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ABSTRACT 
MicroRNAs (miRNAs) are a class of small noncoding RNAs that negatively regulate post-transcriptional gene 
expression by binding to the 3´-untranslated regions (3´UTR) of messenger RNA (mRNA). In recent years have been 
identified that aberrant expression of miRNAs correlated with cancer progression. Colorectal cancer (CRC) is oneof 
the most cancer-related deaths malignancies in human thatmiRNAs can dramatically effect on its progression. The aim 
of this studywas to evaluatethe inhibitory effect of miR-92a-3p on SW 48 cells (human CRC cell line) and its effects 
on theexpression oftumor protein P63. Studies demonstrate that miR-92a-3p is overexpressed in colorectal cancer. 
Here with using Locked Nucleic Acid (LNA) anti-miR-92a-3p we suppressed the expression of this miRNA. We 
quantified the amount of miR-92a-3p in three-timeintervals and determine that LNA-anti-miR significantly inhibits 
this miRNA, we have also determined that inhibition of miR-92a-3p enhanced the amount oftumor protein p63 
expression a member of p53 homologue that involves in cell cycle arrest, differentiation and apoptosis in cells.This it 
might be a promising finding for understanding CRCmechanisms, etiology and planning strategy for treatment of this 
cancer. 
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1. INTRODUCTION 
MiRNAs are small noncoding RNAs that by 
binding to 3´UTR of mRNAs regulate gene 
expression through inhibition of translation or 
degradation of them[1-3]. MiRNAs are involved 
in biological processes, including the cell cycle, 
differentiation, proliferation and development, 
metabolism, aging and apoptosis in the body[4]. 
Up-regulationand down-regulation of miRNAs 

can causemany diseases for instance heart and 
cardiovascular diseases, rheumatologic, 
autoimmune, infectious, inflammatory,metabolic 
disorders and cancers[5-10]. Several studies 
demonstrate that miRNAs expression change in 
various kinds of cancers, including, colorectal 
cancer (CRC) [11, 12]. CRCis one of the most 
common human malignancies, with a worldwide 
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incidence [13, 14]. CRC is a heterogeneous 
disease with accumulation of both genetic and 
epigenetic alteration that change total gene 
expression[15, 16].MiRNAs in the CRC can up or 
down-regulated and the prominent role of 
miRNAs in the genesis, progression and response 
to treatments of CRC are demonstrated[17]. 
MiR-92a-3p is one of the members of miR-17–92 
clusters that located on chromosome 13q31.3 and 
highly overexpressed in several cancers including 
CRC[18, 19]. This cluster includesmiR-17, miR-
18a, miR-19a, miR-20a, miR-19b, and miR-92a-
3p[20].Tsuchida And et al reported thatin CRC 
miR-92a-3p was transcribed at higher levels than 
the other five miRNAs[20]. Studiesalso 
demonstrate miR-92a-3p overexpressed in 
leukemia,[21, 22] hepatocellular carcinoma[23] 
and Medulloblastoma[24]. 
   In addition have been identified that miR-92a-3p 
is reversely regulatedtumor protein p63 a homolog 
of p53 that involved in epithelial differentiation, 
cell cycle and apoptosis[25]. Recently has been 
found that in acute promyelocytic leukemiamiR-
92a-3p has overexpressed and negatively 
regulated one isoform of p63 [26]. 
Although the numerous of research on CRC have 
been performed, however, p63 expression in CRC 
and the relationship between p63 and miR-92a-3p 
in CRC poorly understood. In this study, we 
evaluatedmiR-92a-3p inhibition by LNA-anti-miR 
on SW 48 cells (human CRC cell line)and then 
measured the amount of p63.There are several 
methods for the inhibition ofmiRNAs andLNAis 
the way of our chosen. LNA is a modified 
oligonucleotide which has high-affinity and 
excellent specificity toward complementary RNA 
or DNA[27]. LNA by binding to target miRNA 
cause the inhibition of miRNA through inducing 
degradation ofit[28]. 
 
2. MATERIAL AND METHODS 

2.1. Cell culture 
SW48 (human CRC cell line) was supplied from 
National Cell Bank of Iran (Pasteur Institute, 
Tehran, Iran).The cell line was held in Roswell 
Park Memorial Institute (RPMI) 1640 (Gibco, 
Paisley, UK) supplemented with fetal bovine 

serum (FBS)(Gibco, Paisley, UK) 10 % v/v,100 
U/ml of penicillin and 100 µg/ml of streptomycin 
(Sigma-Aldrich, Saint Louis, MO, USA) in an air-
saturated and humid atmosphere Containing of 5% 
CO2 in 25-cm2culture flasks (Nunc, Roskilde, 
Denmark) at 37ºC.The cells were passaged twice 
weekly to remain in exponential growth phase.  
 
2.2. Cell transfection 
The mature nucleotide sequences of miR-92a-
3pwere obtainedfromwww.mirbase.org as 
UAUUGCACUUGUCCCGGCCUGU(accession 
numberMIMAT0000092). miRCURYLNA™ 
(microRNA Inhibitor) for hsa-miR-92a-3p and 
microRNA inhibitor negative control (scrambled) 
oligonucleotides were purchased from the Exiqon, 
Copenhagen, Denmark. Both oligonucleotides 
were labeled at their 5  ends with a fluorescent 
dye (6-Carboxyfluorescein). 
Transfection of SW48 was performed by using 
PolyFect™transfection reagent kit (Qiagen, 
Hilden, Germany) according to their protocol. In 
brief initially,5×105 cells in the exponential 
growth phase were cultured in six-well culture 
plates (Nunc, Roskilde, Denmark) containing 1.8 
ml RPMI 1640 per well with no antibiotic or 
FBS.Twelve µl miRCURY LNA™ and 
microRNA Inhibitor negative control(scrambled) 
were mixed with forty-eight Transfection Reagent 
in 200 µl Opti-MEM I Medium (Sigma-Aldrich, 
Saint Louis, MO, USA) and 15 
minuteswereplaced in the dimness. The complex 
was subsequently added to the cells and swirled 
cautiously to be sure that distribution over the 
entire plate surface. Following 8 h of incubation, 
the FBS and antibiotics were added and the cells 
were incubated the 24, 48 and 72 h.LNA was 
conjugated with 6-Carboxyfluorescein and SW48 
cells, which transfected with the LNA, and was 
surveyed by a fluorescence microscope. 
2.3. Quantitative Real-time Reverse 
Transcriptase-PCR 
Real-time polymerase chain reaction (PCR) was 
carried out to find out the efficiency of miR-92a-
3p inhibition by LNA-anti-miR. Firstly, total RNA 
was extracted 24, 48 and 72 hours post 
transfection with a miRCURY RNA Isolation 
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Kit™ (Exiqon, Copenhagen, Denmark) and the 
amount of total RNA was measured by 260/280 
absorbance, then complementary DNA(cDNA) 
was synthesized with a Universal cDNA Synthesis 
Kit™ (Exiqon, Copenhagen, Denmark). Real-time 
PCR was performed by using the SYBR® Green 
master mix Kit™ (Exiqon, Copenhagen, 
Denmark) andspecific miR-92a-3p primers 
(Exiqon, Copenhagen, Denmark). Forinternal 
control used from Synthetic RNA spike-in 
templates and its primers (Exiqon, Copenhagen, 
Denmark). The StepOnePlus™ Real-Time PCR 
Systems (Applied Biosystems, Foster City, CA, 
USA) instrument was used for real-time PCR 
experiments and the ∆∆Ct method selected for 
data calculation. 
2.4. Cell extraction and western blot 
Cell extraction was done with NP-40 (Abcam, 
Massachusetts, USA).The concentration of protein 
was measured by Quick Start™ Bradford Protein 
Assay (BIO-RAD, Hercules, CA, USA). 100 µg 
of proteins were resolved in10% SDS-PAGE, for 
detection of molecular weight accompanied with 
proteins was resolved,Spectra™ Multicolor Broad 
Range (Thermo scientific, Waltham, MA, USA) 
as a molecular ladder and electrophoresis were 
performed with 100 V. Western blotting was 
performed byelectroblotting (BIO-RAD, Hercules, 
CA, USA) on nitrocellulose membrane 
(Amersham, Piscataway, NJ, USA).After 
beingblockedwith 5% skimmed milkMembranes 
were probedwithprimary antibodies, mouse 
monoclonal anti-p63(Santa Cruz Biotechnology, 
California, USA), mouse monoclonal anti-β-actin 
(Santa Cruz Biotechnology, California, USA) at 
1:500 dilutions. The secondary antibody was goat 
anti-mouse IgG-HRP, horseradish peroxidase 
labeled (Santa Cruz Biotechnology, California, 
USA),at 1: 5,000dilutions. Immunoreactivity was 
detected by activating of HRP enzyme by Opti-
4CN Substrate Kit (BIORAD, Hercules, CA, 
USA).The density of protein bands was measured 
using Image J software version 1.4o (National 
Institute of Health, Bethesda, MD, USA). 
2.5. Statistical analysis 
All the experiments were performed in triplicate. 
The data analysis carried out using SPSS 20 

(IBM, NY, USA). Pearson and Spearman 
correlation coefficient were applied to the data. 
Linear regressions were performed to predict the 
change in p63 by miR-92a-3p.The data were 
described as the mean ± standard deviation. The 
statistical significance was assumed at 5% 
significance level. 
 
3. RESULTS 
3.1. LNA vigorously inhibit miR-92a expression 
in SW 48 cells 
Fluorescence microscopy showed the amount of 
the transfection of SW 48cells with LNAwas 
approximately 90%. (Fig.1). The expression of 
miR-92a-3pwas measured by quantitative Real-
Time Reverse Transcriptase-PCR in cells 
thattransfected with LNA anti-miR (LNA group), 
cells that transfected with scrambled (scrambled 
group)and control (untreated) group. In the control 
and scrambled groups, the amount ofmiR-92a-3p 
was approximately the same at 24, 48 and 72 h 
after transfection but in the LNA group, this 
amount was significantly diminished (Fig.2). 
 
3.2. Inhibition of miR-92a significantly 
increased the amount of tumor protein P63 in 
SW 48 cells 
For evaluation of ap63 expression, western blot 
was performed inLNA, scrambled and control 
groupsat 24, 48 and 72 h after transfection. The β-
actin protein was used for internal control (Fig.3). 
After 24 h p63 expressionswere not detected in 
any of the three groups. At 48 h in LNA group 
p63 expression was increased at the level that was 
comparable to β-actinbut in scrambled and control 
groups not detected. This increase was also seenat 
72 h after transfection whereas no expression was 
detected on scramble and control groups (Fig.4) 
 
4. DISCUSSION 
Identification of miRNAswas revolutionized our 
knowledge aboutthe regulation of gene expression 
and have opened a new hopethat this small 
noncodingRNAsmay be used for therapeutic 
goals.Down-regulation and up-regulation ofsome 
miRNAs expression can be correlated with cancer 
development[29, 30].Furthermore, miRNAs used 
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as diagnostic and prognostic biomarkers[31]. To 
date, several miRNAs have been identified that 
consider theact as a biomarker in the variety of 
cancers. For example, in one study by evaluation 
of six miRNAs in apatient with CRC have been 
shown that two oncogenic miR-21 and miR-92a in 
the CRC tissueare significantly higher than control 
tissue and can be a potential biomarker for CRC 
[32]. In another study was reported that miR-212 
as an independent prognostic biomarker 
significantly associated with a prolonged overall 
survival and also event-free and relapse-free 
survival in the cohort study[33]. 
According to the tumor, node, metastasis (TNM) 
staging system CRC is classified to stage0, stageI, 
Stage IIAStage IIB,Stage IIIA, Stage IIIB,  Stage 
IIIC, Stage IV [34]. CRC progression from a 
benign tumor to adenocarcinoma is the result of 
theaccumulation of both genetic and epigenetic 
alteration that change total gene expression [15, 
16]. Microsatellite instability (MSI) and 
chromosomal instability (CIN) also are effective 
factors in the CRC progression [35].Beside of 
traditional views about CRC recently confirmed 
that miRNAs have also anoutstanding role in this 
cancer[36]. In the CRC miRNAs show that have 
animpressiverole in different levels of this 
malignancy from early stage development cell 
growth, proliferation and invasion to metastasis 
[37] 
The miR-17-92 cluster that located in 
chromosome 13q31.3 demonstratedthat its 
transcript is activated by c-myc, located on 8q and 
have oncogenic activity. Diosdado and et 
al[19]demonstrate that the contribution of the 
miR-17-92 cluster on benign colorectal adenoma 
to adenocarcinoma progression.MiR-92a is a 
member of the miR-17-92 clusterthat 
overexpressedby promoting tumor 
proliferation,inhibiting tumor apoptosis or 
promoting tumor invasion and metastasis[38]. 
Although miR-92a is downregulated in breast 
cancer[39] butin a variety of cancers, this miRNA 
is significantly increased including leukemia [21, 
22, 40, 41], hepatocellular carcinoma [23],Ovarian 
cancer [42]and Medulloblastoma [43].In Acute 

promyelocytic leukemia has been shown that by 
inhibition of miR-92a,p63 is overexpressed[26]. 
In CRC miR-92a-3pis highly overexpressedbut, 
the transcript target yet not well understood, 
howeverin one study demonstrate that there is an 
inverse correlation between miR-92a-3p and 
PTEN (phosphatase and tensinhomologue).The 
relation between miR-92a-3p and p63 first 
timedescribed in 32D mouse myeloid leukemia 
[25].Furthermore,bioinformatics 
evaluationshowed that one of the targets of this 
miRNA is tumor protein p63. 
  Our results indicated in CRC cells inhibition of 
miR-92a-3p induced expression of tumor protein 
p63.This tumor protein is identified as ausual 
tumor suppressor gene and p63 is important for 
regulation of normal development, proliferation 
and apoptosis [44]. This protein is involved in 
epithelial differentiation, cell cycle arrest and 
apoptosiscan effect on cancer 
development[45].Our western blot analysis clearly 
showed that miR-92a-3p effects on expression of 
tumor protein p63 in the CRC. Because the tumor 
protein p63 have an apoptotic role in normal cell 
and the level of this protein was undetectable in 
CRC cell,therefore,it can be thecause of 
theunregulated proliferation of this cancer cell. 
 We studied usingLNA anti-miR against the miR-
92a-3pon CRC cells. WithperformingQuantitative 
Real-Time Reverse Transcriptase-PCR confirmed 
that LNA can effectively inhibit the miR-92a-3p 
expression also western blot analysis 
demonstrated that subsequent miR-92a-3p 
inhibition, the amountof tumor protein p63 
wasincreased.This study showed the role of miR-
92a-3p as an oncogene in CRC by affecting on 
tumor protein p63. 
 
Statement of ethics 
This study was approved by the local ethics 
committee of IsfahanUniversity of Medical 
Sciences (IRAN), and approved by theappropriate 
institutional and/or a national research 
ethicscommittee and performed in accordance 
with the ethicalstandards as laid down in the 1964 
Declaration of Helsinki andits later amendments 
or comparable ethical standards. 



Post-transcriptional gene regulation with locked nucleic acid anti-miR-92a-3p 

Amir Nourbakhsh, et al.                                                                                                                              1428 

 
Conflict of Interest 
 The authors declare that they have no conflict of 
interest. 
 
Acknowledgement 
This study was conducted with the financial 
support of the Isfahan University ofMedical 
Sciences with grant number 394614. 
 
REFERENCES 
1. X. Luo, B. Burwinkel, S. Tao, H. Brenner, 

MicroRNA signatures: novel biomarker for 
colorectal cancer?, Cancer epidemiology, 
biomarkers & prevention : a publication of the 
American Association for Cancer Research, 
cosponsored by the American Society of 
Preventive Oncology, 20 (2011) 1272-1286. 

2. N. Nishida, M. Nagahara, T. Sato, K. Mimori, 
T. Sudo, F. Tanaka, K. Shibata, H. Ishii, K. 
Sugihara, Y. Doki, M. Mori, Microarray 
analysis of colorectal cancer stromal tissue 
reveals upregulation of two oncogenic miRNA 
clusters, Clinical cancer research : an official 
journal of the American Association for Cancer 
Research, 18 (2012) 3054-3070. 

3. R.C. Lee, R.L. Feinbaum, V. Ambros, The C. 
elegans heterochronic gene lin-4 encodes small 
RNAs with antisense complementarity to lin-
14, Cell, 75 (1993) 843-854. 

4. V. Rottiers, A.M. Naar, MicroRNAs in 
metabolism and metabolic disorders, Nature 
reviews. Molecular cell biology, 13 (2012) 
239-250. 

5. D. Barh, R. Malhotra, B. Ravi, P. Sindhurani, 
MicroRNA let-7: an emerging next-generation 
cancer therapeutic, Current oncology, 17 
(2010) 70-80. 

6. H. Wang, H.M. Lu, W.H. Yang, C. Luo, S.H. 
Lu, Y. Zhou, Y.Z. Lin, [The influence of statin 
therapy on circulating microRNA-92a 
expression in patients with coronary heart 
disease], Zhongguo wei zhong bing ji jiu yi 
xue = Chinese critical care medicine = 
Zhongguo weizhongbing jijiuyixue, 24 (2012) 
215-218. 

7. C. Iaconetti, C. Gareri, A. Polimeni, C. Indolfi, 
Non-coding RNAs: the "dark matter" of 
cardiovascular pathophysiology, International 
journal of molecular sciences, 14 (2013) 
19987-20018. 

8. E.F. Goodall, P.R. Heath, O. Bandmann, J. 
Kirby, P.J. Shaw, Neuronal dark matter: the 
emerging role of microRNAs in 
neurodegeneration, Frontiers in cellular 
neuroscience, 7 (2013) 178. 

9. J.A. Makarova, D.V. Maltseva, V.V. 
Galatenko, A. Abbasi, D.G. Maximenko, A.I. 
Grigoriev, A.G. Tonevitsky, H. Northoff, 
Exercise immunology meets MiRNAs, 
Exercise immunology review, 20 (2014) 135-
164. 

10. T. Chen, H. Xue, R. Lin, Z. Huang, MiR-34c 
and PlncRNA1 mediated the function of 
intestinal epithelial barrier by regulating tight 
junction proteins in inflammatory bowel 
disease, Biochemical and Biophysical 
Research Communications, (2017). 

11. A. Drakaki, D. Iliopoulos, MicroRNA Gene 
Networks in Oncogenesis, Current genomics, 
10 (2009) 35-41. 

12. N. Yamada, Y. Nakagawa, N. Tsujimura, M. 
Kumazaki, S. Noguchi, T. Mori, I. Hirata, K. 
Maruo, Y. Akao, Role of Intracellular and 
Extracellular MicroRNA-92a in Colorectal 
Cancer, Translational oncology, 6 (2013) 482-
492. 

13. P. Boyle, M.E. Leon, Epidemiology of 
colorectal cancer, British medical bulletin, 64 
(2002) 1-25. 

14. L.A. Torre, F. Bray, R.L. Siegel, J. Ferlay, J. 
Lortet-Tieulent, A. Jemal, Global cancer 
statistics, 2012, CA: a cancer journal for 
clinicians, 65 (2015) 87-108. 

15. S. Rasool, V. Rasool, T. Naqvi, B.A. Ganai, 
B.A. Shah, Genetic unraveling of colorectal 
cancer, Tumour biology : the journal of the 
International Society for Oncodevelopmental 
Biology and Medicine, 35 (2014) 5067-5082. 

16. V.V. Lao, W.M. Grady, Epigenetics and 
colorectal cancer, Nature reviews. 
Gastroenterology & hepatology, 8 (2011) 686-
700. 



Post-transcriptional gene regulation with locked nucleic acid anti-miR-92a-3p 

Amir Nourbakhsh, et al.                                                                                                                              1429 

17. Y. Dong, W. Wu, C. Wu, J. Sung, J. Yu, S. Ng, 
MicroRNA dysregulation in colorectal cancer: 
a clinical perspective, British journal of cancer, 
104 (2011) 893-898. 

18. G. van Haaften, R. Agami, Tumorigenicity of 
the miR-17-92 cluster distilled, Genes & 
development, 24 (2010) 1-4. 

19. B. Diosdado, M.A. van de Wiel, J.S. Terhaar 
Sive Droste, S. Mongera, C. Postma, W.J. 
Meijerink, B. Carvalho, G.A. Meijer, MiR-17-
92 cluster is associated with 13q gain and c-
myc expression during colorectal adenoma to 
adenocarcinoma progression, British journal of 
cancer, 101 (2009) 707-714. 

20. A. Tsuchida, S. Ohno, W. Wu, N. Borjigin, K. 
Fujita, T. Aoki, S. Ueda, M. Takanashi, M. 
Kuroda, miR-92 is a key oncogenic component 
of the miR-17-92 cluster in colon cancer, 
Cancer science, 102 (2011) 2264-2271. 

21. L. Venturini, K. Battmer, M. Castoldi, B. 
Schultheis, A. Hochhaus, M.U. Muckenthaler, 
A. Ganser, M. Eder, M. Scherr, Expression of 
the miR-17-92 polycistron in chronic myeloid 
leukemia (CML) CD34+ cells, Blood, 109 
(2007) 4399-4405. 

22. J.H. Ohyashiki, T. Umezu, C. Kobayashi, R.S. 
Hamamura, M. Tanaka, M. Kuroda, K. 
Ohyashiki, Impact on cell to plasma ratio of 
miR-92a in patients with acute leukemia: in 
vivo assessment of cell to plasma ratio of miR-
92a, BMC research notes, 3 (2010) 347. 

23. R. Cardin, M. Piciocchi, A. Sinigaglia, E. 
Lavezzo, M. Bortolami, A. Kotsafti, U. Cillo, 
G. Zanus, C. Mescoli, M. Rugge, F. Farinati, 
Oxidative DNA damage correlates with cell 
immortalization and mir-92 expression in 
hepatocellular carcinoma, BMC cancer, 12 
(2012) 177. 

24. T. Uziel, F.V. Karginov, S. Xie, J.S. Parker, 
Y.D. Wang, A. Gajjar, L. He, D. Ellison, R.J. 
Gilbertson, G. Hannon, M.F. Roussel, The 
miR-17~92 cluster collaborates with the Sonic 
Hedgehog pathway in medulloblastoma, 
Proceedings of the National Academy of 
Sciences of the United States of America, 106 
(2009) 2812-2817. 

25. I. Manni, S. Artuso, S. Careccia, M.G. Rizzo, 
R. Baserga, G. Piaggio, A. Sacchi, The 
microRNA miR-92 increases proliferation of 
myeloid cells and by targeting p63 modulates 
the abundance of its isoforms, FASEB journal : 
official publication of the Federation of 
American Societies for Experimental Biology, 
23 (2009) 3957-3966. 

26. M. Sharifi, R. Salehi, Y. Gheisari, M. Kazemi, 
Inhibition of microRNA miR-92a induces 
apoptosis and inhibits cell proliferation in 
human acute promyelocytic leukemia through 
modulation of p63 expression, Molecular 
biology reports, 41 (2014) 2799-2808. 

27. S. Singh, A. Koshkin, LNA (locked nucleic 
acids): synthesis and high-affinity nucleic acid 
recognition, Chemical communications, (1998) 
455-456. 

28. R.N. Veedu, J. Wengel, Locked nucleic acid as 
a novel class of therapeutic agents, RNA 
biology, 6 (2009) 321-323. 

29. B. Zhang, X. Pan, G.P. Cobb, T.A. Anderson, 
microRNAs as oncogenes and tumor 
suppressors, Developmental biology, 302 
(2007) 1-12. 

30. S. Babashah, M. Soleimani, The oncogenic and 
tumour suppressive roles of microRNAs in 
cancer and apoptosis, European journal of 
cancer, 47 (2011) 1127-1137. 

31. C. Zhao, F. Lu, H. Chen, F. Zhao, Z. Zhu, X. 
Zhao, H. Chen, Clinical significance of 
circulating miRNA detection in lung cancer, 
Med Oncol, 33 (2016) 1-10. 

32. G.-H. Liu, Z.-G. Zhou, R. Chen, M.-J. Wang, 
Y. Li, X.-F. Sun, Serum miR-21 and miR-92a 
as biomarkers in the diagnosis and prognosis of 
colorectal cancer, Tumor Biology, 34 (2013) 
2175-2181. 

33. S.M. Sun, V. Rockova, L. Bullinger, M.K. 
Dijkstra, H. Dohner, B. Lowenberg, M. 
Jongen-Lavrencic, The prognostic relevance of 
miR-212 expression with survival in 
cytogenetically and molecularly heterogeneous 
AML, Leukemia, 27 (2013) 100-106. 

34. C.C. Compton, F.L. Greene, The staging of 
colorectal cancer: 2004 and beyond, CA: a 



Post-transcriptional gene regulation with locked nucleic acid anti-miR-92a-3p 

Amir Nourbakhsh, et al.                                                                                                                              1430 

cancer journal for clinicians, 54 (2004) 295-
308. 

35. S. Rasool, V. Rasool, T. Naqvi, B.A. Ganai, 
B.A. Shah, Genetic unraveling of colorectal 
cancer, Tumor Biology, 35 (2014) 5067-5082. 

36. A.J. Schetter, S.Y. Leung, J.J. Sohn, K.A. 
Zanetti, E.D. Bowman, N. Yanaihara, S.T. 
Yuen, T.L. Chan, D.L. Kwong, G.K. Au, 
MicroRNA expression profiles associated with 
prognosis and therapeutic outcome in colon 
adenocarcinoma, Jama, 299 (2008) 425-436. 

37. A.J. Schetter, H. Okayama, C.C. Harris, The 
role of microRNAs in colorectal cancer, 
Cancer journal (Sudbury, Mass.), 18 (2012) 
244. 

38. M. Li, X. Guan, Y. Sun, J. Mi, X. Shu, F. Liu, 
C. Li, miR-92a family and their target genes in 
tumorigenesis and metastasis, Experimental 
cell research, 323 (2014) 1-6. 

39. S. Nilsson, C. Möller, K. Jirström, A. Lee, S. 
Busch, R. Lamb, G. Landberg, 
Downregulation of miR-92a is associated with 
aggressive breast cancer features and increased 
tumour macrophage infiltration, PLoS One, 7 
(2012) e36051. 

40. M. Sharifi, R. Salehi, Blockage of miR-92a-3p 
with locked nucleic acid induces apoptosis and 
prevents cell proliferation in human acute 

megakaryoblastic leukemia, Cancer gene 
therapy, (2015). 

41. M. Sharifi, R. Salehi, Y. Gheisari, M. Kazemi, 
Inhibition of MicroRNA miR-92a Inhibits Cell 
Proliferation in Human Acute Promyelocytic 
Leukemia, Turkish Journal of Hematology, 30 
(2013) 157. 

42. C. Ohyagi-Hara, K. Sawada, S. Kamiura, Y. 
Tomita, A. Isobe, K. Hashimoto, Y. Kinose, S. 
Mabuchi, T. Hisamatsu, T. Takahashi, miR-
92a inhibits peritoneal dissemination of 
ovarian cancer cells by inhibiting integrin α5 
expression, The American journal of 
pathology, 182 (2013) 1876-1889. 

43. B.L. Murphy, S. Obad, L. Bihannic, O. 
Ayrault, F. Zindy, S. Kauppinen, M.F. 
Roussel, Silencing of the miR-17∼ 92 cluster 
family inhibits medulloblastoma progression, 
Cancer research, 73 (2013) 7068-7078. 

44. M. Levrero, V. De Laurenzi, A. Costanzo, J. 
Gong, J. Wang, G. Melino, The p53/p63/p73 
family of transcription factors: overlapping and 
distinct functions, Journal of cell science, 113 
(2000) 1661-1670. 

45. C. Lin, X. Li, Y. Zhang, Y. Guo, J. Zhou, K. 
Gao, J. Dai, G. Hu, L. Lv, J. Du, The 
microRNA feedback regulation of p63 in 
cancer progression, Oncotarget, 6 (2015) 8434. 

46. 

Fig.1 SW 48 cells weretransfected with LNA-anti-miR that 6-Carboxyfluorescein conjugated to it, for evaluation 
of transfection efficiency used of fluorescent microscopy a. Before transaction b. After transfection. Scale bars 50 
µm 
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Fig. 2 Assessment of the miR-92a-3p level by real-time PCR on SW 48 cells 24, 48 and 72 h after transfection with 
LNA-anti-miR and scrambled. The ∆∆Ct method was used foranalysis of data and the untreated group was considered 
as a reference. The data were given as mean ± SD. p˂ 0.038 

 
Fig. 3 Western blot analysis was performed for evaluation of tumor protein p63expression at 24, 48, and 72 h after 
transfection,β-actin used as an internal control 
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Fig. 4 Assessment of p63/β-actin expression on SW 48 cells after transfection and western blot analysis at 24, 48 and 
72 h. The data were given as mean ± SD. p˂  0.033 


