Mycoplasma detection
Mycoplasma contamination in BEAS-2B cells was examined using a Mycoplasma PCR Detection Kit (C0301S; Beyotime Biotechnology, Shanghai, China). Culture supernatants collected after 5 days of cell incubation were used as test samples. Two rounds of nested PCR were performed according to the manufacturer’s instructions. In the first round, cell culture supernatant or the positive control template served as the template, and the reaction mixture was prepared using the 1st PCR Primer Mix and 2× PCR Master Mix. Amplification was carried out for 30 cycles under the following conditions: denaturation at 94 °C, annealing at 55 °C, and extension at 72 °C. In the second round, the first-round PCR products were used as templates and further amplified with the 2nd PCR Primer Mix under conditions essentially identical to those of the first round. After PCR amplification, products from both the first and second rounds were analyzed by 2% agarose gel electrophoresis. The presence of mycoplasma contamination was determined based on the appearance of specific amplification bands and their expected sizes. Positive and negative controls were included in each assay to verify the reliability of the PCR system and to exclude the presence of PCR inhibitors in the samples.
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Supplementary Fig. 1. Schematic representation of agarose gel electrophoresis of PCR products generated using the Mycoplasma PCR Detection Kit. Lane 1 shows the 1st PCR products, and lane 2 shows the corresponding 2nd PCR products. Templates loaded in each lane were as follows: M, DNA marker; W1 and W2, ultrapure water; C1 and C2, control template; S1 and S2, BEAS-2B cell culture supernatant. The control template was an artificially synthesized DNA fragment. The expected sizes of the amplification products were 810 bp for the 1st PCR and 590 bp for the 2nd PCR.
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