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Long Noncoding RNA CRNDE Promotes Multiple
Myeloma Cell Growth by Suppressing miR-451
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It has been determined that long noncoding RNAs (IncRNAs) are identified as a potential regulatory fac-
tor in multiple tumors as well as multiple myeloma (MM). However, the role of colorectal neoplasia dif-
ferentially expressed (CRNDE) in the pathogenesis of MM remains unclear. In this study, we found that

the CRNDE expression level, in MM samples and cell lines, is highe
by real-time qPCR, which is also closely related to tumor progression ane
Knockdown of CRNDE significantly inhibits the proliferative vitality of

cues the inhibited tumorigenesis induced by CRNDE knoc
induces the proliferation and antiapoptosis capability of M
negatively targeting miR-451, which could act as a noveigli
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INTRODUCTION
Multiple myeloma (MM), a form of he ogic ciicer
originating from the malignant trans tio lasma

cells, is one of the most common d cancers'. Tt is
characterized by varioug al a physiologic
heterogeneities and ig ccompamed by a very
poor prognosis'. The 5-yedis ate of MM is about
40%*. Because MM is charaS@izgd by a very complex
pathogenesis, aberrations in m@fecular expression have
become essential regulators of cellular function, such as
proliferation, differentiation, and apoptosis™*. The iden-
tification of abnormally expressed molecules, includ-
ing microRNAs (miRNAs) and long noncoding RNAs
(IncRNAs), has undoubtedly contributed to the diagnosis
of MM’. Recently, research has confirmed that IncRNA
and miRNA could regulate the biological activities of
MM cells and play the role of tumor suppressor or onco-
gene in tumorigenesis and metastasis. It may even have
the effect of bidirectional regulation®. The exploration of
a novel functional molecule could provide a more effec-
tive therapeutic target for MM.

IncRNAs are a new sort of noncoding RNA longer
than 200 nucleotides without protein-coding capacity’.

an that in the control detected
poor survival in MM patients.
(U266 and RPMI-8226),
ransfected with siRNA,
agsay reveal the interac-
on shows that CRNDE is

ceRNA or molecular sponge via
arker and therapeutic target for MM.

The literature has reported that there are 6,736 IncRNA-
coding genes in humans; however, only 127 human IncRNAs
have been functionally annotated on the IncRNAdb.org
database®’. Many studies have revealed that IncRNAs
adjust gene expression through the processes of trans-
cription regulation, posttranscription regulation, genomic
imprinting, and chromatin modification'”"". Results have
suggested that IncRNAs play an essential role in the
osteogenic differentiation of bone marrow MSCs, includ-
ing MEG3 and MALAT1, which regulate the mechanism
of promoter-specific transcriptional activation. Colorectal
neoplasia differentially expressed (CRNDE), formerly
known as the LOC388279 or LOC643911 gene, is local-
ized to the 16q12.2 on the human chromosome. CRNDE
has been tested to be upregulated in colorectal carcino-
mas, gliomas, and other solid tumors, as well as in leu-
kemia and MM.

In our preceding study, we found that IncRNA CRNDE
is upregulated in the serum of MM patients. Based on this
phenomenon, we assumed that CRNDE is closely related
to the pathogenesis of MM. To expand this research, we
assessed the corresponding miRNA expression changes in
MM cell lines. Our study focuses on the effect of CRNDE
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on pathological progression and the combined effect of
IncRNA and miRNAs to biological features.

MATERIALS AND METHODS
Patients and Sample Collection

Seventy-seven MM and 19 healthy control samples
were collected from April 2011 to August 2016 at Hong-
Hui Hospital, Xi’an Jiaotong University. The study proto-
col was approved by the ethics committee of Xi’an Jiaotong
University. Informed written consent was obtained from
all patients and healthy controls.

Cell Culture and Transfection

Human MM cell lines (MM1.S, NCIH929, U266, and
RPMI-8226) were purchased from the Cell Bank of the
Chinese Academy of Sciences (Shanghai, P.R. China).
MM cell lines and normal plasma cells (nPCs) were cul-
tured in RPMI-1640 (Gibco, Carlsbad, CA, USA) sup-
plemented with 10% fetal bovine serum (FBS) and 1%
penicillin and streptomycin at 37°C with a 5% CO, atmo-
sphere. miR-451 inhibitor and siRNAs to CRNDE were
purchased from Genechem (Shanghai, PR. China). The
sequences were listed as follows: miR-451 inhibitor, 5’-
AGUGACGGACGUGUUGGGCCAU-3’; si-CRNDE-1,
5’-CCATTCCATTCATTTCTCTTTCCTA-3’;si-CRNDE-2
5’-CCTCTCATTATTCATTCCTTTCCTA-3". Cells
transfected with the indicated nucleotides or plagthids
using Lipofectamine 2000 (Invitrogen, Carlsb ,
according to manufacturer’s instructions.

Real-Time PCR

Total RNA was extracted ##6
TRIzol reagent (Invitrogg @
turer’s protocol. Expression Tecl#H@RIMDE and miR-
451 were determined by SYBRSQiemix Ex Taq (Takara,
Dalian, PR. China) according to the f#nufacturer’s instruc-
tions, as well as the other operation sequence. The follow-
ing primers were used: CRNDE, 5-CTAAGGTGGTCA
AGAGTAACAG-3’ (forward) and 5'-AAGACACCATC
GACTCTCGTAC-3" (reverse); miR-451, 5'-GCCGCTA
ATA CTGCCTGGTAATG-3" (forward) and 5-GTGCA
GGGTTCCGAGGT-3’ (reverse); U6, 5'-CGCTAGCAC
ATATCGGCTA-3’ (forward) and 5-TTCTGCGACGAA
TTTGTCAT-3’ (reverse). The level of gene expression
was expressed relative to B-actin and calculated using the
27*Ct method.

tissug@§ or cglls using
ing to manufac-

Cell Proliferation Assay

Cell proliferation assay was operated with the cell
counting kit-8 (CCK-8; Beyotime, Jiangsu, P.R. China).
The transfected cells were seeded into 96-well plates with
a density of 2,000 per well. After 48 h, CCK-8 (20 ul) was
added into each well and incubated at 37°C for 2 h. The
absorbance was detected at 450 nm.
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Colony Formation Assay

Cells were plated into six-well plates at a density of
600 per well and cultured for 14 days. The cells were
fixed with methanol and stained with 0.2% crystal vio-
let. After being washed mildly with PBS and air dried,
the visible colonies consisting of >50 cells were manu-
ally counted.

Dual-Luciferase Reporter Assay

The 3’-UTR of CRNDE was amplified using PCR
with primers. The amplified PCR products were then
cloned into the pMD-18T vector (TaKaRa, Shiga, Japan)
and confirmed by DNA sequencing. Afterward, these
sequences were gleased from pMD-18T vectors and
subcloned into .3
USA) and confirm
CRNDE-3'UTR v,
trol plasmid o mi

DNA sequencing. The pGL3-
ere cotransfected with con-
dsmid into U266 cells using
: s were seeded into 24-well
the luciferase activity was measured
stection by Dual-Luciferase Reporter

A ega). Firefly luciferase activity was nor-
alized to tlat of Renilla luciferase.
C e Analysis

ell cycle analysis was operated by Cell Cycle Analy-
s Kit (Lianke, PR. China). Cells (4x10° per well) were
seeded into six-well plates for 24 h and starved in FBS-
free medium for 12 h. The transfected cells were then
harvested and fixed with 500 ul of 70% cold ethanol for
2 h. After centrifugation at 2,000 rpm for 10 min, DNA
staining was carried out with 1 ml of propidium iodide
(PD) at room temperature for 30 min. Cell cycle distri-
bution was analyzed by measuring DNA content using
flow cytometry, and profiles were generated using flow
cytometry with Modifit software (BD Biosciences, San
Jose, CA, USA).

Apoptosis Analysis

Apoptotic cells were performed by Annexin-V/Dead
Cell Apoptosis Kit (Invitrogen). Briefly, cells (1x 10° per
well) were seeded into six-well plates and resuspended in
binding buffer. Cells were starved in FBS-free medium
for 12 h before being treated with the indicated agents
for 48 h. Cells were resuspended in double staining with
annexin V-FITC and PI. Finally, cells were analyzed using
a FACScan flow cytometer (Becton Dickinson, San Jose,
CA, USA) equipped with cell quest software (Becton
Dickinson).

Statistical Analysis

All experimental data were presented as mean=standard
deviation (SD). Differences were analyzed by SPSS 19.0
and GraphPad software with Student’s #-test or one-way
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ANOVA. A value of p<0.05 was considered as a signifi-
cant difference.

RESULTS

Expression of CRNDE Was Upregulated in MM
Patients and Cell Lines

In the initial stage of our research project, we detected
the relative expression level of CRNDE in MM patients
(n="77) and normal healthy controls (n=19). The expres-
sion of CRNDE in MM patients was observably higher
than in normal healthy controls (Fig. 1A). We assessed
CRNDE expression in MM cell lines, including MM. 1S,
NCI-H929, U266, and RPMI-8226, and compared them
to normal healthy bone marrow-derived plasma cells
(nPCs) using quantitative RT-PCR (qRT-PCR). The results
showed that the expression of CRNDE in the four cell
lines was markedly increased compared with that of
nPCs (Fig. 1B). Thus, existing evidence showed that
CRNDE expression was upregulated in both tissues and
cell lines.

To evaluate the interrelation within CRNDE expression
and MM patients’ prognosis, we applied Kaplan—-Meier
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analysis and log-rank test. The results showed that the
overall survival of patients with a high CRNDE expres-
sion level had a poorer prognosis than those with a low
expression (Fig. 1C). The above results indicate that the
upregulated expression of CRNDE might play an impor-
tant tumor-promoting role in the development of MM.

Knockdown of CRNDE Inhibited Proliferation and
Induced Cell Cycle Arrest and Apoptosis

On the basis of our previous study, we found that
IncRNA CRNDE was significantly overexpressed in MM
samples and cell lines compared to the control. CRNDE
siRNA was transfected into U266 and RPMI-8226 cell
lines (Fig. 2A). CCK-8 and colony formation assays
showed that NDE knockdown observably repressed
proliferation and 8@lony formation vitality (Fig. 2B-D).
Furthermore, nockdown significantly induced
cell cycle arrest , phase and promoted apopto-
sis of U d 8226 cells. Our data convincingly

indicate CRIDE knockdown inhibits the tumorigen-
ici of Is, which also illustrates its potential
m omoting effect.

*%*

Relative CRNDE expression
b
*

—— CRNDE low expression
—— CRNDE high expression
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Figure 1. Expression of CRNDE was increased in multiple myeloma (MM) patients and cell lines and predicts a poor prognosis.
(A) Relative expressions of colorectal neoplasia differentially expressed (CRNDE) in MM patients and healthy controls were exam-
ined using quantitative real-time (qQRT)-PCR analysis. Statistical analysis was performed with Student’s t-test. (B) CRNDE expres-
sion was significantly higher in MM cell lines (MM.1S, H929, U266, and RPMI-8226) than in normal, healthy bone marrow-derived
plasma cells (nPCs). (C) Difference of overall survival between high and low CRNDE expression demonstrated by Kaplan—Meier
analysis. Data are presented as the meantstandard deviation (SD). *p<0.05, **p<0.01 compared to the control.
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Figure 2. Knockdown of CRNDE inhibited proliferation and induced cell cycle arrest and apoptosis in U266 and RPMI-8226 cells.
(A) Knockdown of CRNDE with siRNAs in U266 and RPMI-8226 cell lines. (B, C) Cell viability was determined at the indicated
time points after seeding into 96-well plates using the cell counting kit-8 (CCK-8) assay. (D) Clone number of colony formation
assay. (E-G) Cell cycle arrest in the G/G, phase. (H, I) Apoptosis of MM cells detected by flow cytometry. Data are presented as the

meantSD. *p<0.05 compared to the control.

CRNDE Acts as Target of miR-451

To investigate the related miRNA in MM cell lines, we
transfected si-NC and si-CRNDE into U266 cells and then
detected the miRNA expression by real-time PCR. A series
of miRNAs that expressed differently in MM were detected
by gRT-PCR, and miR-451 expression was markedly increa-
sed compared to the others (Fig. 3A). In addition, miR-451

was downregulated in the MM samples (Fig. 3B). Bioinfor-
matics analysis (Starbase v2.0) for the feasible interaction
predicted a putative complementary region at the 3-UTR
of CRNDE and miR-451 (Fig. 3C). Afterward, the align-
ment of complementary binding of miR-451 and CRNDE
3-UTR was verified by dual-luciferase reporter assay
(Fig. 3D). Pearson’s correlation showed that CRNDE was
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negatively correlated to miR-451 expression in human MM
samples. The above results effectively indicate that CRNDE
directly targeted miR-451 and negatively mediates it.

miR-451 Inhibitor Rescued the Inhibition of CRNDE
Knockdown on Tumorigenesis of MM

Rescue experiments were applied to assess whether
CRNDE knockdown mediated the inhibition of tum-
origenesis on MM through targeting miR-451. In U244
cells stably cotransfected with si-CRNDE, the miR-451

A B
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expression was observably higher than that in the si-NC
group, which was reversed by the miR-451 inhibitor
(Fig. 4A). The cotransfection of the miR-451 inhibitor
rescued inhibition of si-CRNDE on cell proliferation and
colony formation (Fig. 4B and C). Similarly, the miR-451
inhibitor cotransfection significantly reversed cell cycle
arrest in the G/G, phase and the promotion of apoptosis
induced by si-CRNDE (Fig. 4D-G). The results indicated
that CRNDE knockdown exerted tumor inhibition par-
tially through regulating miR-451.
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Figure 4. miR-451 inhibitor rescued the inhibition of CRNDE knockdown on tumorigenesis of MM in U266 cells. (A) U266 cells were
respectively cotransfected with the miR-451 inhibitor and si-CRNDE. Expression of miR-451 is shown. (B) Cell viability was detected by
the CCK-8 assay at the indicated time. (C) Clone number of colony formation assay. (D, E) Cell cycle arrest detected by flow cytometry.
(F, G) Apoptosis was detected by flow cytometry. Data are presented as the mean=SD. *p<0.05, **p<0.01 compared to the control.



CRNDE PROMOTES MM GROWTH BY SUPPRESSING miR-451

DISCUSSION

On the foundation of our existing research results,
we observed that the IncRNA CRNDE expression level
is closely related to the clinicopathologic feature of MM
patients. High expression of CRNDE indicates a poorer
prognosis and lower overall survival of patients than
those with low expression, which has been verified with
Kaplan—Meier analysis and log-rank test. In addition, the
CRNDE expression in MM cell lines, including MM. 1S,
NCI-H929, U266, and RPMI-8226, is markedly higher
than in nPCs. Thus, existing evidence indicates that the
upregulated expression of CRNDE might play an impor-
tant tumor-promoting role in the development of MM.

To explore the regulating effect of CRNDE on MM
cancer progression, we structured CRNDE knockdown
by targeting with siRNA. With the CRNDE being obvi-
ously decreased, proliferation is inhibited and apoptosis
is increased. In addition, CRNDE knockdown induces
cell cycle arrest in the G,/G, phase. IncRNA CRNDE has
been identified as a tumor oncogene in glioma, which is
closely related to glioma tumor progression and could
be an independent prognostic factor'”. In renal cell car-
cinoma, CRNDE overexpression promotes cell prolifera-
tion via activating the Wnt/B-catenin pathway. CRND
regulates the RCC cell cycle transition from the G§G;
stage to the S stage and promotes cell proliferati
growth in vitro and in vivo'". Therefore, our re

erfully reveal the participation of CRNRE#n th&@sumor
physiological metabolism of MM, whi I-
ther study.

competing endogenous
played a more signifigg pes of tumori-
i cancer'®, gastric
cancer'’, and breast cancer'”. 9§ means of computational
prediction, the targeting relatigffships within IncRNAs
and miRNAs have been continually reported in phyma-
tology. Emerging evidence and studies have revealed
that the ceRNA activity of IncRNAs binding to miRNAs
functions as a sponge in pathophysiological conditions.
IncRNAs together with miRNAs mediate a series of bio-
logical and pathological processes, including cell cycle,
gene transcription, and posttranscriptional regulation'®.
In addition, the cross-function of IncRNAs and miRNAs
has been tested in multiple tumor types'”.

After being transfected with siRNA, various miRNA
expression changes were compared to the control group.
When CRNDE is downregulated, miR-451 expression
observably increases, whereas lower expression is origi-
nally downregulated in MM patients. Bioinformatics
analysis and luciferase assay reveal the interaction by
complementary bonding between CRNDE and miR-451.
Pearson’s correlation shows that CRNDE is negatively
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correlated to miR-451 expression in human MM tissues.
Rescue experiments show that the miR-451 inhibitor
could rescue the proliferation capability, cell cycle arrest
in the G,/G, phase, and antiapoptosis function. Results
show that CRNDE could bind with miR-451 to func-
tion as a molecular sponge in mediating miRNAs. In
colorectal cancer, IncRNA CRNDE acts as a competing
endogenous RNA to promote metastasis and oxaliplatin
resistance by sponging miR-181a-5p and miR-136"*'. In
addition, CRNDE knockdown decreases hepatoblastoma
proliferation viability and its angiogenic effect in vitro,
and reduces tumor growth and angiogenesis in vivo via
regulating mTOR signaling”. In MM side population
cells, miR-451 targets tuberous sclerosis 1 gene and acti-
vates the PI3KA8kt/mTOR signaling®. The above results
strongly suppo hypothesis that CRNDE plays a
significant role or biological regulation through

pabihi r MM by acting as a ceRNA or molecular

sponge negatively targeting miR-451, which could
servedas a promising diagnostic marker and therapeutic
for MM.
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