
 
 

(II) To quantify fosfomycin productivity. 
 

Assays were performed in triplicate with 10 μM HPP, 120 μM FMN and varying concentrations 
of enzyme (freshly purified recombinant enzyme, apo-HPPE, reconstituted HPPE-Zn and 
reconstituted HPPE-Fe) from 20-320 μM. All assays were carried out at the same time incubating 
the reactions at 24 oC for 1 hr before placing on ice. Agar plates were spread with ~107 cfu K-12 
E.coli previously shown to be susceptible to fosfomycin and 5 mm filter discs placed on top to 
which 10 μl assay mix was added. The discs were incubated overnight at 37oC and then the 
diameter of inhibition was measured around each disc. Plates were left for a further period of time 
prior to being photographed in order to improve the contrast.  

 
HPPE was assayed at 20, 40, 80, 160, 320 and 500 μM, and reactions left to proceed for 1hr at 
room temperature (~24oC) before being placed on ice. Controls were set up and buffer used for the 
protein solution, at pH 7.9 was used for all dilutions and in place of water to make up assay 
volumes. 5mm diffusion discs were made from 3MM paper and sterilized in the microwave. 10 
μL assay solution was added to each disc and placed on an LB agar plate which had been prepared 
by spread plating 107 cfu of E.coli K12, previously shown to be susceptible to fosfomycin killing.  
 
Results 
 
The control plates with no HPP and no HPPE respectively showed no zones of inhibition as 
expected. Fosfomycin control plates containing 0.1, 0.2, 0.3, 0.5, 0.7, 1.0, 2.0, 4.0 and 8.0 μg 
showed increasing zones of inhibition and were used to estimate the amount of fosfomycin 
produced from the zone of inhibition with the other results, Figure 6. 
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