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Abstract. The aberrant expression of microRNAs (miRs)
has a significant impact on the biological characteristics of
lymphocytes, and is important in the pathogenesis of diffuse
large B-cell lymphoma (DLBCL). It has been demonstrated,
using miR profiling and detecting distinct miR signatures, that
certain miRs may accurately distinguish different subtypes
and prognostic classifications of DLBCL, as well as distin-
guish DLBCL from other more indolent lymphomas, including
follicular lymphoma. miRs are excellent biomarkers for cancer
diagnosis and prognosis. In DLBCL, specific miR expression
profiles in the tissues of patients are associated with prog-
nosis and clinical outcome. Over the past decade, there has
been substantial investigation concerning the pathogenetic,
diagnostic and prognostic roles of miRs in DLBCL. The aim
of the present review is to describe the aberrant expression of
miRs in DLBCL, and the functions, potential clinical use and
possible therapeutic targets of miRs in this disease.
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1. Introduction

Diffuse large B-cell lymphoma (DLBCL) is the most common
subtype of non-Hodgkin's lymphoma (NHL), and accounts
for approximately one third of patients with NHL. DLBCL
is an aggressive malignancy and, due to its heterogeneity in
genetic abnormalities, clinical features, response to treatment
and prognosis, patients with DLBCL have highly variable
outcomes (1). Despite the improvement in DLBCL treat-
ment, which includes the combination of rituximab with
cyclophosphamide, adriamycin, vincristine and prednisone
(R-CHOP), 25-33% of patients succumb to DLBCL (2).
Therefore, studies that investigate methods to provide earlier
diagnosis and discrimination between subtypes of DLBCL
and additional therapies and individual treatment are required.

MicroRNAs (miRs) are a family of small regulatory RNA
molecules. These non-coding RNAs are 18-24 nucleotides
in length and regulate gene expression by pairing with the
3'-untranslated region of a target messenger (m) RNA, which
leads to the inhibition of protein translation and/or induc-
tion of mRNA degradation (3). miRs modulate critical cell
processes, including cell growth, development and differen-
tiation (3). Previously, it has been demonstrated that miRs
are important in tumor development, and that they may
act as tumor suppressor genes or oncogenes (4). Altered
expression levels of miRs have been associated with specific
cell-differentiation stages, cancer types, tumor stages and
patient response to treatments, and the expression patterns
of specific miRs are powerful diagnostic and prognostic
tools (5,6). Previous studies have demonstrated that miRs
in the serum or plasma are extremely stable and may be
detected at low quantities, even at picogram concentra-
tions (5,7). Consequently, miRs are considered to be efficient,
non-invasive markers for use in clinical diagnosis, differ-
entiation between pathological types and clinical stages,
selection of chemotherapy and prediction of therapeutic
effect. Furthermore, one therapeutic target, MRX34, which
is a mimic of miR-34a, has entered phase I clinical trials for
the treatment of patients with primary liver cancer (8). This
may provide an alternative therapeutic target for patients
with other types of cancer, including DLBCL. The present
review focuses on the results of recent studies and briefly
describes the aberrant expression of miRs in DLBCL, and
the functions, potential clinical use and possible therapeutic
targets of miRs in this disease.
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2. Aberrant expression of miRs in DLBCL

Numerous studies have indicated that the aberrant expression
of miRs is associated with various types of human cancer,
including lymphomas (9-12). Since the development of
genomics, miRs have become a region of increased interest
within cancer research. Therefore, numerous methods
have been developed for the detection of miRs, including
reverse transcription-quantitative polymerase chain reaction
(RT-gqPCR), which, due to high sensitivity and specificity, is the
most useful and commonly used method (13). RT-qPCR has
led to the detection of numerous miRs that are dysregulated
in DLBCL compared with normal controls. Fang et al (14)
reported that five miRs (miR-15a, miR-16-1, miR-21, miR-29¢
and miR-155) were significantly elevated in the serum of
DLBCL patients compared with normal controls, whilst serum
miR-34a was downregulated in these patients compared with
controls. Roehle et al (15) reported that there were 15 miRs
differentially expressed between DLBCL and normal tissues;
four miRs (miR-210, miR-155, miR-106a and miR-17-5p) had
a significantly increased expression, and 11 miRs (miR-150,
miR-145, miR-328, miR-139, miR-99a, miR-10a, miR-95,
miR-149, miR-320, miR-151 and miR-let7e) had a signifi-
cantly decreased expression in DLBCL tissues compared
with normal tissues. Among these 15 miRs, the expression of
miR-210 was the most increased and miR-150 was the most
decreased (15). In addition, Roehle et al (15) demonstrated
that the expression profiles of various miRs had the ability to
distinguish between different lymphomas, including DLBCL
and follicular lymphoma (FL), and the DLBCL germinal center
B cell (GCB) subgroup and non-GCB subgroups. This finding
was also revealed by Lawrie et al (16), who reported that miR
expression profiles varied between activated B cell (ABC) and
GCB subtypes of DLBCL; the ABC-type immunophenotype
expressed significantly higher levels of miR-155, miR-221 and
miR-21 compared with GCB-like immunophenotypes.

3. Functions and targets of dysregulated miRs in DLBCL

Previous studies have confirmed that miRs are involved in the
pathogenesis of DLBCL (17,18). In 2009, Li et al (19) used
a miR chip method to analyze the expression of pathological
tissues from 59 patients with DLBCL and 26 types of existing
DLBCL cell lines. The authors proposed that 63 miRs are
involved in the development and progression of DLBCL.
Understanding the biological function of these miRs may aid
in elucidating the pathogenesis of DLBCL.

miR-155 has carcinogenic potential and is frequently
upregulated in B-cell lymphoproliferative disorders (3).
Studies have demonstrated that, compared with normal
controls, miR-155 is significantly upregulated in DLBCL, and
that its expression is significantly increased in patients with
non-GCB-type versus GCB-type DLBCL (20). The central role
of miR-155 in the pathogenesis and aggressiveness of DLBCL
has been clearly defined (9): miR-155 directly downregulates
V-Myc avian myelocytomatosis viral oncogene homolog
(MYC) antagonists, including mitotic arrest deficient-like 1,
MYC-associated factor X (MAX)-interacting protein 1, and
MAX network transcriptional repressor. miR-155 may act
in combination with MYC or MYC-associated pathways,
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which leads to the transformation of B cells (21). miR-155 is
essential for the growth of DLBCL cells in vitro, their ability
to effectively move from GI to S phase of the cell cycle, and
inhibition of apoptosis in these cells (22). Other studies have
demonstrated that miR-155 may target mRNAs that function
in key cell signal transduction pathways (23-25) and cell cycle
regulatory pathways (26). In addition, a study reported that the
oncogenic activity of miR-155 is correlated with B-cell integra-
tion cluster (BIC) RNA (27), which has been associated with the
upregulation of c-MYC. However, Rai et al (28) identified no
association between the BIC transcript and mature miR-155 in
DLBCL. Subsequently, Rai et al (24) studied the functions and
regulator target genes of miR-155, and confirmed that miR-155
directly targets the bone morphogenetic protein (BMP)-respon-
sive transcriptional factor SMADS. Furthermore, the authors
revealed that a non-canonical signaling module, which links
transforming growth factor 31 (TGF-f1) signals with SMADS,
is also activated in DLBCL. Therefore, overexpression of
miR-155 inhibits the expression of SMADS and protects diffuse
large B cells from the growth-inhibitory effects of TGF-f1 and
BMP, which leads to a loss of control of cell proliferation (24).
In addition, miR-155 directly downregulates the germinal
center-specific human germinal center-associated lymphoma
(HGAL) gene, which leads to decreased Ras homolog family
member A activation and increased lymphoma cell motility,
therefore contributing to the invasion and metastasis of
DLBCL (9) and indirectly downregulating B-cell lymphoma
(BCL)-6 through the repression of the BCL-6 corepressor
histone deacetylase 4 (29). Additionally, miR-155 is a key
regulator of the phosphatidylinositol 3-kinase (PI3K)-protein
kinase B (AKT) pathway (30). PI3K regulatory subunit 1
(PI3KR1) is a negative regulator of the PI3K-AKT pathway, and
has been identified as a direct target of miR-155, which may
block the activation of AKT (30). Overexpression of miR-155
downregulates transcription and translation of PIK3R1 and
activates the PI3K-AKT signaling pathway, which leads to
increased cell proliferation and inhibition of cell apoptosis.
In DLBCL cell lines, inhibition of the expression of miR-155
promotes the apoptosis of tumor cells (30). Overall, these
studies indicate that miR-155 is an oncomiR in the develop-
ment of DLBCL.

miR-21 is another miR that has been revealed to be
dysregulated in DLBCL and appears to be crucial in the
majority of human cancers. A previous study demonstrated
that overexpression of miR-21 resulted in pre-B cell lymphoma,
illustrating the significant impact of miR-21 in tumor develop-
ment (31). Therefore, numerous studies have been undertaken
to investigate the role of miR-21 in DLBCL and have revealed
that miR-21 is associated with tumour growth, invasion and
metastasis through targeting multiple tumour and metas-
tasis suppressor genes, including programmed cell death 4
(neoplastic transformation inhibitor), tropomyosin 1-o and
phosphatase and tensin homolog (PTEN) (10-12,14,32-35). In
addition, Cheng et al (34) verified, using antisense inhibition
of human miRs, that miRs are mediators for the regulation
of cell growth and apoptosis pathways, and demonstrated
that an inhibition of miR-21 leads to a clear increase in the
growth of HeLa human cervical adenocarcinoma cells. These
results are similar to the results reported by Si et al (32), that
miR-21 has an anti-proliferative effect in certain types of
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cancer. However, studies focusing on the physiological and
pathophysiological functions of miR-21 require additional
investigation. Lawrie ef al (36) identified interesting candidate
genes that should undergo additional study, including pleo-
morphic adenoma gene 1, E2F transcription factor 3, Jagged 1,
avian sarcoma viral proto-oncogene and signal transducer and
activator of transcription 3. A recent study by Li et al (37)
identified that the expression levels of miR-21 are negatively
correlated with the level of PTEN, which suggests that PTEN
is possibly a target of miR-21 in DLBCL. Overall, these results
clearly indicate that miR-21 is a key oncogene in certain types
of human cancer, including DLBCL.

The miR-17-92 cluster and its homologous clusters,
miR-106a-92 and miR-106b-25, are important oncogenes in
the development of DLBCL, and may promote tumorigenesis
by negatively regulating tumor suppressor genes (38). The
miR-17-92 cluster is encoded at the 13q31 locus, a region
commonly amplified in lymphoma, and ectopic expression of
miR-17-92 greatly accelerates lymphomagenesis in a murine
model (39,40). Numerous studies have revealed that the func-
tion of miR-17-92 is associated with ¢c-MYC (3,40-43), and
a negative feedback loop may exist between miR-17-92 and
¢-MYC. This is important in the regulation of cell prolifera-
tion and apoptosis as it induces the growth of B-cell lymphoma
by reducing apoptosis and promoting the proliferation of
lymphoma cells (39). In addition to c-MYC, gene amplification
at 1331 is an additional target for miR-17-92 (16,42). A 13q31
amplification encodes the parental transcript of miR-17-92,
c130rf25 (38,39,44). When overexpressed with MYC, cl130rf25
has been demonstrated to accelerate tumor development in a
murine B-cell lymphoma model (39). There are several other
potential targets for miR-17-92, including proapoptotic BCL-2
interacting mediator of cell death, PTEN and E2F transcrip-
tion factor 1, which is a direct target of MYC and promotes cell
cycle progression (3). Thapa et al (45) reported that miR-17,
miR-106a and miR-106b regulate the proliferation, apoptosis
and invasion of DLBCL cells by repressing the expression of
cyclin-dependent kinase inhibitor 1.

As a tumor suppressor, miR-150 is consistently
downregulated in the majority of lymphomas (46). A study
has demonstrated that in hematopoietic lineages and B cell
subsets of tonsil tissues, the expression level of miR-150
is inversely proportional to the expression of V-Myb avian
myeloblastosis viral oncogene homolog (c-MYB) (47). In
addition, Xiao et al (46) confirmed that mice lacking miR-150
have an increased expression of c-MYB. c-MYB oncogene
is a transcription factor and is required for the development
of adult hematopoietic stem cell-derived blood cell lineages,
and is important in lymphocyte development and matura-
tion (3,46.,48). However, the role of miR-150 and ¢c-MYB in
DLBCL remains unclear and additional investigation to eluci-
date the association is required.

Calin et al (49) have reported that miR-15a and miR-16
negatively regulate the antiapoptotic gene BCL-2. Therefore,
a deletion or downregulation of these miRs may lead to the
overexpression of BCL-2, which may inhibit cell apoptosis,
and eventually result in the development of cancer, including
leukemia, lymphoma and prostate cancer. miR-15a and miR-16
may be associated with the development of DLBCL, although
this remains unclear.
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There are numerous other miRs that are dysregulated
in DLBCL, including miR-181a, which potentially targets
forkhead box protein P1 and O-6-methylguanine-DNA
methyltransferase (50). In addition, miR-9 is associated with
the downregulation of B lymphocyte-induced maturation
protein-1 expression in DLBCL (51), and miR-199 is associ-
ated with tumour progression through targeting inhibitor of
nuclear factor kB (NF-kf3) kinase subunit {3 (52), which is an
important regulator of the NF-xf. Dysregulated NF-xf has
been demonstrated to be associated with survival, prolifera-
tion and apoptosis of lymphoma cells (53). A summary of the
miRs that have an aberrant expression in DLBCL and their
targets are presented in Table I.

4. miRs in the diagnosis, subtype classification and prog-
nosis of DLBCL

Methods for cancer diagnosis are often inconvenient,
expensive and invasive, and early-stage cancer is frequently
challenging to detect. Therefore, physicians require novel
approaches that overcome the disadvantages of current
methods. miRs have provided a novel method for diagnosing
DLBCL and predicting the treatment response of patients.
Numerous studies have demonstrated that various miRNAs
are dysregulated in human cancers, and their expression
has specificity for particular tissues, neoplasms, and even
cell types. miR expression profiles and specific miRs in
the tissue of patients have been demonstrated to be associ-
ated with prognosis and clinical outcome in patients with
DLBCL (40,50,54-56).

Potential biomarkers for diagnosis. A previous study revealed
that the expression of miR-21 and miR-210 is increased, and
the expression of miR-486-5p is decreased in the plasma of
patients with malignant solitary pulmonary nodules (SPNs)
compared with plasma from patients with benign SPNs and
healthy controls (57). These results suggest that the these
miRs are potential plasma biomarkers for the identification of
malignant SPNs (57). Therefore, miRs may be useful tools in
the diagnosis of malignancies.

DLBCL is a heterogeneous disease, which has various
subtypes and outcomes, and numerous previous studies have
confirmed that miR expression profiles function as biomarkers
for DLBCL diagnosis, subtype classification and outcome
prediction. In 2007, Lawrie et al (16) used a microarray
analysis on four prototypical cell lines, and reported that the
expression of miR-155, miR-221 and miR-21 was increased in
DLBCL cells compared with normal peripheral blood B cells;
however, there was no difference between DLBCL and FL
cells. Another study, using RT-qPCR analysis, demonstrated
that four miRs (miR-330, miR-17-5p, miR-106a and miR-210)
accurately diagnosed DLBCL and FL cases (15).

A recent significance analysis of microarrays (SAM) iden-
tified 55 dysregulated miRs, with a false-identification rate of
<20%,that distinguished DLBCL from lymph nodes (LNs) (17).
In addition, the study used a prediction analysis of microarrays
to determine the minimum number of miRs that was able to
distinguish DLBCLs from LNs, and identified 23 dysregulated
miRs that best discriminated the two groups with a predic-
tion accuracy of 96% (17). A minimum number of 25 miRs
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correctly distinguished the de novo DLBCLs from LNs with
an accuracy of 98%, and 32 miRs distinguished transformed
DLBCLs from LNs with an accuracy of 93% (17). This study
suggests that miRs have the potential to differentially diag-
nose DLBCL and inflammatory LNs, including de novo and
transformed DLBCL. However, these results require clinical
validation in a multi-center, double-blind study with a large
sample size prior to being used in the clinical diagnosis and
differential diagnosis of DLBCL. A recent study confirmed
that miR-18b, miR-19b, miR-20a, miR-92 and miR-106a have
an increased expression in GCB-type DLBCL, and have a
higher sensitivity and specificity in the diagnosis of GCB-type
DLBCL compared with non-GCB-type DLBCL (58).

Fang et al (14) identified that five miRs (miR-15a, miR-16-1,
miR-21, miR-29¢ and miR-155) are significantly elevated
in DLBCL serum compared with normal control serum,
while miR-34a is downregulated, which suggests that miR
expression profiles in serum are a potentially useful tool as
a novel non-invasive biomarker for the diagnosis of DLBCL.
Baraniskin et al (59) verified that miRs are detectable in the
cerebrospinal fluid (CSF) of patients with primary central
nervous system lymphoma (PCNSL), using RT-qPCR assays.
Furthermore, the authors observed that miR-21, miR-19 and
miR-92a were significantly increased in CSF samples from
patients with PCNSL compared with control patients that had
inflammatory central nervous system (CNS) disease and other
neurological disorders. The combined expression analysis of
miR-21, miR-19 and miR-92a had a significant diagnostic value
for PCNSL due to the high sensitivity and specificity (59). This
suggests that miRs detected in the CSF may serve as markers
for the diagnosis of PCNSL. Similarly, Robertus et al (60)
demonstrated that the expression of miR-17-5p was higher
in the CNS compared with testicular and nodal DLBCL. In
addition, the authors observed that miR-127 expression was
significantly increased in testicular DLBCL compared with
CNS and nodal DLBCL, indicating that increased expression
levels of miR-127 may be associated with testicular infiltra-
tion (60).

Potential biomarkers for subtype classification. Using
microarray analysis, Culpin et al (61) identified a nine-miR
signature that discriminated between ABC-like and GCB-like
DLBCL. However this result requires verification using
clinical pathology.

As previously described, Lawrie et al (16) reported that
miR-155, miR-221 and miR-21 have an increased expression
in patients with ABC-type DLBCL compared with GCB-type.
The authors also reported that miR-155 and miR-21 have
an increased expression in ABC compared with GCB cells.
Similarly, in 2013, Caramuta et al (17) identified a six-miR
signature, comprising miR-let-7g, miR-155, miR-29c,
miR-146a, miR-451 and miR-16, that discriminated patients
with GCB-type from non-GCB using SAM. Furthermore,
the authors used RT-qPCR to validate these results, demon-
strating that there was a significant overexpression of miR-155
and miR-146a in the non-GCB group (17). These findings
demonstrate that miR expression profiles may discriminate
between various subtypes and various cell origins in DLBCL.
Cao et al (62) demonstrated, using a TagMan RT-PCR method,
that the expression levels of miR-146b-5p in 62 patients
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with nodal DLBCL was downregulated compared with
normal controls; however, the expression of miR-146b-5p
was significantly increased in GCB-type DLBCL compared
with non-GCB types, suggesting that miR-146b-5p may be a
marker for subtype classification. The expression of miR-221
is increased in ABC-type DLBCL compared with GCB-type,
and miR-221 has been revealed to inhibit normal erythropoi-
esis through downregulating the mast/stem cell growth factor
receptor c-Kit (63). However, it has been demonstrated that
c-Kit is not a significant target of miR-221 (16). Another study
identified that cyclin-dependent kinase inhibitor 1B (P27KIP1)
is a potential target of miR-221 (64); however, the mechanism
and clinical significance of miR-221 and P27KIP1 remains
to be investigated. Montes-Moreno et al (55) revealed that
there are eight types of miRs that are differentially expressed
between various subtypes of DLBCL, including miR-331,
miR-151, miR-28 and miR-454-3p, which are all significantly
increased in GCB-type DLBCL; and miR-221, miR-451,
miR-222 and miR-144, which are all upregulated in ABC-type
DLBCL. These results may be useful in the clinical diagnosis
of DLBCL subtypes.

DLBCL may be grouped into GCB-type and ABC-type,
and may be additionally classified into de novo and transformed
DLBCL. Numerous studies are investigating methods to diag-
nose the subtypes of DLBCL. Caramuta et al (17) performed
SAM to directly compare de novo and transformed DLBCL
and identified that 10 miRs (miR-29b, miR-155, miR-16,
miR-146a, miR-142-5p, let-7i, miR-107, let-7f, miR-34a and
miR-103) exhibit increased expression levels, whilst miR-140
exhibits decreased expression levels, in de novo DLBCL
compared with transformed DLBCL. Furthermore, the authors
revealed that miRs are associated with the disease stage of
de novo DLBCL and identified a single miR, miR-494, that is
upregulated in stage III-IV de novo DLBCL compared with
stage I-11 (17).

Potential biomarkers for prognosis. DLBCL is a highly
heterogeneous malignant tumor, and the clinical effects and
prognoses vary between patients. Stratified and individualized
therapy are essential in treating DLBCL; however, how to
select the most effective treatment and clinical approach for
patients is an issue that remains unresolved. To achieve this
goal, the international prognostic index (IPI) and other prog-
nostic evaluation systems were created. However, due to the
tumor heterogeneity, patients with similar IPI scores have been
shown to exhibit varying prognoses (65); therefore, a more
effective prognostic evaluation system is required to provide a
basis for the stratified treatment required by DLBCL patients.

In 2007, Lawrie et al (16) reported that an increased
expression of miR-21 in DLBCL is associated with an
improved prognostic outcome. Subsequently, the authors
obtained similar results using RT-qPCR and demonstrated
that high levels of miR-21 in the serum of patients with
DLBCL are associated with an improved relapse-free
survival time (36). Chen et al (66) reported similar results.
However, Li et al (37) reported findings contrary to those of
the previous studies; the authors demonstrated that there is
a high expression of miR-21 in patients with DLBCL, and
that the overexpression of miR-21 is associated with the poor
prognosis of patients. The discrepancy in the results may
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Table I. miRs that are aberrantly expressed in diffuse large B-cell lymphoma and their target genes.
miR Targets References
miR-155 MADI, MXI1, MNT, (11,21,24,27,29,30)
MYC, BIC RNA, SMADS,
HGAL, HDAC4, PIK3RI
miR-21 PDCD4, TPM1, PTEN, (10-12,15,32-37)
PLAGI1, E2F3,JAGI, SKI, STAT3
miR-17-92 c-MYC, gene amplifications (13q31), (3,16,40-43)
BIM, PTEN, E2F1
miR-17, miR-106a, 106b P21 (45)
miR-150 c-MYB (46-48)
miR-15a, miR-16 BCL-2 (49)
miR-181a FOXP1, MGMT (50)
miR-9 Blimp-1 on
miR-199 IKK-B (52)
miR-221 c-Kit, P27KIP1 (64,65)
miR-127 BCL-6 (71)

miR, microRNA; MADI, mitotic arrest deficient-like 1; MXI1, MYC-associated factor X-interacting protein 1; MNT, MYC-associated
factor X network transcriptional repressor; MYC, V-Myc avian myelocytomatosis viral oncogene homolog; BIC, B-cell integration cluster;
HGAL, human germinal center-associated lymphoma; HDAC4, histone deacetylase 4; PIK3RI, phosphatidylinositol 3-kinase regulatory
subunit; PDC4, programmed cell death 4 (neoplastic transformation inhibitor); TPM1, tropomyosin 1-a; PTEN, phosphatase and tensin
homolog; PLAGI, pleomorphic adenoma gene 1; E2F3, E2F transcription factor 3; JAGI, Jagged 1; SKI, avian sarcoma viral proto-oncogen;
STAT3, signal transducer and activator of transcription 3; BCL, B-cell lymphoma; BIM, BCL-2 interacting mediator of cell death; E2F1, E2F
transcription factor 1; P21, cyclin-dependent kinase inhibitor 1; MYB, V-Myb avian myeloblastosis viral oncogene homolog; FOXP1, forkhead
box protein P1; MGMT, O-6-methylguanine-DNA methyltransferase; Blimp-1, B lymphocyte-induced maturation protein-1; IKK-f3, inhibitor

of nuclear factor kappa-B kinase subunit §; P27KIP1, cyclin-dependent kinase inhibitor 1B.

be due to the methods used to identify miRs in the early
stages of disease and requires additional study. Additionally,
Roehle er al (15) observed that patients with downregulated
expression levels of miR-21, miR-23a, miR-27a and miR-34a
had a poor overall survival (OS) time, whilst those with low
expression levels of miR-19a had a shorter event-free survival
(EFS) time and low expression levels of miR-195 and miR-let7g
have a longer EFS time. These results reveal that these miRs
have prognostic abilities in patients with DLBCL. Numerous
studies have identified that miRs are stable and reproducible
in serum, and may be detected directly from serum (5,67-69).
miRs are shorter than mRNAs, and are less vulnerable to
degradation by ribonucleases and, unlike proteins, are easier
to detect (5). In addition to serum, evidence is emerging
that tumor-derived miRs are present and detectable in other
human bodily fluids, including plasma and urine (5). Conse-
quently, miRs appear to be potentially the most accessible
and non-invasive biomarkers for the diagnosis of DLBCL.
An additional study has observed that miR-18a, miR-181a
and miR-222 may predict OS and progression-free survival
(PFS) times in DLBCL patients treated with R-CHOP (6).
Previously, Caramuta et al (17) identified that there is a
direct association between increased expression of DiGeorge
syndrome chromosomal region 8 (DGCRS) and a high IPI
score in patients with DLBCL. In addition, patients with a
high TAR (HIV-1) RNA binding protein 2 (TARBP2) and
Drosha ribonuclease type III (DROSHA) expression respond
more poorly to chemotherapy treatment, which suggests

that these genes may be potential predictors of the chemo-
therapy response in de novo DLBCL. DGCRS, TARBP2
and DROSHA are closely associated with the expression
of miRs in DLBCL, which indicates that the alterations
and differences in the expression levels of miRs in patients
with DLBCL may be used for predicting the efficacy of
R-CHOP-treated patients. Ohyashiki er al (70) reported
that, in the plasma of patients with NHL, the expression of
miR-92a may be used as a novel biomarker for diagnosing
and monitoring lymphoma patients following chemotherapy.
Notably, low levels of plasma miR-92a in the complete remis-
sion phase of NHL are associated with a significantly high
relapse rate (RR), which suggests that plasma miR-92a levels
may be used to monitor patients with NHL (70). This may
also apply to patients with DLBCL.

Song et al (71) used RT-qPCR to determine the treatment
response-associated serum miR profiles, and demonstrated
that, in patients with DLBCL, there were various serum
expression levels of miRs, which may be used to evaluate the
efficacy of R-CHOP treatment. The authors demonstrated
that a serum signature of five miRs, comprising miR-224,
miR-455-3p, miR-1236, miR-33a and miR-520d-3p, was
significantly associated with RR, OS and EFS times of
patients with DLBCL following R-CHOP treatment. This
five-miR signature is a significant predictor of the response
of a patient to R-CHOP treatment, which is independent from
the IPI score. However, this signature requires a multi-center,
large sample size verification.
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Low expression levels of miR-127 have been associated with
poor OS and EFS times in patients with DLBCL (15). In 2006,
Saito et al (72) reported that miR-127 and BCL-6 exhibited
opposite patterns of expression in DLBCL; therefore revealing
that miR-127 may be directly or indirectly suppressed by
BCL-6 in DLBCL. BCL-6, a known proto-oncogene, encodes
a transcriptional repressor and is expressed in GCB-originated
NHL (2). However, a high expression level of BCL-6 is associ-
ated with a good prognosis in patients with DLBCL, which
is independent of IPI score. miR-127, as a tumor suppressor,
may act as a prognostic indicator for DLBCL; however, this
hypothesis requires additional clarification.

In conclusion, the expression of a specific miR signature
and miR machinery are associated with the diagnosis, subtype
classification and prognosis of DLBCL, including OS and PFS
times and response to R-CHOP treatment. The miRs identified
in DLBCL and their functions are presented in Table II.

Although the expression profile of miRs has been vali-
dated as a critical tool for DLBCL diagnosis, classification
and prognosis, numerous problems remain: There is not a
uniform cut-off value for detected miRs; there is no standard
test method; and dysregulated miRs may be detected in more
than one cancer.

5. miRs as potential therapeutic targets in DLBCL

DLBCL is an aggressive disease with considerable biological
and clinical heterogeneity. Despite recent therapeutic
advances, <50% of patients relapse following standard
chemoimmunotherapy with the CHOP regimen (73). Over-
coming primary drug resistance in patients and improving the
efficacy of the drugs is challenging. However, biological ther-
apies, including miR-based therapies, are emerging as novel
strategies for the treatment and potential cure of DLBCL. In
the past several years, there has been major interest in miRs
as therapeutic targets for cancer, and a number of prom-
ising findings have been reported. For example, miR-199a
may be a potential therapeutic target for cervical cancer
therapy; anti-miR-199a has been demonstrated to reduce the
expression of miR-199a and decrease cell growth, and also
acts synergistically with cisplatin to inhibit cell growth (74).
Therefore, the concept of miRs as treatment tools may be
extrapolated to other miRs and diseases.

As miRs may be divided into tumor suppressor
miRs and oncomiRs, certain researchers have hypoth-
esized that miR-based therapies may involve two different
approaches: Use of anti-oncomiRs to reduce oncogenic miR
expression, or restoration of tumor suppressor miRs (3).
Sandhu et al (3) reported that synthetic anti-miR oligo-
nucleotides (AMOs), which have 2-O-methyl modification,
effectively inhibit miRs in cell culture and xenograft mouse
models, but only work at high doses (3,75). An alternative
to AMOs is locked nucleic acid (LNA)-based anti-miRs,
which have been demonstrated to be more stable and less
toxic in inhibiting endogenous miRs in vivo compared with
AMOs (3,76,77). Another strategy, termed miR-sponge,
may inhibit or delete miRs individually (78). With regard to
restoring tumor suppressor miRs, the use of synthetic miR
mimics, including miR-29 mimics in acute myelogenous
leukemia cell lines, was demonstrated to induce apoptosis
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of cells (79), whilst adenovirus-associated vectors have
been demonstrated to increase the expression of tumor
suppressor miRs (3).

Bouchie (8) designed the miR-34a-mimic for the treatment
of primary liver cancer, based on miR-34a expression and
functional characteristics in primary liver cancer. In 2013, the
first drug, MRX34, to target miR-34a entered clinical trials.
If the results from phase I are encouraging, it may provide a
basis for the development of other miR drugs for use in other
types of cancer.

Bai et al (80) observed that knockdown of miR-21
using antisense oligonucleotides significantly increased
the cytotoxic effects of the CHOP treatment regimen in
CRL2631 human peripheral blood DLBCL cells. In addition,
the authors used a luciferase reporter assay and demonstrated
that the antisense oligonucleotides repressed the activity of
the PI3K/AKT signaling pathway through the regulation
of PTEN. This result demonstrates that use of miR anti-
sense oligonucleotide therapy to treat DLBCL is effective.
Gu et al (81) demonstrated that the inhibition of miR-21 using
transfection with anti-miR-21 induces the suppression of cell
proliferation and invasion, as well as increasing the apoptosis
of DLBCL cells in vitro. This provides clear evidence that
miR-21 is a biological treatment for DLBCL.

Another potential target for the treatment of DLBCL
is protein kinase C (PKC), which modulates downstream
signaling via the NF-xf survival pathway in B cells (82). A
PKC inhibitor, enzastaurin, has been trialled in relapsed or
refractory DLBCL, and the results are encouraging (82).
Therefore, it may be hypothesized that it is possible to treat
DLBCL using miRs in the regulation of NF-kf} and the adjust-
ment of the PKC signaling pathway.

miR-17-92 works in combination with the ¢-MYC
oncogene to reduce the degree of apoptosis of lymphoma
cells (39). Overexpression of miR-17-92 activates the
PI3K/AKT pathway and inhibits chemotherapy-induced
apoptosis in mantle cell lymphoma cell lines (83). In 2013,
Caramuta et al (17) demonstrated that in OCI-Ly-1 and
OCI-Ly-3 human DLBCL cell lines an inhibition of TARBP2
expression significantly decreased the viability and increased
the apoptosis of the cells. Additionally, overexpression
of activating transcription factor (ATF) 3, ATF4, ATFS5,
c-Jun, JunD and caspase 3 are associated with sensitivity to
bortezomib-induced apoptosis of cells (84). These results
demonstrate that an inhibition in the expression of miR-17-92
and TARBP2, which induces the expression of ATF3, ATF4,
ATFS, c-Jun, JunD and caspase 3, may be important thera-
peutic targets for DLBCL.

However, challenges remain in using miRs as therapeutic
targets for the clinical treatment of DLBCL. First, the role
of miRs as oncogenes or tumor suppressor genes remains
unclear, since a single miR may regulate the expression of
almost 200 genes. Therefore, a clear understanding of the roles
of these genes is required to quantify the effect of miR inhibi-
tion or overexpression. Second, miRs as therapeutic targets
for DLBCL require a strict assessment with regard to their
use in biological therapy. The effect on the immune response,
toxicity of biological drugs and unknown side effects remain
unknown. Third, tissue specificity of miRs may have to be
overcome. To render miRs as biological drugs that are safe and
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effectively reach the target tissue are challenges that require
resolution prior to clinical use. The aforementioned problems
have been investigated by a few studies (85,86). Due to the
advancement of biological targeted therapy technology, in
the near future, miRs may be biological treatments, which
may be the preferred treatment for patients with DLBCL,
particularly refractory and relapse patients.

6. Conclusion

DLBCL is a disease that often relapses and is refractory to
various therapies (82). The diagnosis, prognosis and treat-
ment of DLBCL have improved in the past decade; however,
additional study is required. The identification of miRs has
created a novel opportunity to increase the understanding
in the diagnosis, prognosis and treatment methods for these
patients.

There has been great success concerning the role of
miRs in DLBCL. The dysregulation of miRs in this cancer
suggest that miRs are important in the development of
DLBCL (7). The expression levels of miRs in various cells,
tissues, organs, tumors and stages of DLBCL vary, which
demonstrates that miR expression is tissue-specific, and the
miR profile in a tissue may be used to diagnose, classify and
prognose DLBCL. In the future, miRs may become targeted
therapies for DLBCL. Since miRs are critical to DLBCL,
there have been numerous studies concerning the mecha-
nisms and functions of the dysregulated miRs detected in
cancer tissues (14,87).

However, although there is evidence to suggest that miRs
may be useful in clinical settings, additional investigation is
required and numerous issues remain. A single blood-based
biomarker lacks sufficient sensitivity, specificity and accuracy
for clinical use (68). Therefore, it may be hypothesized that
a combination of several miRs is likely to be more effective
compared with a single miR. This hypothesis is validated by a
previous study that demonstrated that a cluster of biomarkers
for one disease would be an improved diagnostic tool with a
much higher sensitivity, specificity and accuracy (68). There-
fore, studies that provide beneficial information concerning
miRs may aid in overcoming the adverse effects and defects,
which may enable the use of miRs in the pathogenesis, diag-
nosis, prognosis and as therapeutic targets of DLBCL.

In summary, miRs are potential biomarkers for the diag-
nosis, classification and prognosis of DLBCL, and may be
potential targets for gene therapy in this disease.
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