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Material and Methods

The miRNA was extracted from the tissue or cell samples using
Tissue&Cell microRNA Extraction Kit (HaiGene, Harbin, China)
according to manufacturer’s protocol. To investigate the miR-21
expression level in tissue samples, cDNA synthesis was carried out
according to the protocol of TagMan miRNA cDNA Synthesis Kit
(HaiGene, Harbin, China). Briefly, the reaction mix consisting of 100
ng of miRNA, 1 of 5xXTagMan miRNA RT Solution A, was
performed to add the polyA tail at 37 <C for 30min, 85<C for 5min.
Followed with adding 2jd of 10xTagMan miRNA RT Solution B, 2|4
of 10x<TagMan miRNA RT Primer, and 11 of ddH,O, which
incubated at 30 T 5min, 55<C 60min followed by enzyme inactivation
at 95 <€ for 5 minutes. Quantification of miRNA was performed by
HG TagMan miRNA PCR Kit (HaiGene, Harbin, China) . RealTime
PCR was performed in 20 pl with 2 pl of ¢cDNA product, 1 pl of
miRNA TagMan Assay, and 4ul of 5xGolden HS TagMan qPCR Mix
under the following conditions: 95<C for 15min, 40 cycles of 95<C for
10s, and 60<C for 30s in LightCycler 480 (Roche). MiR-21 levels were
normalized to U6B RNA levels using the 2(-ACt) model. Real-time
PCR assays were performed in duplicate for each sample, and the mean
value was used for the calculation of miRNA expression levels. The
statistical analyses were done using Microsoft Excel (Microsoft) both
to calculate the SD and to test for statistically significant differences
between the samples using a T test. A value P < 0.05 was considered

statistically significant.

References:

[1] Development of a robust, low cost stem-loop real-time
quantification PCR technique for miRNA expression analysis. Mol
Biol Rep. 2013. PMID: 23307300.

[2] Quantitative stem-loop RT-PCR for detection of microRNAs.
Methods Mol Biol. 2011. PMID: 21533691.

[3] MicroRNA detection in prostate tumors by quantitative real-time
PCR (gPCR). J Vis Exp. 2012. PMID: 22643910.

[4] Circulating microRNA-196a as a candidate diagnostic biomarker
for chronic hepatitis C. Mol Med Rep. 2015. PMID: 25738504.

[5] Serum microRNA-21 as marker for necroinflammation in hepatitis
C patients with and without hepatocellular carcinoma. PLoS One. 2011.
PMID: 22066022.

[6] Diagnostic microRNA markers to screen for sporadic human colon
cancer in stool: I. Proof of principle. Cancer Genomics Proteomics.
2013. PMID: 23741026.

[7] Stem-loop RT-gPCR for microRNA expression profiling. Methods
Mol Biol. 2012. PMID: 22144190.

[8] Novel real-time PCR assay of microRNAs using S-Poly(T), a
specific oligo(dT) reverse transcription primer with excellent
sensitivity and specificity. PLoS One. 2012. PMID: 23152780.

Web: www.haigene.cn AL . 400-0470-600 Email: order@haigene.cn

EE: AU, B2 T NMELSMRET « ImR W e ar . tetdh . S0E R S A NGRS i



