


Materials and Methods

RNA isolation, reverse transcription and qRT‒PCR
Total RNA from cells was extracted using TRIzol reagent (Invitrogen, Carlsbad, CA) according to the manufacturer’s protocol. The retrieved RNA was reverse-transcribed using a Color Reverse Transcription Kit (EZBioscience) and amplified on a CFX96 Real-Time System (Bio-Rad Laboratories, Singapore). The relative expression levels were normalized to GAPDH and calculated as 2-[(Ct of gene)-(Ct of GAPDH)], in which Ct represents the cycle threshold for each transcript. The primers used in qRT‒PCR are listed in Table S4.

Wound healing assay
The cells were seeded in six-well plates (Nest, Biotechnology, Jiangsu, China) with DMEM containing 10% FBS overnight. The cell monolayers were wounded by scratching with sterile plastic 10-μl micropipette tips to create artificial wounds and rinsed 2 times with PBS. Subsequently, the cells were cultured for 48 h. Images of the different stages of wound healing were photographed via an inverted Olympus IX50 microscope with a 10× objective lens at 0, 24 and 48 h.
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