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Appendix 

Whole-Genome Sequencing 

Genomic DNA was purified from cleared lysate using a QIAamp DNA mini Kit 

(QIAGEN, Courtaboeuf, France). DNA libraries were prepared with Nextera XT kit (Illumina, 

San Diego, CA, USA). Samples were sequenced on Miseq system (Illumina) at the University of 

Lyon facility (Lyon, France), to produce 75–300 base-pair paired-end reads. These reads were 

mapped with BOWTIE2 (1) to the H37Rv reference genome (Genbank NC000962.2). Variant 

calling was made with SAMtools mpileup (2): a valid nucleotide variant was called if the 

position was covered by at least 10 reads depth and supported by a minimum rate threshold of 

50%. Region with repetitive or similar sequences were excluded, i.e., PE, PPE, PKS, PPS, ESX. 

The WGS genome coverage ranges 96.8%–98.2%, average depth 44x to 127x. 

To challenge the performance of the pipeline and measure the number of SNPs threshold 

between isolates with epidemiologic links, we ran the archives from Walker et al., 2013 (3): a 

threshold of 12 SNPs was retained as the limit to exclude a cross-transmission. 

Sequences have been submitted to European Nucleotide Archive (ENA) under accession 

no. ERP111099. 
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