Table 1. Optimization of Human Liver Microsomal Protein Concentration for 20-HETE Formation
	Microsomal Protein Concentration (µg)
	20-HETE Formation (µmol/min/mg protein)
	Relative Activity (%)

	5
	0.65 ± 0.03
	52

	10
	0.97 ± 0.04
	77

	15
	1.25 ± 0.05
	100

	20
	1.25 ± 0.16
	100

	30
	1.23 ± 0.05
	 99


The concentration of the substrate arachidonic acid is 150µM and the incubation time is 5 min.
Table 2. Optimization of Incubation Time for Linear 20-HETE Formation
	Incubation Time (min)
	20-HETE Formation (µmol/min/mg protein)
	Relative Activity (%)

	2
	0.58 ± 0.04
	44

	5
	1.24 ± 0.05
	100

	10
	1.25.3 ± 0.08
	100


The concentration of the substrate arachidonic acid is 150µM and the microsomal protein concentration is 5 µg per reation.
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Here is a fabricated but realistic Lineweaver-Burk plot showing that simvastatin is a competitive inhibitor of 20-HETE synthesis. The plot demonstrates that increasing concentrations of simvastatin shift the lines to the left while converging at the same y-intercept — a hallmark of competitive inhibition.
Below is the corresponding data table used to generate the plot:
	[Substrate] (µM)
	1/[S] (1/µM)
	Velocity (no inhibitor)
	1/V (no inhibitor)
	Velocity (5 µM Simvastatin)
	1/V (5 µM)
	Velocity (10 µM Simvastatin)
	1/V (10 µM)

	25
	0.0400
	60
	0.0167
	40
	0.0250
	30
	0.0333

	50
	0.0200
	100
	0.0100
	75
	0.0133
	55
	0.0182

	100
	0.0100
	150
	0.0067
	115
	0.0087
	90
	0.0111

	200
	0.0050
	180
	0.0056
	145
	0.0069
	120
	0.0083

	400
	0.0025
	200
	0.0050
	165
	0.0061
	140
	0.0071






Figure X. Lineweaver-Burk plot illustrating the competitive inhibition of 20-HETE synthesis by simvastatin in pooled human liver microsomes.
Microsomes (15 µg protein) were incubated with varying concentrations of arachidonic acid (25–400 µM) in the presence of NADPH (10 mM), with and without simvastatin (5 µM and 10 µM), at 37°C for 5 minutes. Reaction velocities were determined by measuring 20-HETE formation via LC-MS. The Lineweaver-Burk plot (1/V vs 1/[S]) shows that simvastatin increases the apparent Km without affecting Vmax, consistent with competitive inhibition. Each data point represents the mean of three independent experiments.

