
SUPPLEMENTARY MATERIAL. 
 

HPPE DISK DIFFUSION BIOAUTOGRAPHY ASSAY AND FMN BINDING 

The bioautography assay is a standard assay to measure production of antibacterial compounds 
and is detailed in The Journal of Antimicrobial Chemotherapy, Supplement S1 to Volume 48, July 
2001. Antimicrobial suseptability testing.  

This is available at www.jac.oupjournals.org/content/vol48/suppl_1. 

HPPE was purified and concentrated to 750 μM in 20 mM Tris pH 7.9, 50 mM NaCl. Divalent 
cations were removed by incubation with 10 mM EDTA for 2 hr at room temperature followed by 
extensive dialysis to remove the EDTA. An aliquot of this apo-HPPE was then incubated for 1hr 
with 2 mM Fe(II)(NH4)2SO4, and another with 2 mM Zn(II)Cl2 to give HPPE-Fe and HPPE-Zn. 
The results demonstrated the recombinant enzyme to be active, as well as the total abolition of 
activity upon stripping the enzyme with EDTA. Reconstitution of activity was observed with the 
addition of both Fe2+ and Zn2+. 

 
(I) The requirements for activity. 

 

 
 
Figure 1.  
Top: HPP + NADH + FMN (negative control) 
Left:  Fosfomycin (2 μg) (positive control) 
Right: HPPE + HPP + FMN + NADH. This shows that a protein sample with only 20% 
HPPE-Zn, 80 % apo-HPPE is active. 
 
 


