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Supplemental [image: ]Figure S1. Experimental overview covering soil collection to analyses tested.
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Supplemental Figure S2. Principal coordinates analysis (PCoA) of bacterial community composition from soil and TWP samples collected during three independent monthly incubations (March, April, and May). Treatments included soil and TWPs with or without prior colonization by Pseudomonas congelans (biofilm treatments) under non-autoclaved (circles) and autoclaved (triangles) soil conditions. Colors denote sample type, and the first two principal coordinate axes explained 33.3% and 30.0% of the total variation, respectively.
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Supplemental Figure S3. Number of observed ZOTU assigned to the ten most abundant bacterial genera across soil treatments and sampling periods. Points represent the number of ZOTUs assigned to each genus within March, April, and May soil samples. Colors denote soil treatment groups, including autoclaved and non-autoclaved control soils and soils associated with TWP and Biofilm-TWP treatments. Genera are ordered by overall relative abundance across all samples.	Comment by Hanlon, Regina: what was the max number for the dataset? there are points above 60 but the label stops at 60. 	Comment by Hanlon, Regina: Is S2 all of the data and S3 showing only the 10 most abundant?
What does % relative abundance look like for the 10 most abundant genera (S3)?
	Comment by Carpenter, Carrie: I can extend the y-axis to 80 to be more clear.       S2 and S3 both show ZOTU richness for the 10 most abundant genera, with S2 representing soil-associated communities and S3 representing TWP-associated communities. The genera were selected based on overall relative abundance, whereas these figures were intended specifically to visualize within-genus ZOTU richness. Relative-abundance patterns are represented in the main-text difference heatmap as changes between TWP and paired soil communities. However I do already have stacked bar graphs and rel abundance heatmaps for all trials if we deem them necessary for the story.
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Supplemental Figure S4. Number of observed ZOTUs assigned to the 10 most abundant bacterial genera across TWP-associated treatments and sampling periods. Points represent the number of ZOTUs assigned to each genus in March, April, and May samples. Colors denote treatment type, including uncolonized TWPs and Pseudomonas congelans-pre-colonized TWPs incubated in either autoclaved or non-autoclaved soil. Genera are ordered by overall relative abundance across all samples.
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Supplemental Figure S5. Water pH following a 30-day incubation with TWPs at concentrations of 0, 0.01, 0.1, and 1 (mg/mL). Points represent individual replicate measurements (n = 3 per concentration), and boxplots show the median and interquartile range. Water pH declined progressively with increasing TWP concentration.




[image: ]Supplemental Figure S6. Elemental composition of the tire wear particles (TWPs) used in this study, determined by inductively coupled plasma mass spectrometry (ICP-MS). Bars represent the concentration (mg kg⁻¹ dry weight) of individual elements detected in the TWP material. Elemental concentrations are displayed on a logarithmic scale to facilitate comparison across the wide range of abundances observed.


[image: ]Supplemental Figure S7. Pearson correlation coefficients between ES4326 P. cannabina colony-forming units (CFUs) and the concentrations of individual elements measured in the tire wear particles (TWPs). Positive values indicate elements associated with greater bacterial growth, whereas negative values indicate elements associated with reduced bacterial growth. Elements are ordered by correlation coefficient.



[image: ]Supplemental Figure S8. Heatmap showing the relative abundance of the top 15 genera detected on air-exposed TWP and Biofilm-TWP samples across all three trials (March-May). Color intensity represents median relative abundance across samples within each treatment. 
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