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	Blockade of catecholamine-induced growth by adrenergic and dopaminergic receptor antagonists in Escherichia coli O157:H7, Salmonella enterica and Yersinia enterocolitica
	Discussion
	Catecholamine response and antagonism assays  
	Catecholamine antagonism assays were performed in serum-SAPI medium supplemented with concentrations of the compounds shown in the text.  A serum-based medium was employed to more closely approximate in vivo conditions within a mammalian host [2, 7, 11].  Controls comprised equivalent volumes of the solvent used to dissolve the catecholamine or the antagonist. To determine whether an antagonist was directly inhibitory to bacterial growth, all antagonism of catecholamine-growth induction assays were also performed in the presence of a concentration of Fe which overcomes the Fe-limitation of serum-SAPI medium (100 µM Fe(NO3)3) and allows maximal bacterial growth [24].  Unless stated otherwise, bacteria were inoculated into serum-SAPI at approximately 50-100 CFU per ml.  The final concentration of the bacterial inoculum was determined by standard pour-plate analysis using Luria agar.  Cultures were incubated statically at 37°C in a 5% CO2 humidified incubator for 18 hours in the case of E. coli O157:H7 and S. enterica and for 40 hours for Y. enterocolitica isolates since prior reports examining growth rate of E. coli and Y. enterocolitica in serum-based medium have shown a slower growth rate for Y. enterocolitica as compared to E. coli [7].  At the end of the incubation period cultures were thoroughly re-suspended by vigorous pipetting and numbers of bacteria enumerated by standard pour plate analysis using Luria agar as previously described [2, 7,11].  All growth response assays were carried out in duplicate, and all experiments were performed on at least two separate occasions.  
	Analysis of the effects of α-adrenergic antagonists on bacterial uptake of NE
	Statistical analysis
	Where appropriate, statistical analysis was performed using an unpaired t-test in which a two-tailed P value was calculated (Instat program, GraphPad Software, San Diego, CA). Statistical significance was defined as a P value of less than 0.05. 
	Figure 1. α-adrenergic antagonist inhibition of bacterial uptake of NE.
	 Table 2A. Antagonism of catecholamine-induced growth responsiveness

	Species
	Prazosin
	NE
	Dop


	Y. enterocolitica
	NE
	Dop
	E. coli
	Culture Conditions

	Y. enterocolitica
	E. coli 

	S. enterica



	Table 5. Chlorpromazine does not inhibit the ability of dopamine to mediate bacterial uptake of Tf-complexed iron.
	Culture Conditions
	Y. enterocolitica
	E. coli
	S. enterica






