I- Bacterial strains those will be used in our trials and their Characteristics:

1- Staph. Aureus:
S. aureus can grow at a temperature range between 15° to 45°C and at NaCl concentrations up to 15%. However, extended exposures above 42°C or below 10°C are not recommended(1).

2- Streptococcus pyogene:
S. pyogenes is a facultative anaerobe and is grown at 37°C in either ambient air or in 5–10% CO2(2)
This bacterium can be cultivated on standard I- nutrient agar (3).

3- Esherichia coli:
Escherichia coli (E. coli) is a stick asporulated Gram negative bacteria. It is an aerobic or facultative anaerobic species. It is grown at a temperature range between 35oC and 37 °C, but it can support until 44,5 °C. For this reason it is called thermotolerant coliforme(4). The naturally occurring (wild-type) strain of E. coli doesn't require any growth factors. If given the appropriate elements and an energy source, E. coli can synthesize all 20 amino acids, all vitamins, all nucleotides, and all fatty acids that it uses during growth and metabolism(5).

II- Testing the activity of the presented Ampicillin as an active antibiotic:
In light of testing the activity of our presented ampicillin, first we add 0.015g of ampicillin in 100 ml NaCl 0.9%. Then we prepare two petri dish filled with tryptone yeast extract agar, the first to cultivate E.coli without Ampicillin and the second to cultivate E.coli with Ampicillin(about 300µlof ampicillin), Then We incubate them for 24 Hours at 37oC. Then we have getting these results showing below:
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Interpretation: The used ampicillin inhibit E.coli to grow on the media culture which is non the case for the other petri dish without ampicillin. These results show that this ampicillin can will be used to quantify our pretended produced ampicillin as a reference antibiotic.
III- How the standard antibiotic solution can be produced(6):
Ampicillin: 
· diluted in distilled water
· Standard stock solution(0.1mg/ml)
· Storage with refrigeration (1 week)
· Final concentration to drawing the standard curve (0.64 , 0.80 , 1 , 1.25 , 1.56) (µg/ml)( will be prepared on the same day of the essay)
Penicillin G:
· Diluted in NaCl 0.9%
· Standard stock solution (1000 units/ml)
· Storage with refrigeration (4 days)
· [bookmark: _GoBack]Final concentration to drawing the standard curve (0.64 , 0.80 , 1 , 1.25 , 1.56) (µg/ml)( will be prepared on the same day of the essay)
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