SUPPORTING INFORMATION
Cyclic reverse transcription cooperating self-priming cyclic amplification for sensitive and label-free NSCLC related microRNA analysis

	


1. Materials
All DNA and RNA employed in this study were obtained from Sangon Biotech Co., Ltd. (Shanghai, China) and subsequently dissolved in DEPC-treated distilled water. Additionally, a first-strand double-stranded DNA synthesis kit was acquired from Thermo Fisher Scientific.
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Table S1. Nucleic acid sequence used in the experiments
	Title
	Sequence（5' to 3'）

	Variable-hairpin-probe,  VHP
	AAG AAT TCT TAA GAA TTC TT TCA CCG ACC TTC CAC CGA GCT AGA TCC CTG GAC GAC TTG AAA TCAA CAT CAG TCT GAT AAG CTA GA TCC TTT CAA GTC GTC CAG TTG AAA TAG CTT ATT TAC GTC GCC GTC CAG CTC GAC CTA GCT TAT CAT CAT CAG TC

	miRNA-21
	UAG CUU AUC AGA CUG AUG UUG A

	M1
	UUG CUU AUC AGA CUG AUG UUG A

	M2
	UAG CUU AUC AGA CUG AUG UAG A

	M3
	UAG CAU AUC AGA CUG AUG UUG A

	miRNA-7a
	UAGCACUGAAUGUUGUGUGUGU

	miRNA-155
	UGAGUCUGAUGUUGUGUGAGGU

	miRNA-17
	UACAGUCUUUAUCAGACUGUA



	


2. Fluorescence Assay
Following the reaction, the mixture was diluted to a final volume of 100 μL. The diluted solution was then transferred into a fluorescence cuvette, and the fluorescence emission spectrum was recorded using an F-2700 fluorescence spectrophotometer. The spectral scan parameters were set as follows: excitation wavelength at 485 nm; emission collection range from 497 to 520 nm with a 1 nm interval; excitation and emission slit widths of 5 nm and 10 nm, respectively; and a PMT voltage of 70 V. The signal-to-background ratio (F/F₀) was calculated by dividing the fluorescence intensity at 520 nm obtained for the experimental sample by the corresponding fluorescence intensity measured for the blank control.
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