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Supplementary figure 1: Bacterial Isolation, Antibiotic Susceptibility Testing, and mcr Detection by Polymerase 

Chain Reaction (PCR). 
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A) Pre-enriched diarrheal samples were plated onto MacConkey agar medium, and visible bacterial growth was 

observed following overnight incubation at 37°C.  

B) Further confirmation of bacterial identification was conducted using API E20 strips. 

C) Antibiotic susceptibility testing via disk diffusion involved placing a colistin sulfate disk on the bacterial lawn, 

followed by measurement of zone diameter after 18-24 hours of incubation at 37°C. 

D) The agar dilution method entailed dissolving colistin sulfate powder in sterile distilled water and adding it to 

molten MH agar to create 2-fold dilutions, resulting in final concentrations ranging from 0.5 μg/mL to 256 μg/mL. 

Multiple spots were manually divided on one petri dish MHA plate, with each spot receiving 1 μL of a bacterial 

inoculum containing approximately 104 CFU of bacteria. Plates were then incubated for 18-20 hours at 37°C. 

Phenotypic resistance to colistin sulfate, according to European Committee on Antimicrobial Susceptibility Testing 

(EUCAST) guidelines, was determined by visible bacterial growth on plates containing >2 μg/mL colistin sulfate. 

Additionally, this method determined the minimal inhibitory concentration (MIC) as the lowest concentration of 

colistin capable of inhibiting visible bacterial growth. 

E) MIC measurement was performed using the commercial Etest (Liofilchem Inc, Italy). 

F) Amplified PCR products of mcr-1 to mcr-5 genes were subjected to electrophoresis on a 1.2% agarose gel and 

visualized under UV light. Lane 1 displays a 1000 base pair DNA marker (Gene ruler, Thermo Fisher Scientific, 

MA). 


