
ENZYME ASSAY PROTOCOL FOR PROTEASE

This non-specific protease activity assay may be used as a standardized procedure to This is done to account for the
absorbance value of the enzyme itself and ensure that the final This protocol will enable protease activity
measurements.

These examples are a fraction of the total, but they represent both the large number of companies that have
conducted research targeting proteases, and the diversity of disease states in which proteases are important. As
an example, furylacryloyl-Ala-Lys and furylacryloyl-Ala-Arg were developed as substrates for
carboxypeptidase N; enzyme activity could be followed by measuring absorption decrease at nm 
Ubiquitin-like protein conjugation and the ubiquitin-proteasome system as drug targets. For example, a
multichannel microscale HPLC systems has been developed that can run several micro-columns
simultaneously 18 , making it suitable for screening fairly large compound sets. Design of potent, selective,
and orally bioavailable inhibitors of cysteine protease cathepsin k. This characteristic makes
fluorescence-based assays particularly suitable for the dense, low volume formats employed in high
throughput screening. Duggleby R. In addition, it can be subject to a low signalâ€”to-noise , from time to
time, due to overlap between donor and receptor fluorescence spectra. Protease solution. Bachovchin W.
Typically, the reaction is stopped when its progress is within a pre-determined linear range, but enough
substrate has to be turned over to give a robust signal. Once all of the data has been collected, the standard
curve can be created. Binding of a small molecule represented by the brown bars to the same site on target
displaces the fluorescence labeled peptide analog and results in signal decrease. However, this simple
approach only works well when a rapid equilibrium between the free inhibitor and the enzyme-inhibitor
complex is established during the assay. These technologies can be used for primary screening when labeled
assays are not suitable and can also be used to confirm hits from label-based assays. Curr Cancer Drug
Targets. Basic principles of fluorescence-based homogenous assays for measuring protease activity. However,
there are cases where a substrate cannot be labeled, or where a labeled substrate cannot meet the requirements
for specific studies. Comb Chem High Throughput Screen. For those inhibitors, an accurate assessment of
compound potency requires careful data analysis that takes into account the shift in equilibrium over time.
Analysis of enzyme progress curves by nonlinear regression. Assays using fluorescent quenchers are usually
limited by high background signal caused by incomplete separation of the reporter and quencher spectra. Its
FP signal is higher when the peptide is bound to a larger protein due to the slower rotation rate of a large
complex; if the binding of a fluorescently silent small molecule prevents the binding of the peptide to the
larger protein, the peptide will remain unbound in solution and tumble faster, which gives a lower FP signal.
Zinc-binding groups modulate selective inhibition of MMPs. Any altered, transformed, or adapted form of the
work may only be distributed under the same or similar license to this one. Chen D. Habig M. Figure 1.
Morrison and Walsh address the mathematical solutions explicitly  Szedlacsek S. There will be only one or
two amino acids on the N-terminal side of the scissile bond of aminopeptidase substrates and one or two
amino acids on the C-terminal side of the scissile bond of carboxypeptidase substrates, but there will be more
amino acids on both sides of the scissile bond of endopeptidase substrates. Feng B. Two types of quenchers
exist. The length of the peptide used in this approach is limited to 15 â€” 20 amino acids, since the difference
between the FP signals of the bound and the unbound peptide decreases when its length increases, reducing
the assay signal window. Challenges do exist. Novel and potent cyclic cyanamide-based cathepsin K
inhibitors. Volume of Tyrosine Standard.


