oncogene. 2012;31:1609–1622. Doi: 10.1038/onc.2011.354.

[5] Friedman RC, Farh KK, Burge CB, Bartel DP. Most mammalian mRNAs are conserved 
targets of microRNAs. Genome Res. 2009;19:92–105. Doi: 10.1101/gr.082701.108.

[6] Calin GA, Croce CM. MicroRNA signatures in human cancers. Nat Rev Cancer. 
2006;6:857–866. Doi: 10.1038/nrc1997.

[7] Iorio MV, Croce CM. MicroRNA dysregulation in cancer: diagnostics, monitoring and 
therapeutics. A comprehensive review. EMBO Mol Med. 2012;4:143–159. Doi: 10.1002/
emmm.201100209.

[8] Esquela‐Kerscher A, Slack FJ. Oncomirs—microRNAs with a role in cancer. Nat Rev 
Cancer. 2006;6:259–269. Doi: 10.1038/nrc1840.

[9] He C, Xiong J, Xu X, Lu W, Liu L, Xiao D, et al. Functional elucidation of MiR‐34 in osteo‐
sarcoma cells and primary tumor samples. Biochem Biophys Res Commun. 2009;388:35–
40. Doi: 10.1016/j.bbrc.2009.07.101.

[10] Kobayashi E, Hornicek FJ, Duan Z. MicroRNA involvement in osteosarcoma. Sarcoma. 
2012;2012:359739. Doi: 10.1155/2012/359739.

[11] Kushlinskii NE, Fridman MV, Braga EA. Molecular mechanisms and microRNAs 
in osteosarcoma pathogenesis. Biochemistry (Mosc). 2016;81:315–328. Doi: 10.1134/
S0006297916040027.

[12] Takahashi RU, Miyazaki H, Ochiya T. The roles of MicroRNAs in breast cancer. Cancers 
(Basel). 2015;9:598–616. Doi: 10.3390/cancers7020598.

[13] Calin GA, Dumitru CD, Shimizu M, Bichi R, Zupo S, Noch E, et al. Frequent deletions and 
down‐regulation of micro‐RNA genes miR15 and miR16 at 13q14 in chronic lymphocytic 
leukemia. Proc Natl Acad Sci U S A. 2002;99:15524–15529. Doi: 10.1073/pnas.242606799.

[14] Volinia S, Calin GA, Liu C, Ambs S, Cimmino A, Petrocca F, et al. A microRNA expres‐
sion signature of human solid tumors defines cancer gene targets. Proc Natl Acad Sci 
USA. 2006;103:2257–2261. Doi: 10.1073/pnas.0510565103.

[15] Yan K, Gao J, Yang T, Ma Q, Qiu X, Fan Q, et al. MicroRNA‐34a inhibits the proliferation 
and metastasis of osteosarcoma cells both in vitro and in vivo. PLoS One. 2012;7:e33778. 
Doi: 10.1371/journal.pone.0033778.

The Biological Role and Clinical Implication of MicroRNAs in Osteosarcoma
http://dx.doi.org/10.5772/67450

167



[16] Wu X, Zhong D, Gao Q, Zhai W, Ding Z, Wu J. MicroRNA‐34a inhibits human osteo‐
sarcoma proliferation by downregulating ether à go‐go 1 expression. Int J Med Sci. 
2013;10:676–682. Doi: 10.7150/ijms.5528.

[17] Tian Y, Zhang YZ, Chen W. MicroRNA‐199a‐3p and microRNA‐34a regulate apoptosis 
in human osteosarcoma cells. Biosci Rep. 2014;34:e00132. Doi: 10.1042/BSR20140084.

[18] Osaki M, Takeshita F, Sugimoto Y, Kosaka N, Yamamoto Y, Yoshioka Y, et al. 
MicroRNA‐143 regulates human osteosarcoma metastasis by regulating matrix metal‐
loprotease‐13 expression. Mol Ther. 2011;19:1123–1130. Doi: 10.1038/mt.2011.53.

[19] Zhang H, Cai X, Wang Y, Tang H, Tong D, Ji F. microRNA‐143, down‐regulated in osteo‐
sarcoma, promotes apoptosis and suppresses tumorigenicity by targeting Bcl‐2. Oncol 
Rep. 2010;24:223–230.

[20] Li W, Wu H, Li Y, Pan H, Meng T, Wang X. MicroRNA‐143 promotes apoptosis of 
osteosarcoma cells by caspase‐3 activation via targeting Bcl‐2. Biomed Pharmacother. 
2016;80:8–15. Doi: 10.1016/j.biopha.2016.03.001.

[21] Chen X, Chen XG, Hu X, Song T, Ou X, Zhang C, et al. MiR‐34a and miR‐203 inhibit sur‐
viving expression to control cell proliferation and survival in human osteosarcoma cells. 
J Cancer. 2016;7:1057–1065. Doi: 10.7150/jca.15061.

[22] Zhao H, Ma B, Wang Y, Han T, Zheng L, Sun C, et al. miR‐34a inhibits the metastasis of 
osteosarcoma cells by repressing the expression of CD44. Oncol Rep. 2013;29:1027–1036. 
Doi: 10.3892/or.2013.2234.

[23] Zhou J, Wu S, Chen Y, Zhao J, Zhang K, Wang J, et al. microRNA‐143 is associated with 
the survival of ALDH1+CD133+ osteosarcoma cells and the chemoresistance of osteo‐
sarcoma. Exp Biol Med (Maywood). 2015;240:867–875. Doi: 10.1177/1535370214563893.

[24] Li F, Li S, Cheng T. TGF‐β1 promotes osteosarcoma cell migration and invasion 
through the miR‐143‐versican pathway. Cell Physiol Biochem. 2014;34:2169–2179. Doi: 
10.1159/000369660.

[25] Wang W, Zhou X, Wei M. MicroRNA‐144 suppresses osteosarcoma growth and metas‐
tasis by targeting ROCK1 and ROCK2. Oncotarget. 2015;6:10297–10308. Doi: 10.18632/
oncotarget.3305

[26] Huang J, Shi Y, Li H, Yang M, Liu G. MicroRNA‐144 acts as a tumor suppressor by tar‐
geting Rho‐associated coiled‐coil containing protein kinase 1 in osteosarcoma cells. Mol 
Med Rep. 2015;12:4554–4559. Doi: 10.3892/mmr.2015.3937.

[27] Cui SQ, Wang H. MicroRNA‐144 inhibits the proliferation, apoptosis, invasion, and 
migration of osteosarcoma cell line F5M2. Tumor Biol. 2015;36:6949–6958. Doi: 10.1007/
s13277‐015‐3396‐0.

[28] Zhao M, Huang J, Gui K, Xiong M, Cai G, Xu J, et al. The downregulation of miR‐144 is 
associated with the growth and invasion of osteosarcoma cells through the regulation 
of TAGLN expression. Int J Mol Med. 2014;34:1565–1572. Doi: 10.3892/ijmm.2014.1963.

Osteosarcoma - Biology, Behavior and Mechanisms168



[29] Wu P, Liang J, Yu F, Zhou Z, Tang J, Li K. miR‐145 promotes osteosarcoma growth 
by reducing expression of the transcription factor friend leukemia virus integration 1. 
Oncotarget. 2016;7:42241–42251. Doi: 10.18632/oncotarget.9948.

[30] Li E, Zhang J, Yuan T, Ma B. MiR‐145 inhibits osteosarcoma cells proliferation and inva‐

sion by targeting ROCK1. Tumor Biol. 2014;35:7645–7650. Doi: 10.1007/s13277‐014‐2031‐9.

[31] Lei P, Xie J, Wang L, Yang X, Dai Z, Hu Y. microRNA‐145 inhibits osteosarcoma cell 
proliferation and invasion by targeting ROCK1. Mol Med Rep. 2014;10:155–160. Doi: 
10.3892/mmr.2014.2195.

[32] Fan L, Wu Q, Xing X, Wei Y, Shao Z. MicroRNA‐145 targets vascular endothelial growth 
factor and inhibits invasion and metastasis of osteosarcoma cells. Acta Biochim Biophys 
Sin (Singhai). 2012;44:407–414. Doi: 10.1093/abbs/gms019.

[33] Li Z, Wu S, Lv S, Wang H, Wang Y, Guo Q. Suppression of liver receptor homolog‐1 by 
microRNA‐451 represses the proliferation of osteosarcoma cells. Biochem Biophys Res 
Commun. 2015;461:450–455. Doi: 10.1016/j.bbrc.2015.04.013.

[34] Zhang F, Huang W, Sheng M, Liu T. MiR‐451 inhibits cell growth and invasion by tar‐

geting CXCL16 and is associated with prognosis of osteosarcoma patients. Tumour Biol. 
2015;36:2041–2048. Doi: 10.1007/s13277‐014‐2811‐2.

[35] Xu H, Mei Q, Shi L, Lu J, Zhao J, Fu Q. Tumor‐suppressing effects of miR451 in human 
osteosarcoma. Cell Biochem Biophys. 2014;69:163–168. Doi: 10.1007/s12013‐013‐9783‐5.

[36] Huang G, Nishimoto K, Zhou Z, Hughes D, Kleinerman ES. miR‐20a encoded by the 
miR‐17‐92 cluster increases the metastatic potential of osteosarcoma cells by regulating 
fast expression. Cancer Res. 2012;72:908–916. Doi: 10.1158/0008‐5472.CAN‐11‐1460.

[37] Zhuo W, Ge W, Meng G, Jia S, Zhou X, Liu J. MicroRNA‐20a promotes the prolifera‐

tion and cell cycle of human osteosarcoma cells by suppressing early growth response 2 
expression. Mol Med Rep. 2015;12:4989–4994. Doi: 10.3892/mmr.2015.4098.

[38] Ziyan W, Shuhua Y, Xiufang W, Xiaoyun L. MicroRNA‐21 is involved in osteosarcoma cell 
invasion and migration. Med Oncol. 2011:28;1469–1474. Doi: 10.1007/s12032‐010‐9563‐7.

[39] Lv C, Hao Y, Tu G. MicroRNA‐21 promotes proliferation, invasion and suppresses apop‐

tosis in human osteosarcoma line MG63 through PTEN/Akt pathway. Tumour Biol. 
2016;37:9333–9342. Doi: 10.1007/s13277‐016‐4807‐6.

[40] Silva G, Aboussekhra A. p16 INK4A inhibits the pro‐metastatic potentials of osteosarcoma 

cells through targeting the ERK pathway and TGF‐β1. Mol Carcinog. 2016;55:525–536. 
Doi: 10.1002/mc.22299.

[41] Ziyan W, Yang L. MicroRNA‐21 regulates the sensitivity to cisplatin in a human osteo‐

sarcoma cell line. Ir J Med Sci. 2016;185:85–91. Doi: 10.1007/s11845‐014‐1225‐x.

The Biological Role and Clinical Implication of MicroRNAs in Osteosarcoma
http://dx.doi.org/10.5772/67450

169



[42] Pei H, Jin Z, Chen S, Sun X, Yu J, Guo W. MiR‐135b promotes proliferation and invasion 
of osteosarcoma cells via targeting FOXO1. Mol Cell Biochem. 2015;400:245–252. Doi: 
10.1007/s11010‐014‐2281‐2.

[43] Xu WG, Shang YL, Cong XR, Bian X, Yuan Z. MicroRNA‐135b promotes proliferation, 
invasion and migration of osteosarcoma cells by degrading myocardin. Int J Oncol. 
2014;45:2024–2032. Doi: 10.3892/ijo.2014.2641.

[44] Sun X, Geng X, Zhang J, Zhao H, Liu Y. miR‐155 promotes the growth of osteosarcoma 
in a HBP1‐dependent mechanism. Mol Cell Biochem. 2015;403:139–147. Doi: 10.1007/
s11010‐015‐2344‐z.

[45] Lv H, Guo J, Li S, Jiang D. miR‐155 inhibitor reduces the proliferation and migration in 
osteosarcoma MG‐63 cells. Exp Ther Med. 2014;8:1575–1580. Doi: 10.3892/etm.2014.1942.

[46] Chen L, Jiang K, Jiang H, Wei P. miR‐155 mediates drug resistance in osteosarcoma cells 
via inducing autophagy. Exp Ther Med. 2014;8:527–532. Doi: 10.3892/etm.2014.1752.

[47] Liu CJ, Yu KL, Liu GL, Tian DH. MiR‐214 promotes osteosarcoma tumor growth and 
metastasis by decreasing the expression of PTEN. Mol Med Rep. 2015;12:6261–6266. Doi: 
10.3892/mmr.2015.4197.

[48] Wang X, Sun J, Fu C, Wang D, Bi Z. MicroRNA‐214 regulates osteosarcoma survival 
and growth by directly targeting phosphatase and tensin homolog. Mol Med Rep. 
2014;10:3073–3079. Doi: 10.3892/mmr.2014.2616.

[49] Xu Z, Wang T. miR‐214 promotes the proliferation and invasion of osteosarcoma cells 
through direct suppression of LZTS1. Biochem Biophys Res Commun. 2014;449:190–195. 
Doi: 10.1016/j.bbrc.2014.04.140.

[50] Tang N, Song WX, Luo J, Haydon RC, He TC. Osteosarcoma development and stem cell dif‐
ferentiation. Clin Orthop Relat Res. 2008;466:2114–2130. Doi: 10.1007/s11999‐008‐0335‐z.

[51] Ta HT, Dass CR, Choong PF, Dunstan DE. Osteosarcoma treatment: state of the art. 
Cancer Metastasis Rev. 2009;28:247–263. Doi: 10.1007/s10555‐009‐9186‐7.

[52] Novello C, Pazzaglia L, Conti A, Quattrini I, Pollino S, Perego P, et al. P53‐dependent 
activation of microRNA‐34a in response to etoposide‐induced DNA damage in osteosar‐
coma cell lines not impaired by dominant negative p53 expression. PLoS One. 2014;9:1–
15. Doi: 10.1371/journal.pone.0114757.

[53] Fletcher CDM, Bridge JA, Hogendoorn PCW, Mertens F. WHO Classification of tumours 
of soft tissue and bone. 2013. Lyon IARC. 2003; pp. 305–10.

[54] Poos K, Smida J, Nathrath M, Maugg D, Baumhoer D, Korsching E. How MicroRNA and 
transcription factor co‐regulatory networks affect osteosarcoma cell proliferation. PLoS 
Comput Biol. 2013;9:e1003210. Doi: 10.1371/journal.pcbi.1003210.

Osteosarcoma - Biology, Behavior and Mechanisms170



[55] Van Der Deen M, Taipaleenmäki H, Zhang Y, Teplyuk NM, Gupta A, Cinghu S, et 
al. MicroRNA‐34c inversely couples the biological functions of the runt‐related tran‐
scription factor RUNX2 and the tumor suppressor p53 in osteosarcoma. J Biol Chem. 
2013;288:21307–21319. Doi: 10.1074/jbc.M112.445890.

[56] Liu B, Ma W, Jha RK, Gurung K. Cancer stem cells in osteosarcoma: Recent progress and 
perspective. Acta Oncol. 2011;50:1142–1150. Doi: 10.3109/0284186X.2011.584553.

[57] Di Fiore R, Drago‐Ferrante R, Pentimali F, Di Marzo D, Forte IM, D'anneo A, et al. 
MicroRNA‐29b‐1 impairs in vitro cell proliferation, self‐renewal and chemoresistance 
of human osteosarcoma 3AB‐OS cancer stem cells. Int J Oncol. 2014;45:2013–2023. Doi: 
10.3892/ijo.2014.2618.

[58] Xu M, Jin H, Xu CX, Sun B, Song ZG, Bi WZ, et al. miR‐382 inhibits osteosarcoma metas‐
tasis and relapse by targeting Y box‐binding protein 1. Mol Ther. 2015;23:89–98. Doi: 
10.1038/mt.2014.197.

[59] Zhang Y, Duan G, Feng S. MicroRNA‐301a modulates doxorubicin resistance in osteo‐
sarcoma cells by targeting AMP‐activated protein kinase alpha 1. Biochem Biophys Res 
Commun. 2015;459:367–373. Doi: 10.1016/j.bbrc.2015.02.101.

[60] Chang Z, Huo L, Li K, Wu Y, Hu Z. Blocked autophagy by miR‐101 enhances osteosarcoma 
cell chemosensitivity in vitro. Sci World J. 2014;2014:794756. Doi: 10.1155/2014/794756.

[61] Lin BC, Huang D, Yu CQ, Mou Y, Liu YH, Zhang DW, et al. MicroRNA‐184 modu‐
lates doxorubicin resistance in osteosarcoma cells by targeting BCL2L1. Med Sci Monit. 
2016;22:1761–1765.

[62] Geng S, Gu L, Ju F, Zhang H, Wang Y, Tang H, et al. MicroRNA‐224 promotes the sensi‐
tivity of osteosarcoma cells to cisplatin by targeting Rac1. J Cell Mol Med. 2016;20:1611–
1619. Doi: 10.1111/jcmm.12852.

[63] Zhou Y, Huang Z, Wu S, Zang X, Liu M, Shi J. miR‐33a is up‐regulated in chemoresistant 
osteosarcoma and promotes osteosarcoma cell resistance to cisplatin by down‐regulat‐
ing TWIST. J Exp Clin Cancer Res. 2014;33:12. Doi: 10.1186/1756‐9966‐33‐12.

[64] Shao X, Miao M, Xue J, Xue J, Ji X, Zhu H. The down‐regulation of MicroRNA‐497 con‐
tributes to cell growth and cisplatin resistance through PI3K/Akt pathway in osteosar‐
coma. Cell Physiol Biochem. 2015;36:2051–2062. Doi: 10.1159/000430172.

[65] Zhu Z, Tang J, Wang J, Duan G, Zhou L, Zhou X. MiR‐138 acts as a tumor suppressor by 
targeting EZH2 and enhances cisplatin‐induced apoptosis in osteosarcoma cells. PLoS 
One. 2016;11: e0150026. Doi: 10.1371/journal.pone.0150026.

[66] Jiang L, He A, He X, Tao C. MicroRNA‐126 enhances the sensitivity of osteosarcoma cells 
to cisplatin and methotrexate. Oncol Lett. 2015;10:3769–3778.

[67] Song B, Wang Y, Xi Y, Kudo K, Bruheim S, Botchkina GI, et al. Mechanism of chemore‐
sistance mediated by miR‐140 in human osteosarcoma and colon cancer cells. Oncogene. 
2009;28:4065–4074. Doi: 10.1038/onc.2009.274.

The Biological Role and Clinical Implication of MicroRNAs in Osteosarcoma
http://dx.doi.org/10.5772/67450

171



[68] Song B, Wang Y, Titmus MA, Botchkina G, Formentini A, Kornmann M, et al. Molecular 
mechanism of chemoresistance by miR‐215 in osteosarcoma and colon cancer cells. Mol 
Cancer. 2010;6:96. Doi: 10.1186/1476‐4598‐9‐96.

[69] Gougelet A, Pissaloux D, Besse A, Perez J, Duc A, Dutour A, et al. Micro‐RNA profiles 
in osteosarcoma as a predictive tool for ifosfamide response. Int J Cancer. 2011;129:680–
690. Doi: 10.1002/ijc.25715.

[70] Ren HY, Sun LL, Li HY, Ye ZM. Prognostic significance of serum alkaline phos‐
phatase level in osteosarcoma: a meta‐analysis of published data. Biomed Res Int. 
2015;2015:160835. Doi: 10.1155/2015/160835.

[71] Yang Z, Zhang Y, Zhang X, Zhang M, Liu H, Zhang S, et al. Serum microRNA‐221 func‐
tions as a potential diagnostic and prognostic marker for patients with osteosarcoma. 
Biomed Pharmacother. 2015;75:153–158.

[72] Tang J, Zhao H, Cai H, Wu H. Diagnostic and prognostic potentials of microRNA‐27a in 
osteosarcoma. Biomed Pharmacother. 2015;71:222–226. Doi: 10.1016/j.biopha.2015.01.025.

[73] Wang T, Ji F, Dai Z, Xie Y, Yuan D. Increased expression of microRNA‐191 as a poten‐
tial serum biomarker for diagnosis and prognosis in human osteosarcoma. Cancer 
Biomarkers. 2015;15:543–550. Doi: 10.3233/CBM‐150493.

[74] Yuan J, Chen L, Chen X, Sun W, Zhou X. Identification of serum microRNA‐21 as a 
biomarker for chemosensitivity and prognosis in human osteosarcoma. J Int Med Res. 
2012;40:2090–2097.

[75] Ouyang L, Liu P, Yang S, Ye S, Xu W, Liu X. A three‐plasma miRNA signature serves as novel 
biomarkers for osteosarcoma. Med Oncol. 2013;30:340. Doi: 10.1007/s12032‐012‐0340‐7.

[76] Zhou G, Lu M, Chen J, Li C, Zhang J, Chen J, et al. Identification of miR‐199a‐5p in serum 
as noninvasive biomarkers for detecting and monitoring osteosarcoma. Tumour Biol. 
2015;36:8845–8852. Doi: 10.1007/s13277‐015‐3421‐3.

[77] Lian F, Cui Y, Zhou C, Gao K, Wu L. Identification of a plasma four‐microRNA panel 
as potential noninvasive biomarker for osteosarcoma. PLoS One. 2015;10: e0121499. Doi: 
10.1371/journal.pone.0121499.

[78] Zhang C, Yao C, Li H, Wang G, He X. Combined elevation of microRNA‐196a and 
microRNA‐196b in sera predicts unfavorable prognosis in patients with osteosarcomas. 
Int J Mol Sci. 2014;15:6544–6555. Doi: 10.3390/ijms15046544.

[79] Dong J, Liu Y, Liao W, Liu R, Shi P, Wang L. miRNA‐223 is a potential diagnostic 
and prognostic marker for osteosarcoma. J Bone Oncol. 2016;5:74–79. Doi: 10.1016/j.
jbo.2016.05.001.

[80] Cai H, Zhao H, Tang J, Wu H. Serum miR‐195 is a diagnostic and prognostic marker for 
osteosarcoma. J Surg Res. 2015;194:505–510. Doi: 10.1016/j.jss.2014.11.025.

Osteosarcoma - Biology, Behavior and Mechanisms172



[81] Tian Q, Jia J, Ling S, Liu Y, Yang S, Shao Z. A causal role for circulating miR‐34b in osteo‐
sarcoma. Eur J Surg Oncol. 2014;40:67–72. Doi: 10.1016/j.ejso.2013.08.024.

[82] Zhang C, Yao C, Li H, Wang G, He X. Serum levels of microRNA‐133b and microRNA‐206 
expression predict prognosis in patients with osteosarcoma. Int J Clin Exp Pathol. 
2014;7:4194–4203.

[83] Fei D, Li Y, Zhao D, Zhao K, Dai L, Gao Z. Serum miR‐9 as a prognostic biomarker in patients 
with osteosarcoma. J Int Med Res. 2014;42:932–937. Doi: 10.1177/0300060514534643.

[84] Li H, Zhang K, Liu LH, Ouyang Y, Guo HB, Zhang H, et al. MicroRNA screening iden‐
tifies circulating microRNAs as potential biomarkers for osteosarcoma. Oncol Lett. 
2015;10:1662–1668. Doi: 10.3892/ol.2015.3378.

The Biological Role and Clinical Implication of MicroRNAs in Osteosarcoma
http://dx.doi.org/10.5772/67450

173




