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Body: Previous studies have shown that SHOX2 DNA methylation can potentially serve as a tumour marker
in lung cancer patients. DNA methylation of SHOX2 could have been assessed in serum and bronchial
aspirates. This study aimed to find out, if there is an opportunity to analyse SHOX2 DNA methylation level in
lymph node tissue obtained by endobronchial ultrasound guided biopsy in context of diagnosis and lymph
node staging. Tissue from mediastinal lymph nodes was taken from ten patients with proven lung cancer. In
five cases the tissue was obtained by transbronchial forceps biopsy, in the other five by transbronchial
needle aspiration (TBNA). Samples were treated with bisulphite, excluding the unmethylated SHOX2 DNA
from amplification. A real-time PCR duplex assay was then used to quantify the amount of total DNA on one
hand and the number of methylated SHOX2 gene copies on the other hand. Finally the DNA methylation
level of SHOX2was determined relating the number of methylated SHOX2 gene copies to the total amount
of DNA. DNA was successfully extracted and analysed by real-time PCR duplex assay in all samples. Valid
measurements of SHOX2 DNA methylation level could be achieved in all samples, as well. Endobronchial
ultrasound guided biopsy as a minimal invasive method followed by real-time PCR is an applicable
procedure to analyse SHOX2 DNA methylation level in mediastinal lymph nodes of lung cancer patients.
These outcomes allow comparing SHOX2 DNA methylation level in patients suspected to have lung cancer
in further studies. DNA methylation level of SHOX2 has the potential to be a useful biomarker in lung
cancer.
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