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This study is based on five experimental evolutionary lines of P. protegens CHA0 evolving in the rhizosphere of the model plant
Arabidopsis thaliana Col-0 (otherwise gnotobiotic study system). At each growth cycle (4 weeks), bacteria were harvested and kept
for further analysis (for phenotyping and genome sequencing) as well as used for reintroduction to a fresh set of plants.

Five replicated, independent evolutionary lines of bacteria. Six data collection time points

After each growth cycle, root-associated bacteria were harvested by placing the roots into a 1.5 ml Eppendorf tubes filled with 1 ml
10 mM MgSO4 and two glass beads. Rhizosphere bacteria were suspended into the liquid using a TissueLyser II at a frequency of 20
s-1 for 1 min after which bacterial cell densities were determined using flow cytometry (BD Accuri™ C6 Plus, thresholds for FSC: 2000,
SSC: 8000). After this, 10^6 cells were inoculated to the rhizosphere of new A. thaliana plants to initiate the next plant growth cycle.

To quantify changes in plant-bacterium interaction, sixteen evolved bacterial colonies are randomly selected from each plant
replicate selection line at the end of the second, fourth and sixth growth cycles, in addition to sixteen randomly selected ancestral
colonies (in total 256 isolates). Sixteen evolved bacterial colonies is a reasonable sampling size to represent a population considering
the practical posibility.

Bacterial abundance data was collected by Erqin Li with flow cytometry (BD Accuri™ C6 Plus, thresholds for FSC: 2000, SSC: 8000).
Phenotypic data were collected manually in specific bioassays by Chen Liu and Erqin Li with spectrophotometer (SPECTROstar Nano).
Plant-bacterium interaction data were collected by Erqin Li and Chen Liu with balance and ImageJ (version 1.50i). Genomic DNA was
sequenced using standard procedures by Erqin Li. Bacterial relative fitness data was collected by Henan Jiang and Erqin Li with
LightScanner (Idaho Technology Inc.)

The selection experiment started on 2015. 01, and ended on 2016. 05. The phenotypic data, interaction data were collected from
2016. 05-2017. 12. Bacterial genome sequencing library preparation were done during 2016.11-2016.12. Sequencing data analysis
was conducted during 2017. 05-2018. 05. Bacterial relative fitness measurements were conducted between 2018.05 to 2019.03
There was no spatial scale; plants were regularly randomized in plant growth chamber.

All data were kept in the statistical analysis

The experiment was based on five fully independent replicate lines.

Plants were randomized every second day to prevent block/ position effect inside plant growth chamber.

Data from phenotypic assays, bacterial abundance, plant-microbe interaction, as well as sequencing data were collected as a series of
numbered samples, with a file listing which belonged to which treatment.




