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The methods of mNGS in Guangxi KingMed Diagnostics were the same as that described in a previously published mNGS article which was conducted in Guangzhou KingMed Diagnostics[1] 
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1. Sample Processing
Bronchoalveolar lavage fluid (BALF) sample was collected and transported with dry ice. 

2. DNA extraction and library preparation
In this study, nucleic acid (DNA) extraction and library preparation were performed on samples through the lab's self-built process. After the BALF sample was enriched, DNA extraction was performed following JIANSHI BIOTECH Universal DNA/RNA extraction protocol (Catalog No. TR202JY-50). Library prepared following KingCreate Biotechnology Pathogenic Microorganism Metagenomic DNA Detection Protocol (Reversible End Termination Sequencing, Catalog No. KS619-DNAmN48)[2, 3].

3. Sequencing and Quality Control
Both nucleic acid extraction and library preparation were conducted in parallel with quality control samples. Single-end 75bp sequencing was carried out using Illumina Nextseq 550 System with 75 cycles Reagent Kit. 

4. Bioinformatic Analysis
After filtering the low-quality sequencing data by fastp v0.20.0[4] and removing the sequences mapped to the human reference genome using bwa v0.7.10-r789[5], the remaining data were aligned to the microbial genome database. The alignment of the remaining microbial data was carried out using bwa v0.7.10-r789[5] and Sequence-Based Ultra-Rapid Pathogen Identification (SURPI v1.0.18) pipeline (UCSF), which is a previously published research pipeline for pathogen identification[6, 7]. A microorganisms database “MetagenomicX” was built for clinical use to align the sequencing data, which contains 36497 microorganisms’ genomes covering most of microorganisms that have been sequenced. 
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