SUPPLEMENTARY MATERIALS AND METHODS


Long-term treatment with Alcaligenes faecalis A12C improves host resistance to pathogens in septic rats: possible contribution of curdlan-like immune-trainer
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Animals
Before the study, all rats underwent a 21-day acclimatization period. Each rat's health was confirmed through individual physical examinations, and they were declared pathogen-free following routine microbiological screening in adherence to European recommendations [28].
Preparation of A. faecalis A12C
A.faecalis was suspended in drinking mineral water (Fonteide®), and its bacterial concentration was measured at 600 nm using a spectrometer. The suspension was adjusted with mineral water (Fonteide®) to achieve a concentration of 6 × 108 CFU/mL. This suspension was stored for a maximum of 48 hours at 4 °C, shielded from light, and renewed every 48 hours.
Sepsis model 
The CLP model was employed to closely replicate human sepsis through peritonitis. Animal welfare was monitored every 8 hours, considering the signs outlined in Supplementary Table 1 [30]. For post-operative pain management, buprenorphine (Buprex®, Indivior Europe Ltd, Dublin, Ireland) was administered at a dose of 0.05 mg/kg every 8 hours. If the clinical welfare indicators were not met, analgesics could be administered every 6 hours.
Blood Count and Blood Chemistry
Whole blood samples were drawn from the jugular vein and collected in EDTA K3 vacutainers. Analysis was conducted using an autoanalyzer IDEXX ProCyte DxTM (IDEXX Laboratories Inc., Westbrook, Maine, USA) with settings tailored for rats.
Biochemical parameters were assessed using whole blood obtained via cardiac puncture and analyzed with the Cobas 8000 Modular Analyser Series (Roche Diagnostics, Basel, Switzerland). 
Serum levels of C-reactive protein (CRP) were determined using an ELISA kit in accordance with the manufacturer's protocol.
Cytokine Assays
Cytokines were quantified via ELISA using a DuoSet kit (R&D Systems, Abingdon, United Kingdom), following the manufacturer's instructions. The minimum limits of detection were as follows: IL-1β 10 pg/mL; IL-6 10 pg/mL; IL-10 1.8 pg/mL; TNF-α 2.8 pg/mL; and IFN-γ 2.7 pg/mL.
Curdlan Measurement
Curdlan content was determined using the K-EBHLG Enzymatic Yeast b-Glucan Assay Kit (Megazyme, Bray, Ireland), with procedures specified by the manufacturer. Samples were lyophilized prior to analysis, and concentrations were expressed as a percentage of curdlan in the dry weight of the samples.
PLF, BALF and Urine Cytology 
Fluid samples were collected in 200 µL K3-EDTA microtubes (Microvette, Sarstedt, Nümbrecht, Germany) and analyzed using the IDEXX ProCyte DxTM automated hematology instrument. The instrument employs flow cytometry with laser light scatter and cell staining to identify various cell types.
Histological Evaluation and Wet-to-Dry Lung Weight Ratio
Organ samples from the second phase of the experiment were preserved in 4% formalin for 24 hours, embedded in paraffin, and sectioned into 4µ sections for histological examination. Slides were stained with hematoxylin-eosin and examined using a light microscope. Additionally, kidney and liver samples were stained with periodic acid-Schiff reagent (PAS).
