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Real-time fluorescence quantitative PCR for detecting expression of serum miR-375 and its clinical application”
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[Abstract] Objective To establish a method of SYBR Green I real-time fluorescence quantitative PCR (FQ-
PCR) by poly(A) polymerase tailing for the determination of miR-375 in serum and to conduct the preliminary clinical
application. Methods Total RNA was extracted from serum by Trizol reagent. miR-375 was reversely transcripted
into cDNA by tailing poly(A) polymerase,and then the cDNA was amplified and detected by using SYBR Green I re-
al-time FQ-PCR. To generate a standard curve of a dilution series of C. elegans-miR-39 mimic,and detect the expres-
sion level of miR-375 in serum quantitatively. Results The method could quantitatively detect the expression level of
miR-375 in serum. The melting curve showed a single peak,the PCR amplification products were specific,a good line-
ar relationship was showed in the range of 10° —10° copies/ul. (+* =0.997) ,and the detection had good repeatability.
The expression level of miR-375 in diabetic patients was significantly higher than that in healthy subjects, the differ-
ence was statistically significant (P<Z0. 05). Conclusion The established method of SYBR Green I FQ-PCR by poly
(A) polymerase tailing can detect the expression level of serum miR-375 sensitively and specifically and lays a meth-

odological foundation for further study on its clinical application.
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