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Supplement



Figure S1. (A) Slime production of the selected Enterococcus faecium strains, with E.
faecium Sel42 and E. faecium F25 exhibiting positive results (B) Slime production
evaluated via the Congo red agar assay (C) Exopolysaccharide (EPS) production,
indicated by the appearance of ropy structures (D) Qualitative assessment of biofilm
formation using Congo red, where red colony denotes a lack of biofilm formation (E)
Rhodamine B dye degradation assay, with the absence of orange coloration indicating
negative degradation (F) Phenol red assay, indicating the negative results as no pink color
observed (G) Raffinose hydrolysis assay demonstrating positive enzymatic activity of the
selected strains (H) Biofilm formation assay on polystyrene microtiter plates, showing no
detectable biofilm formation by the tested strain.

Figure S2. (A) Qualitative detection of biogenic amine production in the selected Enterococcus
faecium strains (B) Visual assessment of auto-aggregation after 24 hours of incubation at 37 °C;
turbidity and visible sedimentation in Eppendorf tubes indicate strong auto-aggregation, with
assigned score of +3.
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Figure S3. (A) Detection of aggregation substances in the selected Enterococcus faecium
strains via clumping assay after 24 hours of incubation (a) Visual observation of
clumping in selected probiotic strains; (b) Positive and negative controls; (c) Clumping
behavior of reference pathogenic strains (B) Quantitative assessment of clumping activity
using a spectrophotometric assay against E. faecalis ATCC 51299 and E. faecalis ATCC
29212.

Figure S4. Mucin-binding potential of the selected Enterococcus faecium strains. Colony-forming
units were counted following 48 hours of incubation at 37 °C to assess adhesion to mucin-coated
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surfaces.

Figure S5. (A) Screening for arginine hydrolase activity in the selected Enterococcus
faecium strains showed that E. faecium NF is positive while all others are negative (B)
Kligler Iron Agar (KIA) test results demonstrating yellow coloration, indicating glucose
fermentation by all selected strains.
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