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ABSTRACT

We previously identified miR-4731-5p (miR-4731) as a melanoma-enriched 
microRNA following comparison of melanoma with other cell lines from solid 
malignancies. Additionally, miR-4731 has been found in serum from melanoma 
patients and expressed less abundantly in metastatic melanoma tissues from stage 
IV patients relative to stage III patients. As miR-4731 has no known function, we 
used biotin-labelled miRNA duplex pull-down to identify binding targets of miR-
4731 in three melanoma cell lines (HT144, MM96L and MM253). Using the miRanda 
miRNA binding algorithm, all pulled-down transcripts common to the three cell lines 
(n=1092) had potential to be targets of miR-4731 and gene-set enrichment analysis of 
these (via STRING v9.1) highlighted significantly associated genes related to the ‘cell 
cycle’ pathway and the ‘melanosome’. Following miR-4731 overexpression, a selection 
(n=81) of pull-down transcripts underwent validation using a custom qRT-PCR array. 
These data revealed that miR-4731 regulates multiple genes associated with the 
cell cycle (e.g. CCNA2, ORC5L, and PCNA) and the melanosome (e.g. RAB7A, CTSD, 
and GNA13). Furthermore, members of the synovial sarcoma X breakpoint family 
(SSX) (melanoma growth promoters) were also down-regulated (e.g. SSX2, SSX4, and 
SSX4B) as a result of miR-4731 overexpression. Moreover, this down-regulation of 
mRNA expression resulted in ablation or reduction of SSX4 protein, which, in keeping 
with previous studies, resulted in loss of 2D colony formation. We therefore speculate 
that loss of miR-4731 expression in stage IV patient tumours supports melanoma 
growth by, in part; reducing its regulatory control of SSX expression levels.

INTRODUCTION

In our previous study, miR-4731-5p (miR-4731) 
was identified as a melanoma-enriched (mean 24-fold; 
P(cor)=1.47E-04) miRNA following a comprehensive 
analysis of a large panel of melanoma cell lines (expressed 
in 37/55) in comparison with other cell lines derived from 
solid malignancies (expressed in 5/34) [1]. In a separate 
study, we also found miR-4731 to be down-regulated (23-
fold mean; P(cor)=0.004) in metastatic melanoma spread 
to distant sites (stage IV) compared with loco-regional 
metastases (stage III) [2]. Moreover, together with the 

expression of another miRNA (miR-204), miR-4731 was 
able to distinguish stage III from stage IV tumours with 
high sensitivity and specificity (AUC=0.89; p=0.003, 
OR=3.0, CI 1.45-6.2) [2].

miR-4731 is located at chr17p12 (chr17:15,154,944-
15,155,013) in an intron (>5 kb from intron-exon border) 
of the peripheral myelin protein 22 gene (PMP22), which 
is commonly associated with hereditary Charcot-Marie-
Tooth disease type 1A (CMT1A). PMP22 is expressed 
primarily in neural crest derived cell lineages (including 
melanocytes), however expression of PMP22 has also 
been associated with cell proliferation and survival in 
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breast cancer [3–5]. To date no target genes of miR-4731 
have been functionally validated.

Given the association of miR-4731 with melanoma 
in our previous studies, we sought to identify the genes 
regulated by this miRNA. We employed the optimised 
biotin-labelled miRNA duplex pull-down procedure [1, 
6, 7] to identify binding targets of miR-4731, followed 
by gene-set enrichment analysis (GSEA) to help elucidate 
significant pathways and biological processes regulated 
by miR-4731. A selection of pull-down target genes 
(n=81) underwent validation via qRT-PCR following 
over-expression of a miR-4731 mimic in three melanoma 
cell lines. We report here that miR-4731 has the potential 
to regulate multiple genes involved in the cell cycle and 
the melanosome. Importantly, overexpression of miR-
4731 inhibits SSX4 protein (pull-down target) resulting 
in a marked reduction in 2D colony formation in 3/3 
melanoma cell lines.

RESULTS AND DISCUSSION

The verification of miR-4731 as a melanoma-
enriched miRNA

miR-4731 was identified following a comprehensive 
miRNA microarray (miRBase v18) analysis of a panel 
of melanoma cell lines (n=55) compared with other 
solid malignancies (n=34) [1]. In the current study, the 
microarray expression data for miR-4731 was validated 
using qRT-PCR in an extended panel of cell lines derived 
from melanoma (n=100; including 55 that were initially 
assayed) and other solid cancers (n=34) (Supplementary 
Table S1). The mean expression level of miR-4731 is 
significantly higher (Mann-Whitney U-test; P≤0.0001) 
in melanomas compared to other cancers (Figure 1). The 
expression of PMP22 (miR-4731 host gene) was assessed 
in relation to that of miR-4731 to identify any correlations. 
In 14/43 (32%) melanoma cell lines with no detectable 
miR-4731 expression, PMP22 was expressed above 
background (data not shown). This is suggestive that miR-
4731 is not under the same transcriptional control as its 
host gene and is independently regulated. In the remaining 
samples (29/43), there was an inverse correlation observed 
(Pearson’s R2= -0.25) which suggests that expression of 
PMP22 may be negatively regulated by miR-4731 (data 
not shown).

Target gene identification via biotin-labelled 
miRNA duplex ‘pull-down’ of mRNA transcripts

To identify genes potentially regulated by miR-4731, 
we used the unbiased biotin-labelled pull-down procedure 
[1, 6, 7], which harnesses the conventional AGO2-directed 
binding of the mature miRNA to the mRNA transcript. 
By modifying the miRNA sequence with a biotin label, 
miRNA:mRNA bound transcripts can be ‘pulled-down’ 

using streptavidin-coated magnetic beads. This procedure 
was applied to three melanoma cell lines (HT144, MM96L 
and MM253), chosen based on their low, yet detectable 
endogenous expression of miR-4731, together with 
transfection ability. As we were looking for enrichment of 
biotin-labelled transcripts, we only considered transcripts 
that were up-regulated in each sample compared to the 
biotin-labelled negative control (Neg-Scr) (see Materials 
and Methods). There were numerous targets (887-2496 
transcripts) specific to each cell line, likely due to inherent 
differences between them, such as global gene expression 
profiles and mutational background. Due to these 
differences we focussed on common transcripts between 
all three cell lines (Supplementary Figure S1). Obsolete 
and duplicate transcripts were removed, which left 1154 
unique transcripts (Supplementary Table S2) representing 
1092 different genes (see Materials and Methods).

Verification of ‘pulled-down’ genes using 
prediction algorithms

Full-length (5' UTR, protein coding sequence, and 3' 
UTR) FASTA sequences were collated for each transcript 
(n=1154) and parsed through the prediction algorithm 
miRanda-3.3a (see Materials and Methods). All pulled-
down transcripts were predicted to be targets of miR-4731 
by the program when the binding threshold was set at 100 
(data not shown). However by reducing the stringency 
threshold, the algorithm may allow for an increased 
number of false positives. The reduced threshold was 
used to highlight that miR-4731 had the capacity to bind 
to the transcript given the right biological conditions. It is 
interesting to note that when the miRanda algorithm was 
instructed to only call ‘seed’ binding occurrences, believed 
to be the most common binding type, 505/1154 (44%) 
transcripts were called. Therefore, the majority of the pull-
down (PD) transcripts had a mixture of ‘non-seed’ binding 
present (e.g. centred, 3' supplementary, and bulged sites 
[8–10]), which indicates that there was no bias toward 
particular sites based on fold enrichment. This observation 
may in part be explained by experimental bias previously 
observed with this procedure [6], that the biotin tag on the 
synthetic miRNA duplexes may actually prevent their 3' 
end from binding to AGO [6]. It is believed that the biotin-
labelled miRNAs interact more readily with mRNAs and 
alleviate the reliance on ‘seed’ binding from the 5' end 
[6]. We found that 44% of binding sites can be attributed 
to seed binding, which compares well to a previous 
estimate of 41% [6]. As previously mentioned, miRanda 
3.3a was used to confirm the binding of the PD transcripts 
using a lower stringency threshold score (100) but if 
stringent default settings were used, (binding threshold 
=140) only 668/1154 (58%) of transcripts were called. 
Other commonly used prediction programs (with default 
parameters applied) performed poorly when compared to 
the PD transcripts and miRanda 3.3a; TargetScan (27%), 
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TargetMiner (23%), DIANA-microT-CDS (19%), and 
miRDB (2%). In the absence of extensive data confirming 
the specificity of the interactions predicted by miRanda 
(which was not the focus of this study) we cannot conclude 
that miRanda is better than the other predictive programs, 
however it does highlight that multiple algorithms need to 
be assessed and functional studies need to be performed to 
validate these findings. On the other hand, the discrepancy 
observed between the PD transcripts and the prediction 
algorithms may be due to a high number of false-positives 
present in the dataset. It has been previously observed that 
a proportion of PD transcripts may arise via non-specific 
interaction with the magnetic streptavidin beads, or by 
association with endogenous biotin, and not the intended 
biotinylated miRNA [6]. However, as all PD transcripts 
were compared to those generated using a negative, 
scrambled sequence, we have reduced the occurrences of 
false positive PD transcripts, but their presence cannot be 
completely eliminated.

Network analysis reveals enrichment for key 
signalling pathways and gene ontology terms

It is widely accepted that a single miRNA has the 
potential to regulate a multitude of signalling pathways, 
achieved by the direct targeting of individual genes, 

which in turn elicit their function on their next interacting 
partner. The understanding of a miRNA’s target gene(s) is 
not only important for understanding their contribution to 
the disease process, it is crucial when it comes to utilizing 
miRNAs as therapeutic agents [11]. Rather than individual 
mRNA:miRNA pairings in a signalling pathway, many 
genes within a pathway/process may undergo regulation 
by a single miRNA (or cluster).

Of the miR-4731 PD transcripts, we postulated that 
these genes were not simply randomly selected by the 
miRNA but may actually form a network of interactions 
with each other. In steps to identify interacting partners 
contained within our dataset, we used the network analysis 
program STRING (v9.1) [12] which identifies known 
and predicted protein-protein interactions. Using default 
settings, there were a vast number of interactions (n=4225), 
with many genes being involved in >1 connection 
(visualised in Figure 2). To identify the significance of these 
interactions, gene-set enrichment analysis (GSEA) was next 
used to identify statistically (corrected Bonferroni P-values; 
see Materials and Methods) significant pathways (KEGG) 
and Gene Ontology (GO) terms. The top three KEGG 
pathways of note were related to ‘Metabolic pathways’ 
(109 genes; P(cor)=8.94E-11) the ‘Cell cycle’ (25 genes; 
P(cor)=9.24E-08) and ‘Oxidative phosphorylation’ (22 
genes; P(cor)=3.98E-05) (Supplementary Table S3). 

Figure 1: miR-4731-5p expression is significantly (Mann-Whitney U-test; ****= P≤0.0001) associated with melanoma 
cell lines as compared to other solid cancers. ΔCT values are plotted following comparison with endogenous levels of RNU6 
assessed in each sample. Error bars represent one SD from the mean.
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Notably, of particular relevance to the melanocytic lineage, 
was the GO term ‘Melanosomes’ (Supplementary Table S3), 
consisting of 22 miR-4731 target genes (P(cor)=3.15E-07).

Overexpression of a miR-4731 mimic and 
regulation of pull-down transcripts

Given that 1154 transcripts (1092 genes) were 
common to all 3 melanoma cell lines, it was not feasible 
to validate all of these genes via reporter assays, qRT-
PCR or Western blotting. We did however assess 81 (7%) 
transcripts (Supplementary Table S4) using a custom 
qRT-PCR array (QIAGEN). The criteria for transcript 

selection are detailed in the Materials and Methods but 
can be summarised as follows: 1) the host gene of miR-
4731, PMP22 was selected to confirm if it was under 
transcriptional control of miR-4731; 2) all genes that had 
≥2 fold enrichment in 3/3 cell lines (n=37); 3) significant 
pathways were selected based upon a priori relevance to 
melanoma (selected pathways were ‘cell cycle’, ‘oxidation 
phosphorylation’, and ‘melanosomes’). These pathways 
had further restrictions imposed in an attempt to be more 
stringent (n=43) (see Materials and Methods). We over-
expressed a miR-4731 mimic or a negative control mimic 
(Neg-scr), in the same melanoma cell lines (HT144, 
MM96L and MM253) that were used to perform the pull-

Figure 2: Visualisation of the numerous protein-protein network connections observed after STRING analysis (larger 
font indicates genes with the most interactions with others in the geneset) and following subsequent enriched analysis, 
significant (corrected P≤0.05) pathways and GO terms were identified.
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down procedure. Supplementary Figure S2 highlights 
that a consistent over-expression was achieved in all cell 
lines tested. After a 72 hr transfection, subsequent qRT-
PCR revealed that PMP22 (miR-4731 host gene) was 
downregulated (1.4-2.2 fold) in 3/3 cell lines upon miR-
4731 overexpression (Supplementary Table S4). These 
data support the previously observed inverse correlation 
between expression levels of PMP22 and miR-4731. 
All other validated target genes related to ‘cell cycle’, 
‘oxidative phosphorylation’, and ‘melanosomes’ can be 
found in Supplementary Table S4 and summarised in 
Supplementary Table S5: those that were down regulated 
in 3/3 (n=19), 2/3 (n=12) and 1/3 (n=19); both up and 
down regulated (n=5); up regulated (n=5); and not 
observably changed at the mRNA level (≤1.2 fold up or 
down regulated) (n=21). These data provide validation 
of the binding effect of miR-4731 to up to 74% of the 
assessed transcripts. The 26% (21/81) of transcripts that 
were not observably changed at the mRNA level may 
be false positives. To confirm the absolute effect on the 
target genes, assessment at the protein level must occur to 
confirm these findings.

Key members of the melanosome and cell cycle 
pathways are regulated by miR-4731

Melanosome-related genes

In melanocytes, a melanosome’s primary purpose 
is to package and deliver melanin to keratinocytes [13]. 
A total of 11/13 genes showed differential expression 
by ≥1.3 fold in ≥1/3 cell lines (Supplementary Table 
S4). The binding of miRNAs to mRNA transcripts 
commonly results in down-regulation of the transcript; 
however up-regulation is also possible. Interestingly, 
the overexpression of miR-4731 caused both an 
up- (MM253 and HT144) and down-regulation 
(MM96L) of the assessed transcripts to be observed 
(Supplementary Table S4). For example, in relation 
to melanoma, the up-regulation of CTSD (cathepsin 
D) has been suggested to be involved in the malignant 
transformation and progression of melanocytic tumors 
[14]. RAB7A was also found to be both up- (MM253) 
and down-regulated (MM96L) upon overexpression 
of miR-4731 (Supplementary Table S4). RAB7A (a 
member of the RAS oncogene family) has recently been 
shown to control melanoma progression and the effect 
of RAB7A is known to be gene dosage dependent [15]. 
To further support the effect of miR-4731 expression 
these melanosome-related genes, we next assessed the 
expression of other key members of this process (FSCN1, 
MLPH, RAB27A, and TYR). Given these melanosome-
related genes were not present in the pull-down data, any 
observed expression differences as a result of miR-4731 
overexpression must be considered as an indirect effect. 
Nevertheless, FSCN1, MLPH, RAB27A, and TYR all 
showed fold changes ≥1.3 fold in 1/3 (FSCN1) and 2/3 

(MLPH, RAB27A, and TYR) cell lines (Supplementary 
Table S6). These additional data strengthen the 
association of the other confirmed melanosome-related 
genes (Supplementary Table S4). The highest observed 
fold changes were for MLPH (or melanophilin) with 
8.2 and 1.7 down-regulation in HT144 and MM96L 
respectively. MLPH is known to bind directly to 
both RAB27A and MYO5A (miR-4731 target gene; 
Supplementary Table S4), all of which are considered 
integral components of melanosome transport [16].
Cell cycle pathway genes

According to Hanahan and Weinberg, the most 
fundamental trait of cancer cells is their inherent ability 
to sustain chronic proliferation which, in part, can be 
attributed to defects in the cell cycle [17]. In our dataset, 
we confirmed the strongest associated genes, present 
in 3/3 cell lines, were CCNA2, ORC5L, and PCNA 
(Supplementary Table S4). CCNA2 and PCNA have 
been identified as potential biomarkers for melanoma 
based upon a comprehensive assessment of publically 
available gene expression datasets [18]. Moreover, in a 
systematic review of melanoma immunohistochemical 
(IHC) and gene microarray studies, increased PCNA 
expression was consistently identified as being associated 
with worse clinical outcome in melanoma patients [19]. 
In 2/3 cell lines, BUB3, CDC45L, CDK4, and SKP1A 
were also found to be down-regulated. In total, 13/13 
genes were down-regulated in ≥1.3 fold in ≥1/3 cell lines 
(Supplementary Table S4). In the KEGG ‘cell cycle’ 
pathway shown in Figure 3, the miR-4731 target genes 
(red star) are represented at almost every critical stage of 
the cell cycle – indicating that the dysregulation of miR-
4731 could be critical to its regulation. A greater in depth 
analysis is therefore warranted to elucidate this hypothesis.

Oxidative phosphorylation genes

Oxidative phosphorylation is an important biological 
process. Recently, dysfunctional oxidative phosphorylation 
has been shown to be driven by the commonly mutated 
BRAF oncogene (V600E), allowing malignant melanoma 
cells to become addicted to glycolysis [20]. Subsequent 
qRT-PCR showed that 11/15 genes were down-regulated 
≥1.3 fold in ≥1/3 cell lines (Supplementary Table S4). 
However, given that the highest fold-change was -1.6, it 
is likely that miR-4731 regulation of the pathway is of a 
relatively minor nature.

The synovial sarcoma X breakpoint family is 
regulated by miR-4731

The synovial sarcoma X breakpoint family (SSX) is 
a cluster of cancer/testis (CT) antigens that have restricted 
expression in germ cells and is reactivated in tumours 
[21]. Given this selective expression, particularly in 
melanoma, it has long been suggested that they would be 
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prime candidates for immunotherapeutic treatment which 
has now recently been shown in vitro to have promising 
results [22]. SSX2 was the first to be identified as being 
expressed in melanoma tumours (50%) [23] and in a 
follow-up study Gure et al [24] discovered that the other 
SSX family members were also expressed at varying 
levels in both tumour and melanoma patient-derived 
serum. SSX expression has also been found to be an early 
event in melanocytic neoplasia with 2/24 naevi showing 
nuclear staining [25].

Indications that the SSX family members (SSX1-
4, SSX4B, and SSX5) were regulated by miR-4731 
can be observed in Supplementary Table S2, which 
shows that these genes were pulled down in 3/3 cell 
lines with fold changes ranging from 2.3 to 56.86. As 
a general rule, the fold change enrichment does not 
necessarily reflect the biological consequence of the 
binding of the biotinylated miRNA, however in these 
cases, all transcripts (except SSX5) were associated 
as being under transcriptional control of miR-4731. 
Importantly, knockdown of SSX4 and SSX4B by 

siRNAs has previously been shown to result in marked 
reduction (~50%) in 2D colony formation in SK-MEL-37 
melanoma cells [26]. Strikingly, cell proliferation and 
migration were unaffected by the lack of SSX4 or SSX4B 
expression [26]. Furthermore, in A375 cells, induction 
of SSX2 expression using a lentiviral construct (above 
endogenous tumour levels) led to a reduction of cell 
viability and colony formation, and induced cell cycle 
G1 checkpoint arrest [27]. SSX2 expression was further 
found to induce DNA damage response which promoted 
genomic instability [27]. The authors also showed that 
knockdown of SSX2 expression had a similar effect to 
the overexpressed constructs, with cell growth being 
diminished [27]. Therefore, based on these data, the 
authors concluded that melanoma appears dependent on 
an optimal level of SSX2 expression [27]. With these data 
in mind, we selected SSX4 as a representative of the SSX 
family for further investigation. In the same 3 melanoma 
cell lines, overexpression of miR-4731 mimic resulted 
in a 1.2-7.5 fold reduction of SSX4 protein expression 
relative to miR-NEG-scr (Figure 4a). In keeping with 

Figure 3: The ‘Cell Cycle’ KEGG pathway is represented with miR-4731 target genes (red stars). This highlights that 
miR-4731 has the potential to play a critical role in modulating cell cycle progression.
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previously published observations, knockdown of 
SSX4 via a siRNA pool showed a complete ablation of 
2D colony formation (Figure 4b–4c) in all 3 cell lines. 
Importantly, overexpression of miR-4731 mimic had the 
same effect on colony formation as SSX4 knockdown 
in HT144 and MM96L, with MM253 (Figure 4b–4c) 
showing a 1.7 fold decrease (~41% reduction), similar 
to the prior observation in SK-MEL-37 [26]. The lesser 
effect observed in MM253 matches the SSX4 protein 
expression (1.2 fold decrease) (Figure 4a). Interestingly, 
despite the dramatic reduction in 2D colony formation, 
there was no significant change in cell viability (data 
not shown). These data mirror the previous study by 
Caballero et al. [26] and strongly suggest that miR-4731 
modulates this via its regulation of SSX4. Although the 
caveat exists that the level of miR-4731 overexpression 
may be higher than that seen in vivo, we would argue 
that given the observed effect on the majority of the 
transcripts assessed, especially SSX4 at the protein 
level, that this level of overexpression, may in the future 
actually have therapeutic relevance – i.e. enhancing the 
tumour suppressive role of miR-4731. We therefore 
speculate that since the expression of miR-4731 decreases 
upon distal metastatic spread [2], it could be inferred 
that SSX4 protein levels would also increase, leading to 
enhanced tumour formation.

Conclusions

What is apparent from the GSEA of the pulled-
down miR-4731 target genes is that a single miRNA has 
the potential to have multiple effects, being involved in 
regulating genes involved in key pathways/processes 

related to melanocyte biology and/or melanoma. The 
identification of these enriched processes was enhanced 
by the use of high-throughput techniques such as 
the synthetic biotinylated miRNA-duplex pull-down 
procedure used here [6, 7] combined with an integrated 
network analysis programs such as STRING [12] which 
provided novel insights into our dataset. The validated 
pathways that we have highlighted, together with the 
commonly pulled down genes such as the SSX family, 
provide a significant insight into the role of miR-4731 
in melanomagenesis. In our previous publication [2], we 
found that the expression of miR-4731 was significantly 
lower in tissues derived from stage IV patients compared 
with stage III tissues. These data suggests that miR-4731 
may have a tumour suppressive function (with loss of 
a tumour suppressor being favourable to the metastatic 
tumour). Together with the functionally validated effect 
of miR-4731 on SSX4 protein expression, we have many 
other gene targets to bolster this notion. For example, the 
target gene CDK4, is well known as a potent oncogene 
in melanoma which is normally regulated via the tumour 
suppressor CDKN2A (p16). Upon overexpression of miR-
4731, we have shown that CDK4 expression levels are 
reduced in 2/3 cell lines which provide further support of 
miR-4731 having a tumour suppressive role. In the future, 
we may see melanoma-related miRNAs like miR-4731 
being used for therapeutic purposes – i.e. specifically 
targeted to melanoma with the aim of restoring 
miRNA levels, and in turn their interacting partners, 
to homeostasis. Finally, identification of target genes 
of ‘tissue-specific’ miRNAs like miR-4731 may allow 
a greater understanding of the tumourigenic process, 
unique to each cancer type. Armed with this knowledge, 

Figure 4: a. SSX4 expression is reduced following transient transfection of miR-4731-5p (miR-4731) mimic (5 nM) as compared to miR-
Neg-scr control. +/- indicates overexpression of the miR-4731 mimic (+) or miR-Neg-scr control (-). Numbers indicate relative fold change. 
SSX4 (~22 kDa) and GAPDH (~37 kDa) were run and quantified on the same gel. b. HT144, MM96L, and MM253 and were transiently 
transfected with 5 nM of siSSX4, miR-4731 mimic, and a negative control (miR-Neg-scr) with colonies stained with crystal violet 10-
14 days post transfection. This assay was repeated twice in triplicate and representative results are shown. c. Graphical representation of 
colony counts in replicate wells performed for each respective colony assay.
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we envisage that better tailored therapeutic options could 
be devised.

MATERIALS AND METHODS

Cell culture and total RNA extraction

All melanoma cell lines (Supplementary Table S1) 
have been previously described [1, 28, 29].

Cell lines were cultured in RPMI-1640 (#31800-089, 
Life Technologies, Foster City, CA, USA) supplemented 
with 10% fetal bovine serum (FBS) (Life Technologies), 
HEPES, 100 U/ ml penicillin and 100 μg/ml streptomycin 
(Life Technologies), and incubated at 37°C (5% CO2). 
All cell lines were periodically authenticated via short 
tandem repeat profiling according to the manufacturer’s 
instructions (AmpFISTR Profiler Plus ID kit; Life 
Technologies).

Cells were harvested from the plate and column-
purified using the miRNeasy Kit (QIAGEN, Hilden, 
Germany) according to the manufacturer’s instructions. 
Ethical approval for the study was granted by the QIMR 
Berghofer's Human Research Ethics Committee (HREC), 
approval number P1237.

miScript quantitative RT-PCR validation

Cell lines were reverse transcribed using miScript 
II RT Kits (QIAGEN) according to the manufacturer’s 
instructions. Real-time PCR was subsequently performed 
with a miScript SYBR Green PCR Kit (QIAGEN) 
using the 7900HT Fast Real Time PCR System (Life 
Technologies). Data were analysed in Microsoft Excel 
using the ΔCT method compared to RNU6 which was 
assessed in each sample. ΔCT values were plotted 
and statistical analysis performed in GraphPad Prism 
(v6.04).

Biotin pull-downs and microarray hybridizations 
and data analysis

Melanoma cell lines (MM96L, MM253 and 
HT144; all were BRAF V600E mutant positive) were 
selected based on their high transfection ability together 
with having endogenous miR-4731 expression. Synthetic 
biotinylated microRNA-duplexes were designed for miR-
4731 (Sequence 1: /5Phos/rUrGrCrUrGrGrGrGrGrCrCr
ArCrArUrGrArGrUrGrUrG/3Bio/ Sequence 2: /5Phos/rC
rArCrArCrArArGrUrGrGrCrCrCrCrCrArArCrArUrU) 
along with a scrambled control (Sequence 1: /5Phos/rUrA
rUrCrCrCrCrUrUrUrGrCrCrUrGrCrUrUrUrUrCrC/3Bio/ 
Sequence 2: /5Phos/rUrArArGrCrUrArGrArCrCrGrGrAr
GrGrArGrGrGrC) according to specifications detailed in 
the methodology devised by Cloonan and collegues [6, 7] 
(and optimised for melanoma cell lines [1]) and purchased 
from Integrated DNA Technologies (Coralville, USA). 

Microarray hybridizations were carried out as previously 
described (1).

In an effort to be inclusive, gene lists from each 
cell line were generated if the transcript occurred at an 
increased level (≥1.15 fold; ranged up to 51 fold) in the 
miR-4731 ‘pull-down’ as compared to the Neg-Scr. Next, 
each gene list was compared using a Venn diagram in 
GeneSpring GX 12.5 (Agilent Technologies) to identify 
overlapping transcripts. If a transcript was present in 3/3 
cell lines, it was carried forward into subsequent analysis 
(Supplementary Figure S1).

Network analysis

Transcripts present in 3/3 cell lines were used to 
identify relationships amongst each gene along with 
enrichment for key signalling pathways. First, obsolete 
accession numbers, identified using Batch Entrez (http://
www.ncbi.nlm.nih.gov/sites/batchentrez) were removed 
from the dataset as they were no longer associated with 
a bona fide gene. A list of unique gene names was then 
generated which could be imported into STRING v9.1 
(http://string-db.org/) which allowed for the identification 
and visualisation of known and predicted protein-protein 
interactions [12]. Enrichment for significant pathways 
(KEGG; http://www.kegg.jp/kegg/pathway.html) and GO 
terms (Gene Ontology; http://geneontology.org/) were 
also performed using STRING v9.1. False discovery rates 
(FDR) (i.e. corrected Bonferroni P-value) were applied 
against a genome-wide level, to the associated pathway.

microRNA target site prediction

All transcripts that were present in 3/3 cell lines were 
confirmed to be a potential target gene using the binding 
algorithm miRanda v3.3a [30] downloaded from http://
www.microrna.org/microrna/getDownloads.do (miRan 
da-Aug2010 version). FASTA formatted sequences were 
obtained for miR-4731 from miRBASE (http://www 
.mirbase.org/) and target genes were identified using a 
batch query from the NCBI (http://www.ncbi.nlm.nih 
.gov/sites/batchentrez). The program was run using default 
conditions with exceptions (binding threshold was set to 
100). TargetScan [31] (Release 6.2: June 2012), miRDB 
[32], TargetMiner [33], and DIANA-microT-CDS [34] 
predicted transcripts were identified via online databases 
and compared to miRanda v3.3a.

Criteria for selecting genes for qRT-PCR 
validation

First, the host gene of miR-4731, PMP22 was 
selected to confirm if it was under transcriptional 
control of miR-4731. It is important to note that PMP22 
was also a pull-down target in 3/3 cell lines. Second, 
all genes that had ≥2 fold enrichment in 3/3 cell lines 
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(n=37) were selected. Third following the input of the 
1092 unique Gene Names into STRING v9.1 (n=1076 
were identified and present in the database), gene set 
enrichment was performed (GSEA) for KEGG pathways 
(cell cycle and oxidative phosphorylation), and the gene 
ontology (GO) terms: ‘Biological Process’, ‘Molecular 
Function’, and ‘Cellular Components’ (melanosomes). 
Significant ‘pathways’ were selected based upon a priori 
relevance to melanoma and/or melanocyte biology. The 
significant pathways selected (‘cell cycle’, ‘oxidation 
phosphorylation’, and ‘melanosomes’) had further 
restrictions imposed in an attempt to be more stringent. 
i.e. all genes present in these pathways must have been 
pulled down in ≥1.5 fold, in ≥2/3 cell lines (n=43). In 
addition, considering the importance of the melanosome  
in melanomagenesis, we selected additional genes (not 
present in the pull-down) relevant to this the melanosome 
(FSCN1, MLPH, RAB27A, and TYR), to observe the effect 
of miR-4731 overexpression.

Transient transfection of miR-4731 mimic 
and negative scrambled control in melanoma 
cell lines

Transfection conditions have been previously 
described [1]. miR-4731-5p mimic (#MSY0019853), and 
Negative Allstars control (#1027280; miR-NEG-scr) were 
purchased from QIAGEN. A final concentration of 5 nM 
of mimic and negative control were reverse-transfected 
into MM96L, MM253 and HT144 (30,000 cells/6-well) 
using Lipofectamine® RNAiMAX (Life Technologies) 
and harvested for RNA at 72 h. RNA and protein was 
extracted as previously described [1]. Each biological 
sample was a pool of three transfected wells from a 6-well 
plate. Two independent experiments were performed.

Custom RT2 profiler PCR array

First, 400 ng of RNA from duplicate biological 
samples (individual transfections), underwent cDNA 
synthesis using the RT2 First Strand Kit (QIAGEN) 
followed by qRT-PCR using the RT2 SYBR® Green qPCR 
Mastermix (QIAGEN) and the Custom RT2 Profiler PCR 
Array (QIAGEN) which contained the pre-designed 
primer assays for all selected pull-down transcripts 
(n=83) (Supplementary Table S7). The parameters were 
as per manufacturer’s instructions. The array also had the 
endogenous controls HPRT1, RPLP0, ACTB (also a target 
of miR-4731), GAPDH, B2M and TFRC together with 
controls for assessing gDNA contamination and technical 
reproducibility (triplicate wells of reverse-transcription 
controls (RTC) and a positive PCR control (PPC)). 
These controls allow for testing of the PCR efficiency, 
with the replicates testing for inter-well, and intra-plate 
consistency. Each 384 well plate had duplicate samples for 
the overexpression of miR-4731 and the negative control 

(i.e. 4 biological samples per plate). Real-Time PCR was 
performed using the ViiA™ 7 Real-Time PCR System 
(Life Technologies) as per manufacturer’s instructions. 
CT values were extracted using ViiA™ 7 Software v1.2.4 
(Life Technologies) and analysed using the RT2 Profiler 
PCR Array Data Analysis software (QIAGEN).

Western blot and protein analysis

Samples (40 μg total protein) were resolved on 
4–15% Mini-PROTEAN TGX gels (Bio-Rad, Hercules, 
USA) and transferred to PVDF membranes using a Trans-
Blot®Turbo™ (Bio-Rad, Hercules, USA). The following 
antibodies were used to detect SSX4 (#ab172215; Abcam) 
and GAPDH (#2275-PC-100, R&D systems) at 1:1000 
and 1:5000 dilutions respectively along with a HRP-linked 
anti-mouse secondary at 1:10,000 (Thermo Fisher) or anti-
rabbit secondary at 1:7500 (Merck Millipore). Enhanced 
chemiluminescence (ECL) detection of antibody binding 
was quantified using the C-Digit scanner and Image Studio 
software (Licor).

2D Colony assays

Melanoma cell lines (MM96L, MM253, and 
HT144) were reverse transfected with a SSX4 siRNA 
(siSSX4; # 1027416, siRNA #4, FlexiTube GeneSolution 
GS6759), a miR-4731-5p mimic (#MSY0019853), and 
a Negative Allstars control (#1027280; miR-NEG-scr) 
purchased from QIAGEN as described and seeded at a 
density of 1000 cells/well into a 6-well plate. Colonies 
were stained with crystal violet 10-14 days post 
transfection using standard methodology. Triplicate wells 
for each transfection were performed in two independent 
experiments. Colonies were counted using Clono-Counter 
software [35].

Cell viability assays

Cell viability assays were performed and determined 
using a modified sulforhodamine B (SRB; Sigma, St 
Louis, USA) assay [36]. Briefly, miRNA mimic and miR-
NEG-scr were reverse-transfected with melanoma cell 
lines and seeded into a 96-well plate (6 wells/transfection) 
then incubated at 37ºC with 5% CO2 for 96 h. Plates were 
fixed on day 4 with methylated spirits prior to performing 
the SRB assay and read at 564 nm using a plate reader 
(Molecular Devices, Sunnyvale, USA). Each experiment 
(6 wells) was performed in duplicate using independent 
transfections.

ACKNOWLEDGMENTS

The authors are grateful for the support of their 
colleagues in the Oncogenomics laboratory at QIMR 
Berghofer Medical Research Institute and are particularly 



Oncotarget49686www.impactjournals.com/oncotarget

grateful to Dr Nicole Cloonan for providing the biotin 
pull-down procedure prior to publication. The authors 
would also like to thank Drs Jennifer McMahon and 
Natalie Castrechini from QIAGEN for their advice and 
technical assistance. MSS holds a fellowship from the 
National Health & Medical Research Council of Australia 
(NHMRC) and was supported by a scholarship from the 
National Health & Medical Research Council of Australia 
(NHMRC) and the Queensland Government Smart Futures 
Fund. GMB is supported by the Wilson Fellowship for Skin 
Cancer Research administered by the Perpetual Foundation. 
PMP was supported by a CDF2 fellowship from the 
NHMRC. NKH holds a fellowship from the NHMRC.

CONFLICTS OF INTEREST

The authors state no conflicts of interest.

GRANT SUPPORT

The study was supported by the National Health 
and Medical Research Council (NHMRC) of Australia 
(633004) and the Merchant Charitable Foundation.

REFERENCES

1. Stark MS, Bonazzi VF, Boyle GM, Palmer JM, Symmons 
J, Lanagan CM, Schmidt CW, Herington AC, Ballotti 
R, Pollock PM, Hayward NK. miR-514a regulates the 
tumour suppressor NF1 and modulates BRAFi sensitivity 
in melanoma. Oncotarget. 2015; 6:17753-17763. doi: 
10.18632/oncotarget.3924.

2. Stark MS, Klein K, Weide B, Haydu LE, Pflugfelder A, 
Tang YH, Palmer JM, Whiteman DW, Scolyer RA, Mann 
GJ, Thompson JF, Long GV, Barbour AP, Soyer HP, Garbe 
C, Herington A, et al. The prognostic and predictive value 
of melanoma-related microRNAs using tissue and serum: 
a microRNA expression analysis. EBioMedicine. 2015; 
10.1016/j.ebiom.2015.05.011.

3. Li YJ, Liu G, Li Y, Vecchiarelli-Federico LM, Liu JC, 
Zacksenhaus E, Shan SW, Yang BB, Li Q, Dash R, Fisher 
PB, Archer MC, Ben-David Y. mda-7/IL-24 expression 
inhibits breast cancer through upregulation of growth 
arrest-specific gene 3 (gas3) and disruption of beta1 integrin 
function. Mol Cancer Res. 2013; 11:593-603.

4. Tong D, Heinze G, Pils D, Wolf A, Singer CF, Concin 
N, Hofstetter G, Schiebel I, Rudas M, Zeillinger R. Gene 
expression of PMP22 is an independent prognostic factor 
for disease-free and overall survival in breast cancer 
patients. BMC Cancer. 2010; 10:682.

5. Winslow S, Leandersson K, Larsson C. Regulation of 
PMP22 mRNA by G3BP1 affects cell proliferation in breast 
cancer cells. Mol Cancer. 2013; 12:156.

6. Martin HC, Wani S, Steptoe AL, Krishnan K, Nones K, 
Nourbakhsh E, Vlassov A, Grimmond SM, Cloonan N. 
Imperfect centered miRNA binding sites are common and 
can mediate repression of target mRNAs. Genome Biol. 
2014; 15:R51.

7. Wani S, Cloonan N. Profiling direct mRNA-microRNA 
interactions using synthetic biotinylated microRNA-
duplexes. bioRxiv. 2014.

8. Shin C, Nam JW, Farh KK, Chiang HR, Shkumatava A, 
Bartel DP. Expanding the microRNA targeting code: 
functional sites with centered pairing. Mol Cell. 2010; 
38:789-802.

9. Chi SW, Hannon GJ, Darnell RB. An alternative mode 
of microRNA target recognition. Nature structural & 
molecular biology. 2012; 19:321-327.

10. Bartel DP. MicroRNAs: target recognition and regulatory 
functions. Cell. 2009; 136:215-233.

11. van Rooij E, Kauppinen S. Development of microRNA 
therapeutics is coming of age. EMBO molecular medicine. 
2014; 6:851-864.

12. Franceschini A, Szklarczyk D, Frankild S, Kuhn M, 
Simonovic M, Roth A, Lin J, Minguez P, Bork P, von 
Mering C, Jensen LJ. STRING v9.1: protein-protein 
interaction networks, with increased coverage and 
integration. Nucleic Acids Res. 2013; 41:D808-815.

13. Lin JY, Fisher DE. Melanocyte biology and skin 
pigmentation. Nature. 2007; 445:843-850.

14. Zhu L, Wada M, Usagawa Y, Yasukochi Y, Yokoyama A, 
Wada N, Sakamoto M, Maekawa T, Miyazaki R, Yonenaga 
E, Kiyomatsu M, Murata M, Furue M. Overexpression of 
cathepsin D in malignant melanoma. Fukuoka igaku zasshi 
= Hukuoka acta medica. 2013; 104:370-375.

15. Alonso-Curbelo D, Riveiro-Falkenbach E, Perez-Guijarro 
E, Cifdaloz M, Karras P, Osterloh L, Megias D, Canon E, 
Calvo TG, Olmeda D, Gomez-Lopez G, Grana O, Sanchez-
Arevalo Lobo VJ, Pisano DG, Wang HW, Ortiz-Romero P, 
et al. RAB7 Controls Melanoma Progression by Exploiting 
a Lineage-Specific Wiring of the Endolysosomal Pathway. 
Cancer Cell. 2014; 26:61-76.

16. Nagashima K, Torii S, Yi Z, Igarashi M, Okamoto K, 
Takeuchi T, Izumi T. Melanophilin directly links Rab27a 
and myosin Va through its distinct coiled-coil regions. 
FEBS Lett. 2002; 517:233-238.

17. Hanahan D, Weinberg RA. Hallmarks of cancer: the next 
generation. Cell. 2011; 144:646-674.

18. Huang C, Sheng Y, Jia J, Chen L. Identification of 
melanoma biomarkers based on network modules by 
integrating the human signaling network with microarrays. 
Journal of cancer research and therapeutics. 2014; 
10:C114-124.

19. Schramm SJ, Mann GJ. Melanoma prognosis: a REMARK-
based systematic review and bioinformatic analysis of 



Oncotarget49687www.impactjournals.com/oncotarget

immunohistochemical and gene microarray studies. Mol 
Cancer Ther. 2011; 10:1520-1528.

20. Hall A, Meyle KD, Lange MK, Klima M, Sanderhoff M, 
Dahl C, Abildgaard C, Thorup K, Moghimi SM, Jensen 
PB, Bartek J, Guldberg P, Christensen C. Dysfunctional 
oxidative phosphorylation makes malignant melanoma 
cells addicted to glycolysis driven by the (V600E)BRAF 
oncogene. Oncotarget. 2013; 4:584-599. doi: 10.18632/
oncotarget.965.

21. Simpson AJ, Caballero OL, Jungbluth A, Chen YT, Old LJ. 
Cancer/testis antigens, gametogenesis and cancer. Nat Rev 
Cancer. 2005; 5:615-625.

22. Abate-Daga D, Speiser DE, Chinnasamy N, Zheng Z, Xu 
H, Feldman SA, Rosenberg SA, Morgan RA. Development 
of a T cell receptor targeting an HLA-A*0201 restricted 
epitope from the cancer-testis antigen SSX2 for adoptive 
immunotherapy of cancer. PLoS One. 2014; 9:e93321.

23. Tureci O, Sahin U, Schobert I, Koslowski M, Scmitt 
H, Schild HJ, Stenner F, Seitz G, Rammensee HG, 
Pfreundschuh M. The SSX-2 gene, which is involved in the 
t(X;18) translocation of synovial sarcomas, codes for the 
human tumor antigen HOM-MEL-40. Cancer Res. 1996; 
56:4766-4772.

24. Gure AO, Tureci O, Sahin U, Tsang S, Scanlan MJ, Jager 
E, Knuth A, Pfreundschuh M, Old LJ, Chen YT. SSX: 
a multigene family with several members transcribed 
in normal testis and human cancer. Int J Cancer. 1997; 
72:965-971.

25. dos Santos NR, Torensma R, de Vries TJ, Schreurs MW, 
de Bruijn DR, Kater-Baats E, Ruiter DJ, Adema GJ, van 
Muijen GN, van Kessel AG. Heterogeneous expression of 
the SSX cancer/testis antigens in human melanoma lesions 
and cell lines. Cancer Res. 2000; 60:1654-1662.

26. Caballero OL, Cohen T, Gurung S, Chua R, Lee P, Chen 
YT, Jat P, Simpson AJ. Effects of CT-Xp gene knock down 
in melanoma cell lines. Oncotarget. 2013; 4:531-541. doi: 
10.18632/oncotarget.921.

27. Greve KB, Lindgreen JN, Terp MG, Pedersen CB, Schmidt 
S, Mollenhauer J, Kristensen SB, Andersen RS, Relster 
MM, Ditzel HJ, Gjerstorff MF. Ectopic expression of 

cancer/testis antigen SSX2 induces DNA damage and 
promotes genomic instability. Molecular oncology. 2015; 
9:437-449.

28. Pavey S, Johansson P, Packer L, Taylor J, Stark M, Pollock 
PM, Walker GJ, Boyle GM, Harper U, Cozzi SJ, Hansen K, 
Yudt L, Schmidt C, Hersey P, Ellem KA, O'Rourke MG, et 
al. Microarray expression profiling in melanoma reveals a 
BRAF mutation signature. Oncogene. 2004; 23:4060-4067.

29. Dutton-Regester K, Aoude LG, Nancarrow DJ, Stark MS, 
O'Connor L, Lanagan C, Pupo GM, Tembe V, Carter 
CD, O'Rourke M, Scolyer RA, Mann GJ, Schmidt CW, 
Herington A, Hayward NK. Identification of TFG (TRK-
fused gene) as a putative metastatic melanoma tumor 
suppressor gene. Genes Chromosomes Cancer. 2012; 
51:452-461.

30. Enright AJ, John B, Gaul U, Tuschl T, Sander C, Marks 
DS. MicroRNA targets in Drosophila. Genome Biol. 2003; 
5:R1.

31. Friedman RC, Farh KK, Burge CB, Bartel DP. Most 
mammalian mRNAs are conserved targets of microRNAs. 
Genome Res. 2009; 19:92-105.

32. Wang X, El Naqa IM. Prediction of both conserved 
and nonconserved microRNA targets in animals. 
Bioinformatics. 2008; 24:325-332.

33. Bandyopadhyay S, Mitra R. TargetMiner: microRNA target 
prediction with systematic identification of tissue-specific 
negative examples. Bioinformatics. 2009; 25:2625-2631.

34. Paraskevopoulou MD, Georgakilas G, Kostoulas N, Vlachos 
IS, Vergoulis T, Reczko M, Filippidis C, Dalamagas T, 
Hatzigeorgiou AG. DIANA-microT web server v5.0: 
service integration into miRNA functional analysis 
workflows. Nucleic Acids Res. 2013; 41:W169-173.

35. Niyazi M, Niyazi I, Belka C. Counting colonies of 
clonogenic assays by using densitometric software. Radiat 
Oncol. 2007; 2:4.

36. Vichai V, Kirtikara K. Sulforhodamine B colorimetric 
assay for cytotoxicity screening. Nature protocols. 2006; 
1:1112-1116.


