
Supplemental Methods 

 

Cell lines 

The cell lines MKN1, MKN7, NCI-N87 and Hs746T were established from metastatic sites of gastric 

carcinomas: cell line MKN1 was established from a lymph node metastasis of a gastric 

adenosquamous carcinoma; cell line MKN7 was derived from a lymph node metastasis of a gastric 

tubular adenocarcinoma; cell line NCI-N87 was established from a liver metastasis of a gastric tubular 

adenocarcinoma and cell line Hs746T was derived from a metastic site in the muscle of the left leg of 

a gastric adenocarcinoma.  

Informations about cell lines MKN1 and MKN7 were obtained from Cell Bank RIKEN BioResource 

Center (https://cellbank.nibiohn.go.jp), about cell lines NCI-N87 and Hs746T from ATCC Cell Biology 

Collection (https://www.lgcstandards-atcc.org) and about all four cell lines from ExPASy 

Bioinformatics Resource Portal (https://www.expasy.org/). The internet research was performed on 

March 28, 2020.   

 

Primary data analysis 

Each FASTQ file gets a quality report generated by FASTQC tool (v. 0.11.3, default settings) (1). Before 

alignment to reference genome each sequence in the raw FASTQ files was trimmed on base call 

quality and sequencing adapter contamination using Trim Galore! wrapper tool (v.0.3.7, default 

settings) (2). Reads shorter than 20 bp were removed from the FASTQ file. Trimmed reads were 

aligned to the reference genome using open source short read aligner STAR (STAR_2.4.2a; 

RefGenome hg38 (UCSC-archive-2015-08-10), Illumina iGenome Reference; Transcriptome 

(genes.gtf, UCSC-archive-2015-08-10), Illumina iGenome Reference) (https://code.google.com/p/rna-

star/) with settings according to log file (3). Feature counts were determined using R package 

“Rsubread” (4). Only genes showing counts greater 5 at least two times across all samples were 

considered for further analysis (data cleansing). Gene annotation was done by R package “bioMaRt” 

(5). Before starting the statistical analysis steps, expression data was log2 transformed and 

normalized according to 50th percentile (quartile normalization using edgeR).  Differential gene 

expression was calculated by R package “edgeR” (6).  
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