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ABSTRACT

Thyroid cancer is one of the most prevalent endocrine neoplasm. The present 
study examined the effects of Colorectal Neoplasia Differentially Expressed (CRNDE) 
on the progression of papillary thyroid cancer (PTC), and explored the underlying 
molecular mechanisms. Quantitative real-time PCR was used to detect CRNDE, miR-
384 and pleiotrophin (PTN) mRNA expression. Western blot was used to measure PTN 
protein levels. Cell proliferation, cell growth, cell invasion and migration of PTC cells 
were determined by CCK-8, colony formation, transwell invasion and migration assays, 
respectively. CRNDE was up-regulated in PTC tissues and cell lines. Overexpression of 
CRNDE promoted BCPAP cell proliferation, invasion and migration, while knock-down 
of CRNDE suppressed K1 cell proliferation, invasion and migration. CRNDE negatively 
regulated the expression of miR-384 in PTC cells, which was further confirmed by 
luciferase reporter assay. MiR-384 was down-regulated and inversely correlated with 
CRNDE expression in PTC tissues. MiR-384 suppressed cell proliferation, invasion and 
migration in PTC cells, and enforced expression of miR-384 attenuated the oncogenic 
effects of CRNDE in PTC cells. PTN was predicted as a downstream target of miR-
384, which was confirmed by luciferase reporter assay, and PTN was up-regulated in 
PTC tissues, and was negatively correlated with miR-384 expression and positively 
correlated with CRNDE expression in PTC tissues. In summary, our results suggested 
that the CRNDE/miR-384/PTN axis may play an important role in the regulation of 
PTC progression, which provides us with new insights into understanding the PTC.

INTRODUCTION

Thyroid cancer is one of the most prevalent 
endocrine neoplasm with new cases of ~300,000 
worldwide, and the median age at diagnosis for thyroid 
cancer is ~50 years old and the annual death is ~40,000 

[1]. Papillary thyroid cancer (PTC) accounts for 80% of 
all thyroid cancers, and is the most common histological 
type [2]. The 5-year survival rate for PTC patients is more 
than 90% [3]. However, ~20% of the PTC patients had 
lymph node metastasis and the patients undergoing total 
thyroidectomy are with a regional recurrence of ~10% 
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[3]. Currently, the gold standard for diagnosis is needle 
aspiration biopsy, but the predicative value for recurrence 
is rather limited, due to the limited understanding of the 
mechanisms underlying PTC progression [4]. In this 
regard, investigating the molecular mechanism underlying 
PTC progression is extremely imperative and necessary.

The long non-coding RNAs (lncRNAs) are a class 
of non-coding RNA longer than 200 nucleotides, and can 
not be translated into proteins [5]. LncRNAs involved 
in may key biological processes, such as transcription 
regulation, epigenetic regulation, chromatin remodeling 
and mRNA processing [6]. Growing evidence has showed 
that lncRNAs play important roles in a wide range of 
human cancers [7, 8]. The lncRNA, Colorectal Neoplasia 
Differentially Expressed (CRNDE) was first identified 
in colorectal adenomas and adenocarcinomas, and the 
CRNDE locus spans ~10 kb and comprises five core 
exons with an additional exon that is infrequently present 
in transcripts [9]. Apart from the the oncogenic role of 
CRNDE in colorectal adenomas and adenocarcinomas, the 
dysregulations of CRNDE were also found in other types 
of cancers including liver cancer [10], gastric cancer [11], 
gallbladder carcinoma [12], breast cancer [13], glioma 
[14]. Recently, CRNDE was found to be up-regulated 
in the PTC tissues [15]. However, the functional role of 
CRNDE in the PTC progression is unclear.

MicroRNAs (miRNAs) are a class of endogenous, 
small non-coding RNAs containing about 22 nucleotides, 
and they can degrade mRNA molecules or inhibit 
the translation by targeting the 3' untranslated region 
(3'UTR) of the targeted genes [16]. MiRNAs have been 
found to involve in various biological actions, such as 
tumorigenesis and cancer metastasis, and the dysregulation 
of miRNAs has been demonstrated in a large number of 

studies about various types of cancers [17]. In the PTC, 
miRNAs, such as miR-96 [18], miR-146-5p [19], and 
miR-155 [20], were found to promote the tumor growth 
of PTC ; while miRNAs, such as miR-150 [21], miR-
497 [22], and miR-613 [23] inhibited cell proliferation, 
invasion/migration of PTC cells. Recently, miR-384 was 
found to involve in the cancer progression of glioma [24], 
hepatocellular carcinoma [25], and colorectal cancer [26]. 
However, up to date, the functional role of miR-384 in 
PTC was not examined.

In the present study, we firstly examined the in 
vitro functional role of CRNDE in PTC cell lines, and the 
interaction between CRNDE and miR-384 was predicted 
by bioinformatics analysis and confirmed by the luciferase 
reporter assay. In addition, the effects of miR-384 on PTC 
cells proliferation, invasion/migration were examined, and 
the downstream targets of miR-384 was also explored. The 
present study aimed to elucidate the effects of CRNDE, 
miR-384 and the downstream targets of miR-384 on the 
progression of PTC.

RESULTS

CRNDE is up-regulated in PTC tissues and PTC 
cell lines

To confirm the expression of CRNDE in PTC 
tissues, we performed qRT-PCR experiments to determine 
the expression of CRNDE in 40 adjacent normal thyroid 
tissues and 40 PTC tissues, and CRNDE in the PTC tissues 
was up-regulated compared with adjacent normal tissues 
(Figure 1A). The expression of CRNDE was also detected 
in normal thyroid cells (Nthy-ori 3-1) and PTC cell lines 
(BCPAP, KTC-1 and K1 cells), and the expression of 

Figure 1: CRNDE is up-regulated in PTC tissues and PTC cell lines. (A) Analysis of 40 paired tumor tissue samples (adjacent 
non-tumor tissue samples and tumor tissues) showed that the expression of CRNDE was increased in tumor tissues (PTC) compared 
with adjacent normal tissues (N = 40), ***P<0.001. (B) CRNDE expression was up-regulated in PTC cells (BCPAP, KTC-1 and K1 cells) 
compared with normal PT cells (Nthy-ori 3-1) (N = 4), **P<0.01, ***P<0.001.
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CRNDE in PTC cells were significantly higher than that 
in Nthy-ori 3-1 cells (Figure 1B).

Effects of CRNDE overexpression/suppression 
on the proliferation and invasion/migration in 
PTC cells

To further look into the functional actions of 
CRNDE in PTC, we performed a series of in vitro assays 
including CCK-8, colony formation, transwell invasion 
and migration assays in the BCPAP and K1 cells. The 
up-regulation of CRNDE was achieved by transfecting 
the BCPAP cells with CRNDE overexpressing vector 
(pcDNA3.1-CRNDE) (Figure 2A). The overexpressing 
effects of CRNDE were examined in BCPAP cells, 
as shown in Figure 2, CRNDE overexpression by 
transfecting BCPAP cells with CRNDE overexpression 
vectors significantly promoted cell proliferation (Figure 
2B), increased the number of colonies (Figure 2C), 
and also increased the number of invaded cells (Figure 
2D) and migrated cells (Figure 2E). On the other hand, 
the down-regulation of CRNDE was achieved by 
transfecting the K1 cells with CRNDE siRNAs (CRNDE 
siRNA#1 and CRNDE siRNA#2), and we found that 
CRNDE siRNA#1 was more effective in suppressing the 
expression of CRNDE than CRNDE siRNA#2 (Figure 
2F), thus, CRNDE siRNA#1 was used for further studies. 
The knock-down effects of CRNDE were examined 
in K1 cells, CRNDE knock-down by transfecting K1 
cells with CRNDE siRNA#1 significantly suppressed 
cell proliferation (Figure 2G), decreased the number of 
colonies (Figure 2H), and also suppressed the number of 
invaded cells (Figure 2I) and migrated cells (Figure 2J).

MiR-384 is a target of CRNDE

As lncRNAs were found to have interaction with 
miRNAs, the predicted miRNAs that interacts with 
CRNDE was analyzed by the starbase software, and we 
found that miR-384 was a potential target of CRNDE 
(Figure 3A). In order to further confirm the interaction 
between CRNDE and miR-384, the wild type CRNDE 
and mutated CRNDE reporter vectors were constructed to 
perform the luciferase reporter assay. As shown in Figure 
3B, miR-384 mimics transfection reduced the luciferase 
activity of wild type CRNDE reporter vector, while miR-
384 inhibitors transfection enhanced the luciferase activity 
of wild type CRNDE reporter vector; while miR-384 
mimics transfection or miR-384 inhibitors transfection 
had no significant effect on the luciferase activity of 
mutated CRNDE reporter vector (Figure 3C). In addition, 
overexpression of CRNDE in BCPAP cells suppressed 
the expression of miR-384 compared with control group 
(Figure 3D); knock-down of CRNDE in K1 cells increased 
the expression of miR-384 compared with control group 
(Figure 3E).

Effects of miR-384 overexpression/suppression 
on the proliferation and invasion/migration in 
PTC cells

The expression of miR-384 in normal thyroid cells 
and PTC cell lines was determined by qRT-PCR, and 
miR-384 was down-regulated in PTC cell lines compared 
with Nthy-ori 3-1 cells (Figure 4A). To further look into 
the functional actions of miR-384 in PTC, we performed 
a series of in vitro assays including CCK-8, colony 
formation, transwell invasion and migration assays in 
the BCPAP and K1 cells. The up-regulation of miR-384 
was achieved by transfecting the K1 cells with miR-384 
mimics (Figure 4B), and miR-384 mimics transfection in 
K1 cells significantly suppressed cell proliferation (Figure 
4C), reduced the number of colonies (Figure 4D), and 
also reduced the number of invaded cells (Figure 4E) and 
migrated cells (Figure 4F). On the other hand, the down-
regulation of miR-384 was achieved by transfecting the 
BCPAP cells with miR-384 inhibitors (Figure 4G), and the 
knock-down effects of miR-384 were examined in BCPAP 
cells, and miR-384 inhibitors transfection in BCPAP cells 
significantly enhanced cell proliferation (Figure 4H), 
increased the number of colonies (Figure 4I), and also 
increased the number of invaded cells (Figure 4J) and 
migrated cells (Figure 4K).

MiR-384 is down-regulated and inversely 
correlated with CRNDE expression in PTC 
tissues

To examine the expression of miR-384 in PTC 
tissues, we performed qRT-PCR experiments to determine 
the expression of miR-384 in 40 adjacent normal thyroid 
tissues and 40 PTC tissues, and miR-384 in the PTC 
tissues was down-regulated compared with adjacent 
normal tissues (Figure 5A). The Spearman correlation 
analysis showed that miR-384 expression was inversely 
correlated with CRNDE expression in PTC tissues (Figure 
5B).

The effects of CRNDE in PTC cells is dependent 
on miR-384

To further determine if the effects of CRNDE is 
dependent on miR-384, the rescue experiments were 
performed. Transfection with miR-384 mimics alone 
significantly suppressed cell proliferation, decreased 
the number of colonies, the number of invaded and 
migrated cells in BCPAP cells compared with Mimics 
NC group (Supplementary Figure 1). Co-transfection 
with CRNDE overexpressing vector and mimics NC 
enhanced cell proliferation (Figure 6A), increased the 
number of colonies (Figure 6B), the number of invaded 
cells (Figure 6C) and the number of migrated cells (Figure 
6D) compared with co-transfection with empty vector 
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and mimics control; while co-transfection with CRNDE 
overexpressing vector and miR-384 mimics significantly 
attenuated cell proliferation, cell growth and cell invasion/
migration compared with co-transfection with CRNDE 
overexpressing vector and mimics NC (Figure 6).

PTN is a target of miR-384

As miRNAs were found to regulate gene 
expressions via targeting the 3'UTR, the targets of miR-
384 were predicted by Targetscan, and we found that PTN 
was a potential target of miR-384 (Figure 7A). In order 
to further confirm the interaction between miR-384 and 
PTN, the wild type 3'UTR of PTN and mutated 3'TUR 
of PTN reporter vectors were constructed to perform the 
luciferase reporter assay. As shown in Figure 7B, miR-
384 mimics transfection reduced the luciferase activity of 
wild type 3'UTR of PTN reporter vector, while miR-384 
inhibitors transfection enhanced the luciferase activity of 
wild type 3'TUR of PTN reporter vector; while miR-384 
mimics transfection or miR-384 inhibitors transfection had 
no significant effect on the luciferase activity of mutated 
3'UTR of PTN reporter vector (Figure 7C). In addition, 

miR-384 mimics transfection in K1 cells suppressed the 
expression of of PTN mRNA and protein compared with 
control group (Figure 7D); and knock-down of CRNDE 
suppressed the expression of PTN mRNA and protein in 
K1 cells (Figure 7E). On the other hand, overexpression 
of CRNDE increased the expression of PTN mRNA and 
protein in BCPAP cells compared with control group 
(Figure 7F), and miR-384 inhibitors transfection in 
BCPAP cells increased the expression of PTN mRNA 
protein compared with control group (Figure 7G).

To further determine if the effects of miR-384 
is dependent on PTN, the rescue experiments were 
performed. Co-transfection with miR-384 mimics and 
empty vector suppressed cell proliferation (Figure 8A), 
decreased the number of colonies (Figure 8B), the number 
of invaded cells (Figure 8C) and the number of migrated 
cells (Figure 8D) compared with co-transfection with 
empty vector and mimics control; while co-transfection 
with miR-384 mimics and PTN overexpressing 
significantly promoted cell proliferation, cell growth and 
cell invasion/migration compared with co-transfection 
with miR-384 mimics and empty vector (Figure 8).

Figure 2: Effects of CRNDE overexpression/suppression on the proliferation and invasion/migration in PTC cells. 
(A) BCPAP cells transfected with CRNDE-overexpressing vector showed a dramatically increased expression of CRNDE compared with 
empty vector. (B) CRNDE overexpression in BCPAP cells promoted cell proliferation compared with control group (NC) as measured by 
CCK-8 assay. (C) BCPAP cells transfected CRNDE overexpressing vector showed an increased growth ability compared with control group 
(NC) as measured by colony formation assay. (D) Overexpression of CRNDE increased the number of invaded BCPAP cells compared 
with control group (NC) as measured by transwell invasion assay. (E) BCPAP cell transfected with CRNDE overexpressing vector had an 
increase in the migrated cells compared with control group (NC) as measured by transwell migration assay. (F) K1 cells transfected with 
CRNDE siRNAs showed a decreased expression of CRNDE compared with scrambled siRNA transfection. (G) CRNDE suppression in 
K1 cells inhibited cell proliferation compared with control group (siRNA NC) as measured by CCK-8 assay. (H) K1 cells transfected with 
CRNDE siRNA showed a decreased growth ability compared with control group (siRNA NC) as measured by colony formation assay. (I) 
Suppression of CRNDE decreased the number of invaded K1 cells compared with control group (siRNA NC) as measured by transwell 
invasion assay. (J) Suppression of CRNDE in K1 cells inhibited cell migration compared with control group (NC) as measured by transwell 
migration assay. N = 4, *P<0.05, **P<0.01, ***P<0.001.



Oncotarget110556www.impactjournals.com/oncotarget

Figure 3: MiR-384 is a target of CRNDE. (A) The seed sequence of miR-384 matched the sequence of CRNDE gene. The sequences 
include the wild type (WT) and mutated (MUT) target sites, the mature miR-384 and the target sequence bound by miR-384. (B) Luciferase 
report assay of HEK293 cells co-transfected with CRNDE reporter plasmid containing WT sequences and miR-384 mimics or miR-384 
inhibitors, or their corresponding negative controls i.e. mimics NC and inhibitors NC, and luciferase reporter activity was suppressed by 
miR-384 mimics transfection and increased by miR-384 inhibitors transfection. (C) Luciferase report assay of HEK293 cells co-transfected 
with CRNDE reporter plasmid containing MUT sequences and miR-384 mimics or miR-384 inhibitors, or their corresponding negative 
controls, and luciferase reporter activity was not affected by miR-384 mimics transfection and miR-384 inhibitors transfection. (D) The 
BCPAP cells transfected with CRNDE overexpressing vector showed a decreased expression of miR-384 in BCPAP cells compared with 
control group (NC). (E) The K1 cells transfected with CRNDE siRNA showed an increased expression of miR-384 compared with control 
group (siRNA NC). N = 4, *P<0.05, **P<0.01.

Expression of PTN in PTC tissues and its 
correlation with miR-384 and CRNDE

To examine the expression of PTN in PTC tissues, 
we performed qRT-PCR experiments to determine the 
expression of PTN mRNA in 40 adjacent normal thyroid 
tissues and 40 PTC tissues, and PTN in the PTC tissues 
was up-regulated compared with adjacent normal tissues 
(Figure 9A). The Spearman correlation analysis showed 

that PTN mRNA expression was inversely correlated 
with miR-384 expression in PTC tissues (Figure 9B), and 
positively correlated with CRNDE expression in PTC 
tissues (Figure 9C).

DISCUSSION

In the present study, the main findings showed 
CRNDE was up-regulated in the PTC tissues and PTC 
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cell lines, and overexpression of CRNDE promoted PTC 
cell proliferation, invasion and migration, and down-
regulation of CRNDE exerted suppressive effects on 
PTC cell proliferation, invasion and migration. Further 
mechanistic studies highlighted the important roles of 
CRNDE/miR-384/PTN axis in the progression of PTC, in 
which CRNDE promotes cell proliferation, invasion and 
migration at least partly via competitively binding miR-
384 in papillary thyroid cancer.

CRNDE was first identified in the colorectal 
adenomas and adenocarcinomas, and the functional role 
of CRNDE was demonstrated in various types of cancers. 
CRNDE was found to promote cell growth and invasion 
through mTOR signaling in glioma [11], and CRNDE 
also promoted tumor growth in medulloblastoma [27]. 
In the gallbladder cancer, CRNDE acted as a scaffold 
of DMBT1 and C-IAP1 complexes to activate PI3K-
AKT pathway, which subsequently promoted gallbladder 

Figure 4: Effects of miR-384 overexpression/suppression on the proliferation and invasion/migration in PTC cells. 
(A) MiR-384 expression was down-regulated in PTC cells compared with normal PT cells. (B) K1 cells transfected with miR-384 mimics 
showed a dramatically increased expression of miR-384 compared with empty vector. (C) MiR-384 mimics transfection in K1 cells 
suppressed cell proliferation compared with control group (Mimics NC) as measured by CCK-8 assay. (D) K1 cells transfected with miR-
384 mimics showed a decreased growth ability compared with control group (Mimics NC) as measured by colony formation assay. (E) 
Overexpression of miR-384 decreased the number of invaded K1 cells compared with control group (Mimics NC) as measured by transwell 
invasion assay. (F) K1 cell transfected with miR-384 mimics had a decrease in the migrated cells compared with control group (Mimics 
NC) as measured by transwell migration assay. (G) BCPAP cells transfected with miR-384 inhibitors showed a decreased expression of 
miR-384 compared with inhibitors NC transfection. (H) MiR-384 down-regulation in BCPAP cells increased cell proliferation compared 
with control group (Inhibitors NC) as measured by CCK-8 assay. (I) BCPAP cells transfected with miR-384 inhibitors showed an increased 
growth ability compared with control group (Inhibitors NC) as measured by colony formation assay. (J) Suppression of miR-384 increased 
the number of invaded BCPAP cells compared with control group (Inhibitors NC) as measured by transwell invasion assay. (K) Suppression 
of miR-384 in BCPAP cells inhibited cell migration compared with control group (NC) as measured by transwell migration assay. N = 4, 
*P<0.05, **P<0.01, ***P<0.001.
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Figure 5: MiR-384 is down-regulated and inversely correlated with CRNDE expression in PTC tissues. (A) Analysis 
of 40 paired tumor tissue samples (adjacent non-tumor tissue samples and tumor tissues) showed that the expression of miR-384 was 
decreased in tumor tissues (PTC) compared with adjacent normal tissues (n = 40), *P<0.05. (B) Spearman correlation analysis showed that 
miR-384 was inversely correlated with CRNDE in PTC tissues, r = -0.4524, P<0.01.

Figure 6: The effects of CRNDE in PTC cells is dependent on miR-384. (A) CCK-8 assay analysis was performed to examine 
the proliferation of BCPAP cells co-transfected with CRNDE overexpression vector (or empty vector) and miR-384 mimics (or mimics 
NC). (B) Colony formation analysis was performed to examine the cell growth of BCPAP cells co-transfected with CRNDE overexpression 
vector (or empty vector) and miR-384 mimics (or mimics NC). (C) Transwell invasion and (D) transwell migration assays were performed 
to examined the cell invasion and migration of BCPAP cells co-transfected with CRNDE overexpression vector (or empty vector) and miR-
384 mimics (or mimics NC). N = 4, *P<0.05.
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Figure 7: PTN is a target of miR-384. (A) The seed sequence of miR-384 matched the sequence of PTN 3'UTR. The sequences 
include the wild type (WT) and mutated (MUT) target sites, the mature miR-384 and the target sequence bound by miR-384. (B) Luciferase 
report assay of HEK293 cells co-transfected with PTN 3'UTR reporter plasmid containing WT sequences and miR-384 mimics or miR-384 
inhibitors, or their corresponding negative controls i.e. mimics NC and inhibitors NC, and luciferase reporter activity was suppressed by 
miR-384 mimics transfection and increased by miR-384 inhibitors transfection. (C) Luciferase report assay of HEK293 cells co-transfected 
with PTN 3'UTR reporter plasmid containing MUT sequences and miR-384 mimics or miR-384 inhibitors, or their corresponding negative 
controls, and luciferase reporter activity was not affected by miR-384 mimics transfection and miR-384 inhibitors transfection. (D) The K1 
cells transfected with miR-384 mimics showed an increased expression of PTN mRNA and protein compared with control group (Mimics 
NC). (E) The K1 cells transfected with CRNDE siRNA showed a decreased expression of PTN mRNA and protein compared with control 
group (siRNA NC). (F) The BCPAP cells transfected with CRNDE overexpressing vector showed an increased expression of PTN mRNA 
and protein in BCPAP cells compared with control group (NC). (G) The BCPAP cells transfected with miR-384 inhibitors showed an 
increased expression of PTN mRNA and protein compared with control group (Inhibitors NC). N = 4, *P<0.05, **P<0.01, ***P<0.001.
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Figure 8: The effects of miR-384 in PTC cells is dependent on PTN. (A) CCK-8 assay analysis was performed to examine the 
proliferation of K1 cells co-transfected with miR-384 mimics (or mimics NC) and PTN overexpressing vectors (or empty vectors). (B) 
Colony formation analysis was performed to examine the cell growth of K1 cells co-transfected with miR-384 mimics (or mimics NC) and 
PTN overexpressing vectors (or empty vectors). (C) Transwell invasion and (D) transwell migration assays were performed to examined 
the cell invasion and migration of K1 cells co-transfected with miR-384 mimics (or mimics NC) and PTN overexpressing vectors (or empty 
vectors). N = 4, *P<0.05.

carcinoma carcinogenesis [12]. CRNDE can also activate 
Wnt/β-catenin signaling pathway in human breast 
cancer [13]. In the thyroid cancer, CRNDE was found 
to be up-regulated in the PTC tissues and CRNDE was 
associated with poor prognosis in PTC patients [15]. In 
agreement with previous studies, we demonstrated the up-
regulation of CRNDE in PTC tissues. in vitro functional 
assays showed that overexpression of CRNDE promoted 

cell proliferation, invasion and migration, while down-
regulation of CRNDE suppressed cell proliferation, 
invasion and migration in PTC cell lines, suggesting that 
CRNDE may play an oncogenic role in PTC.

The underlying mechanisms of lncRNAs 
regulating cancer progression may be via targeting the 
downstream miRNAs. In the breast cancer, CRNDE acted 
as a molecular sponge of miR-136 to promote cancer 
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progression [13]. CRNDE also promoted colorectal cancer 
cell proliferation and chemoresistance via interacting with 
miR-181a-5p [28]. In gastric cancer, CRNDE promoted 
cancer progression via targeting miR-145 [11]. In the 
present study, the bioinformatics analysis revealed the 
potential interaction between CRNDE and miR-384, 
which was confirmed by luciferase reporter assay. 
Overexpression of CRNDE suppressed the expression of 

miR-384, and down-regulation of CRNDE increased the 
expression of miR-384 in PTC cell lines, and enforced 
expression of miR-384 attenuated the oncogenic effects 
of CRNDE, suggesting that CRNDE acted as a molecular 
sponge of miR-384 to promote cancer progression in 
PTC. Consistently, CRNDE promoted hepatic carcinoma 
cell proliferation, invasion and migration by sponging 
miR-384 [10], and CRNDE also promoted malignant 

Figure 9: Expression of PTN in PTC tissues and its correlation with miR-384 and CRNDE. (A) Analysis of 40 paired tumor 
tissue samples (adjacent non-tumor tissue samples and tumor tissues) showed that the expression of PTN was increased in tumor tissues 
(PTC) compared with adjacent normal tissues (n = 40), ***P<0.001. (B) Spearman correlation analysis showed that PTN was inversely 
correlated with miR-384 in PTC tissues, r = -0.4351, P<0.01, and (C) PTN was positively correlated with CRNDE in PTC tissues, r = 
0.3687, P<0.05.
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progression of glioma by attenuating miR-384/PIWIL4/
STAT3 axis [24]. The functional role of miR-384 was 
shown in glioma [24], hepatocellular carcinoma [25], 
and colorectal cancer [26], and miR-384 suppressed the 
cancer progression in these cancers. In our study, we 
showed that miR-384 was down-regulated in PTC tissues 
and cell lines, and overexpression of miR-384 increased 
PTC cell proliferation, invasion and migration, while 
knock-down of miR-384 exerted suppressive effects. 
Collectively, these results may imply that miR-384 was 
tumor-suppressive in PTC. Apart from functional role of 
CRNDE as a competitive endogenous RNA, CRNDE also 
played the oncogenic role via acting a scaffold of DMBT1 
and C-IAP1 complexes to activating PI3K-AKT pathway 
in gallbladder cancer [12]. In addition, the histone 
acetylation in the promoter region of CRNDE accounted 
for the CRNDE up-regulation, and the level of CRNDE 
expression could be regulated by mammalian Target of 
Rapamycin signaling in glioma [29]. Due to the effects 
of CRNDE on diverse signaling pathways, further studies 
may be performed to fully understand the CRNDE/miR-
384/PTN in PTC progression.

In the present study, PTN was predicted as a 
downstream target of miR-384, which was confirmed by 
luciferase reporter assay. PTN, also known as heparin-
binding growth-associated molecule, is a 136-amino 
acid secreting growth/differentiation cytokine that is 
developmentally regulated [30]. PTN was found to be 
up-regulated in various types of human cancers, and 
overexpression of PTN was suggested to promote cell 
proliferation and angiogenesis, contributing to cancer 
progression [31–33]. Recent study also demonstrated 
the concentration in the fine-needle aspiration thyroid 
tissues was increased PTC [34]. Mechanistically, PTN 
was found to exert its functional role via interacting with 
cell surface proteoglycans, or via binding to its selective 
cell surface receptor, protein tyrosine phosphatase receptor 
Z1 (PTPRZ1) [35], which results in the accumulation of 
tyrosine phosphorylation of multiple downstream proteins 
including calmodulin, β-catenin, and SRC kinase [35–37]. 
The phosphorylation of these downstream proteins has 
been suggested to be related to the activation activation of 
multiple pro-tumorigenic signaling cascades, which in turn 
promote cancer cancer progression [38]. Consistently, our 
results showed that PTN was up-regulated in PTC tissues 
and the mRNA expression level of PTN was negatively 
correlated with miR-384 expression, but positively 
correlated with CRNDE expression in PTC tissues. In 
addition, PTN was negatively regulated by miR-384 in 
PTC cells, and overexpression of PTN attenuated the 
tumor-suppressive effects of miR-384 in PTC cells. Taken 
together, these results may suggest that miR-384 regulated 
the PTC progression via targeting PTN.

In conclusion, our results demonstrated the 
oncogenic role of CRNDE in PTC and regulatory role of 
CRNDE in PTC progression may be partly via CRNDE/

miR-384/PTN axis. However, the down-stream targets of 
CRNDE were not limited to miR-384 and further studies 
may examine other potential target of CRNDE to full 
elucidate the role of CRNDE in PTC progression.

MATERIALS AND METHODS

Patients and thyroid tissues collection

PTC tissues and paired adjacent noncancerous 
thyroid tissues were collected from 40 patients diagnosed 
with thyroid cancer from Jan 2014 to Dec 2016 at 
Shaoxing People's Hospital. All the patients had no 
chemotherapy or radiotherapy before surgery. All the 
studies were approved by the Ethical Committee of 
Shaoxing People's Hospital and informed consent was 
obtained from all patients.

Cell lines and cell culture

Human thyroid normal cell line, Nthy-ori 3-1, PTC 
cell lines (BCPAP, KTC-1, and K1), and HKE 293 cells 
were purchased from ATCC company (ATCC, Manassas, 
USA). All the cells were cultured in the Dulbecco's 
modified Eagles' medium (DMEM, Invitrogen, Carlsbad, 
USA) supplemented with 10% fetal bovine serum (FBS, 
Invitrogen), and maintained in a humidified incubator with 
5% CO2 at 37°C.

Oliogoribonucleotides synthesis, plasmid 
constructs, and cell transfection

MiR-384 mimics, miR-384 inhibitors and the 
respective negative control (NC) miRNAs (mimics 
NC, and inhibitors), and CRNDE siRNA (CRNDE 
siRNA#1 and CRNDE siRNA#2) and the NC (siRNA 
NC) were purchased from Ribobio (Guangzhou, China). 
The CRNDE overexpressing vectors (pcDNA3.1-
CRNDE) and the empty vector (pcDNA3.1), and the 
PTN overexpressing vectors (pcDNA3.1-PTN) and the 
empty vector (pcDNA3.1) were purchased from GeneRay 
(Shanghai, China). The miRNAs, siRNAs or plasmids 
were transfected/co-transfected by using Lipofectamine 
2000 reagent (Invitrogen) according to the manufacturer's 
instructions. At 48 h after transfection/co-transfection, 
cells were subjected to further experimentation.

RNA extraction quantitative real-time PCR 
(qRT-PCR)

Total RNA was isolated from cell lines and patient 
tissues by using TRIzol reagent (Invitrogen) according 
to the manufacturer’s instructions. RNA samples were 
reverse-transcribed by Prime ScriptTM RT reagent kit 
(Takara, Dalian, China). Real time PCR was performed 
on an ABI7500 real-time PCR system (Foster City, USA) 
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using SYBR Premix Ex TaqTM (Takara). U6 was used as 
an internal control for miR-384 and GAPDH was used as 
internal control for CRNDE and PTN.

CCK-8 assay

The transfected cells were seeded in 96-well plates 
and at 0 h, 24 h, 48 h and 96 h post-treatment, 10 μL of 
CCK-8 solution (Beyotime, Beijing, China) was added 
into each well, followed by incubation for 4 h according 
to the manufacturer's instructions. The OD values was 
measured at 450 nm using a microplate reader (Bio-Tek, 
Winooski, USA).

Colony formation assay

The transfected cells were seeded in 6-well plates at 
a density of ~500 cells/well and incubated with DMEM 
medium with 10% FBS at 37°C. Two weeks after seeding, 
the cells were fixed and stained with 0.1% crystal violet, 
and the number of colonies were examined under a light 
microscope.

Transwell invasion and migration assays

Cells were re-suspended in 100 μL serum-free 
medium and were plated in the top chamber of each 
insert (8-μm pore size, Corning, USA) with a Matrigel-
coated membrane (BD Bioscience, San Jose, USA) for 
the transwell invasion assay and a non-Matrigel-coated 
membrane for the Transwell migration assay. Lower 
chambers of the inserts were filled with DMEM medium 
with 10% FBS. After 12 h of incubation, cells that 
invaded/migrated to the lower surface of the insert were 
fixed, stained, and counted under a light microscope.

Western blot assay

Proteins from cells were extracted by using the lysis 
RIPA buffer. The extracted proeins were then subjected 
to 10% SDS-PAGE electrophoresis and transferred onto 
the PVDF membranes. The membranes were blocked 
with 5% skimmed milk at room temperature for 1 h, 
and then the membranes were incubated overnight at 
4°C with the following primary antibodies: anti-PTN 
(1:1000, Abcam, Cambridge, UK) and β-actin (1:2000, 
Abcam), and the membranes were incubated with HRP-
conjugated secondary antibodies (Abcam) for 1 h at room 
temperature. The bands were visualized by using the ECL 
kit (Thermo Fisher Scientific, Rockford, USA).

Luciferase reporter assay

HEK293 cells seeded in 24-well plates, and 
HEK293 cells were co-transfected with pmirGLO-
CRNDE-WT, or pmirGLO-CRNDE-MUT, or pmirGLO-
3'UTR of PTN-WT, or pmirGLO-3'UTR of PTN-MUT 

and miR-384 mimics, or miR-384 inhibitors, or the 
respective miRNA NCs. The transfection was performed 
by using the Lipofectamine 2000 reagent (Invitrogen). 
Luciferase activities were measured 48h after transfection 
using the dual-luciferase reporter assay system (Promega, 
Madison, USA).

Statistical analysis

All the graphs-plotting and data analysis were 
performed by using the GraphPad Prism Version 6.0 
software. All the data were shown as mean ± standard 
deviation. The significant differences between different 
groups were analyzed by t-test (comparison for two groups) 
or one-way ANOVA (comparison for more than two 
groups). The relationship between miR-384 and its target 
genes were analyzed by the Spearman's correlation analysis. 
P<0.05 was considered to be statistically significant.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

FUNDING

This study was supported by the Young Scholar 
Grant of Shaoxing People's Hospital, Shaoxing Hospital of 
Zhejiang University (No.2017B15) and the  Shaoxing City 
Science and Technology Bureau Grant (No.2015B70043).

REFERENCES

1. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2017. CA 
Cancer J Clin. 2017; 67:7–30.

2. Pelizzo MR, Merante Boschin I, Toniato A, Pagetta C, 
Casal Ide E, Mian C, Rubello D. Diagnosis, treatment, 
prognostic factors and long-term outcome in papillary 
thyroid carcinoma. Minerva Endocrinol. 2008; 33:359–379.

3. La Vecchia C, Malvezzi M, Bosetti C, Garavello W, 
Bertuccio P, Levi F, Negri E. Thyroid cancer mortality 
and incidence: a global overview. Int J Cancer. 2015; 
136:2187–2195.

4. Schneider DF, Chen H. New developments in the diagnosis 
and treatment of thyroid cancer. CACancer J Clin. 2013; 
63:374–394.

5. Delas MJ, Hannon GJ. LncRNAs in development and 
disease: from functions to mechanisms. Open Biol. 2017; 
7:170121.

6. Salehi S, Taheri MN, Azarpira N, Zare A, Behzad-
Behbahani A. State of the art technologies to explore 
long non-coding RNAs in cancer. J Cell Mol Med. 2017; 
21:3120–3140.

7. Gao P, Wei GH. Genomic insight into the role of lncRNA in 
cancer susceptibility. Int J Mol Sci. 2017; 18:E1239.



Oncotarget110564www.impactjournals.com/oncotarget

8. Peng WX, Koirala P, Mo YY. LncRNA-mediated regulation 
of cell signaling in cancer. Oncogene. 2017; 36:5661–5667.

9. Graham LD, Pedersen SK, Brown GS, Ho T, Kassir Z, 
Moynihan AT, Vizgoft EK, Dunne R, Pimlott L, Young GP, 
Lapointe LC, Molloy PL. Colorectal neoplasia differentially 
expressed (CRNDE), a novel gene with elevated expression 
in colorectal adenomas and adenocarcinomas. Genes 
Cancer. 2011; 2:829–840.

10. Chen Z, Yu C, Zhan L, Pan Y, Chen L, Sun C. LncRNA 
CRNDE promotes hepatic carcinoma cell proliferation, 
migration and invasion by suppressing miR-384. Am J 
Cancer Res. 2016; 6:2299–2309.

11. Hu CE, Du PZ, Zhang HD, Huang GJ. Long noncoding 
RNA CRNDE promotes proliferation of gastric cancer 
cells by targeting miR-145. Cell Physiol Biochem. 2017; 
42:13–21.

12. Shen S, Liu H, Wang Y, Wang J, Ni X, Ai Z, Pan H, Liu 
H, Shao Y. Long non-coding RNA CRNDE promotes 
gallbladder carcinoma carcinogenesis and as a scaffold of 
DMBT1 and c-IAP1 complexes to activating PI3K-AKT 
pathway. Oncotarget. 2016; 7:72833–72844. https://doi.
org/10.18632/oncotarget.12023.

13. Huan J, Xing L, Lin Q, Xui H, Qin X. Long noncoding 
RNA CRNDE activates wnt/beta-catenin signaling pathway 
through acting as a molecular sponge of microRNA-136 in 
human breast cancer. Am J Transl Res. 2017; 9:1977–1989.

14. Kiang KM, Zhang XQ, Zhang GP, Li N, Cheng SY, Poon 
MW, Pu JK, Lui WM, Leung GK. CRNDE expression 
positively correlates with EGFR activation and modulates 
glioma cell growth. Target Oncol. 2017; 12:353–363.

15. Luo YH, Liang L, He RQ, Wen DY, Deng GF, Yang H, 
He Y, Ma W, Cai XY, Chen JQ, Chen G. RNA-sequencing 
investigation identifies an effective risk score generated by 
three novel lncRNAs for the survival of papillary thyroid 
cancer patients. Oncotarget. 2017; 8:74139–74158. https://
doi.org/10.18632/oncotarget.18274.

16. Pishkari S, Paryan M, Hashemi M, Baldini E, Mohammadi-
Yeganeh S. The role of microRNAs in different types of 
thyroid carcinoma: a comprehensive analysis to find new 
miRNA supplementary therapies. J Endocrinol Invest. 2017.

17. Petrovic N, Ergun S, Isenovic ER. Levels of microRNA 
heterogeneity in cancer biology. Mol Diagn Ther. 2017; 
21:511–523.

18. Song HM, Luo Y, Li DF, Wei CK, Hua KY, Song JL, Xu 
H, Maskey N, Fang L. MicroRNA-96 plays an oncogenic 
role by targeting FOXO1 and regulating AKT/FOXO1/bim 
pathway in papillary thyroid carcinoma cells. Int J Clin Exp 
Pathol. 2015; 8:9889–9900.

19. Geraldo MV, Fuziwara CS, Friguglieti CU, Costa RB, 
Kulcsar MA, Yamashita AS, Kimura ET. MicroRNAs 
miR-146-5p and let-7f as prognostic tools for aggressive 
papillary thyroid carcinoma: a case report. Arq Bras 
Endocrinol Metabol. 2012; 56:552–557.

20. Zhang X, Li M, Zuo K, Li D, Ye M, Ding L, Cai H, Fu 
D, Fan Y, Lv Z. Upregulated miR-155 in papillary thyroid 
carcinoma promotes tumor growth by targeting APC and 
activating wnt/beta-catenin signaling. J Clin Endocrinol 
Metab. 2013; 98:E1305–E1313.

21. Osako Y, Seki N, Koshizuka K, Okato A, Idichi T, Arai 
T, Omoto I, Sasaki K, Uchikado Y, Kita Y, Kurahara H, 
Maemura K, Natsugoe S. Regulation of SPOCK1 by dual 
strands of pre-miR-150 inhibit cancer cell migration and 
invasion in esophageal squamous cell carcinoma. J Hum 
Genet. 2017; 62:935–944.

22. Wang P, Meng X, Huang Y, Lv Z, Liu J, Wang G, Meng W, 
Xue S, Zhang Q, Zhang P, Chen G. MicroRNA-497 inhibits 
thyroid cancer tumor growth and invasion by suppressing 
BDNF. Oncotarget. 2017; 8:2825–2834. https://doi.
org/10.18632/oncotarget.13747.

23. Qiu W, Yang Z, Fan Y, Zheng Q. MicroRNA-613 inhibits 
cell growth, migration and invasion of papillary thyroid 
carcinoma by regulating SphK2. Oncotarget. 2016; 
7:39907–39915. https://doi.org/10.18632/oncotarget.9530.

24. Zheng J, Liu X, Wang P, Xue Y, Ma J, Qu C, Liu Y. 
Crnde promotes malignant progression of glioma by 
attenuating miR-384/PIWIL4/STAT3 axis. Mol Ther. 2016; 
24:1199–1215.

25. Lai YY, Shen F, Cai WS, Chen JW, Feng JH, Cao J, Xiao 
HQ, Zhu GH, Xu B. MiR-384 regulated IRS1 expression 
and suppressed cell proliferation of human hepatocellular 
carcinoma. Tumour Biol. 2016; 37:14165–14171.

26. Wang YX, Chen YR, Liu SS, Ye YP, Jiao HL, Wang SY, 
Xiao ZY, Wei WT, Qiu JF, Liang L, Liao WT, Ding YQ. 
MiR-384 inhibits human colorectal cancer metastasis by 
targeting KRAS and CDC42. Oncotarget. 2016; 7:84826–
84838. https://doi.org/10.18632/oncotarget.12704.

27. Song H, Han LM, Gao Q, Sun Y. Long non-coding RNA 
CRNDE promotes tumor growth in medulloblastoma. Eur 
Rev Med Pharmacol Sci. 2016; 20:2588–2597.

28. Han P, Li JW, Zhang BM, Lv JC, Li YM, Gu XY, Yu 
ZW, Jia YH, Bai XF, Li L, Liu YL, Cui BB. The lncRNA 
CRNDE promotes colorectal cancer cell proliferation and 
chemoresistance via miR-181a-5p-mediated regulation of 
wnt/beta-catenin signaling. Mol Cancer. 2017; 16:9.

29. Wang Y, Wang Y, Li J, Zhang Y, Yin H, Han B. CRNDE, 
a long-noncoding RNA, promotes glioma cell growth and 
invasion through mTOR signaling. Cancer Lett. 2015; 
367:122–128.

30. Kurtz A, Schulte AM, Wellstein A. Pleiotrophin and 
midkine in normal development and tumor biology. Crit 
Rev Oncog. 1995; 6:151–177.

31. Shi Y, Ping YF, Zhou W, He ZC, Chen C, Bian BS, Zhang 
L, Chen L, Lan X, Zhang XC, Zhou K, Liu Q, Long H, et 
al. Tumour-associated macrophages secrete pleiotrophin to 
promote PTPRZ1 signalling in glioblastoma stem cells for 
tumour growth. Nat Commun. 2017; 8:15080.



Oncotarget110565www.impactjournals.com/oncotarget

32. Yao J, Zhang LL, Huang XM, Li WY, Gao SG. Pleiotrophin 
and N-syndecan promote perineural invasion and tumor 
progression in an orthotopic mouse model of pancreatic 
cancer. World J Gastroenterol. 2017; 23:3907–3914.

33. Zha L, He L, Xie W, Cheng J, Li T, Mohsen MO, Lei F, 
Storni F, Bachmann M, Chen H, Zhang Y. Therapeutic 
silence of pleiotrophin by targeted delivery of siRNA and 
its effect on the inhibition of tumor growth and metastasis. 
PLoS One. 2017; 12:e0177964.

34. Jee YH, Sadowski SM, Celi FS, Xi L, Raffeld M, Sacks DB, 
Remaley AT, Wellstein A, Kebebew E, Baron J. Increased 
pleiotrophin concentrations in papillary thyroid cancer. 
PLoS One. 2016; 11:e0149383.

35. Meng K, Rodriguez-Pena A, Dimitrov T, Chen W, Yamin M, 
Noda M, Deuel TF. Pleiotrophin signals increased tyrosine 
phosphorylation of beta beta-catenin through inactivation 
of the intrinsic catalytic activity of the receptor-type protein 

tyrosine phosphatase beta/zeta. Proce Natl Acad Sci U S A. 
2000; 97:2603–2608.

36. Polykratis A, Katsoris P, Courty J, Papadimitriou E. 
Characterization of heparin affin regulatory peptide 
signaling in human endothelial cells. J Biol Chem. 2005; 
280:22454–22461.

37. Makinoshima H, Ishii G, Kojima M, Fujii S, Higuchi 
Y, Kuwata T, Ochiai A. PTPRZ1 regulates calmodulin 
phosphorylation and tumor progression in small-cell lung 
carcinoma. BMC Cancer. 2012; 12:537.

38. Ulbricht U, Eckerich C, Fillbrandt R, Westphal M, Lamszus 
K. RNA interference targeting protein tyrosine phosphatase 
zeta/receptor-type protein tyrosine phosphatase beta 
suppresses glioblastoma growth in vitro and in vivo. J 
Neurochem. 2006; 98:1497–1506.


