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Antibacterial activity 
Agar-well diffusion method 

The agar well diffusion method [47] was applied to investigate the antibacterial ac-
tivities of plant extract and the synthesized silver nanoparticles at different concentrations 
of 20, 40, 80, and 100µg/ml. The McFarland standard (0.5 equivalents) was prepared to 
adjust the turbidity of the target bacterial suspension. A cup-borer well was prepared in 
the Mueller-Hinton agar plates, and 0.1 mL of the suspension of the tested bacteria was 
pipette in the well. The plates were kept at room temperature for 1 h, in the refrigerator 
for 3 h, and then incubated at 37 °C for 24 h. Imipenem and DMSO were used as positive 
and negative controls, respectively. The zone of inhibition was measured in triplicate by 
repeating the process.  

The minimum inhibitory concentration (MIC) 
The microdilution method was employed to evaluate the minimum inhibitory con-

centration (MIC) [48]. 96-well microtiter plates were prepared by dispensing the 95 µL of 
nutrient broth and inocula into each well. 100 µL of aliquot was separately prepared from 
the stock solutions of the samples and added into the wells. Further, 100 µL from the pre-
pared serial dilutions was added into seven consecutive wells. The nutrient broth was 
added to one well, where distilled water and DMSO were used as positive and negative 
controls. Finally, the test plate was incubated at 37 °C for 24 h, and the bacterial growth 
was evaluated by absorbing at 620 nm on an ELISA reader. Minimum inhibition concen-
tration (MIC) was determined as the lowest concentration of the extracts or NPs where no 
visible growth of bacteria was observed. 
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Figure S1. Identification test for different natural product classes in Teucrium strocksinum. 
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