Report ACE assay 	Lisanne de Jonge & Celine van Eck Group D11
The aim
The aim of the lab course is to determine the effect of competitive inhibitor Captopril on ACE activity.
Hypothesis 
The hypothesis is that the inhibitor Captopril decreases the ACE activity.
Materials and methods 
First we made a standard curve of HL with different concentrations. We made the dilutions ourself. Of HHL we create the concentrations range of substrate. We also created the concentration range of the inhibitor Captopril. After this we added HHL with the concentration of 1 mM to the 96-wells plate, together with the enzyme ACE and Captopril. The standard curve of HL is pipeted into two other rows of the 96-wells plate. After that NaOH and OPA were added to all of the wells. After incubation HCL was added to stop the reaction. The fluorescence of the solutions was measured with excitation 360 nm and emission 485 nm.
Results

Ki is calculated with the following formula:
[image: ]
We determined IC50 by reading it from the graph by looking at the 50% of the maximum velocity. So IC50 = 0,01 umol, Km = 0.7 mM, S=1. This makes Ki 5.15*10^-3.
Discussion and conclusion
The results showed that Ki has a low value. If Ki is low, this means that there is an high affinity with the inhibitor Captopril. It is a competitive inhibitor, that is why a high affinity is important. Furthermore the IC50 is low, this shows also that captopril is a strong inhibitor. The IC50 indicates how much of the inhibitor is needed to inhibit the reaction by half.
Our Michaelis-Menten curve shows some negative values. Velocity is not something that can be negative, so we interpreted these values as if they have zero as value. 
From these data we can conclude that the inhibitor follows the Michaelis-Menten curve. This means that the inhibitor inhibits ACE. It is also shown that Captopril is a strong inhibitor. 
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