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1. Introduction

The most fundamental property of any catalyst is selectivity.
Selectivity is defined in terms of reaction types, substrate and
product range, stereochemical preferences, and operating
conditions. The activity pattern of a catalyst, which defines its
function, is more important in practical terms than its actual
chemical structure. Activity cannot be deduced accurately from
structure because of the limited predictive value of chemical
theories. Therefore, characterization of a catalyst is an exper-
imental exercise that amounts to recording its activity for a series
of substrates and reaction conditions. In contrast to the
description of chemical structures, there is no generally accepted
formalism for the description of catalytic activity patterns, which
can represent extremely diverse and potentially infinitely large
data sets. Herein, we discuss the use of substrate arrays as tools
for the rapid characterization of enzyme activities and the
potential use of such arrays in enzyme discovery and quality
control applications.

2. One enzyme, one substrate
2.1. Enzyme assays

The activity of an enzyme is usually measured on the basis of the
reaction of a particular substrate and involves monitoring any
chemical or physical parameter that changes specifically upon
reaction progress. The activity of enzymes is defined with
reference to a particular assay and counted in Units (U), which
indicate the rate of product formation in micromoles per minute
per milligram of enzyme under a given set of conditions
(substrate, concentration, solvent, buffer, temperature). The
most popular assays are those that produce a spectrophoto-
metric signal and use simple reagents, in particular chromogenic
or fluorogenic substrates. A typical example is the use of
nitrophenyl esters and glycosides to monitor the activity of
esterases and glycosidases, respectively. The advent of recombi-
nant enzyme libraries! has made the issue of enzyme assays
very pressing in recent years and a number of novel assays have
been reported. This subject has been reviewed recently.”?

2.2. Enzyme activity profiles

The assay of an enzyme with a given substrate provides
information about its activity under a given set of conditions.
Classical biochemical studies of enzymes start with an explora-
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tion of a particular reaction under a series of experimental
conditions. Thus, varying substrate concentration usually indi-
cates saturation kinetics, which are interpreted as substrate
binding in the Michaelis - Menten model.B! Measurement of the
substrate concentration profile at different pH values then leads
to the pH -rate profile, which gives characteristic signatures for
the participation of acid-base residues in catalysis, for example
the role of aspartate and glutamate residues in acidic xyla-
nases.”! pH-rate profiles may also be indicative of which
reaction step is rate limiting in a particular enzyme, for example,
in protein tyrosine phosphatases.® Temperature profiles can be
interpreted in terms of enzyme denaturation (melting)® or
temperature-dependent activity,”! or by use of the Arrhenius
equation to determine activation parameters. Arrhenius plots for
enzymic rates may be nonlinear and their interpretation can be
quite problematic,® in particular for membrane-bound en-
zymes.”! This problem is caused in part by the temperature
dependence of substrate affinity."

2.3. The APl ZYM system

The classical biochemical view of the enzyme world as inspired
by metabolic pathway analysis is the one enzyme, one substrate
correspondence. This view can be extended to the notion of one
assay, one enzyme. This idea was developed in the 1960s by
Bussiére etal. to construct an array of 16 different enzyme
substrates for profiling microorganisms.'™ The array, named
Auxotab, included chromogenic substrates for lipases and
esterases, aminopeptidases, chymotrypsin, trypsin, phosphatas-
es, sulfatases, and 3-galactosidases. The assays were formulated
as a combined set in a filter-paper format and carried out in
parallel on crude microorganism cultures to assess the presence/
absence of the corresponding enzymes. The so-called APl ZYM
system was then developed from this discovery by Daniel
Monget at Biomerieux and commercialized,"? and became a
popular tool in microbiology. The APl ZYM consists of a series of
19 enzyme assays characteristic for measurement of 19 enzyme
activities and one blank as a reference (see Table 1). It has been
used broadly to characterize microorganisms.'3 The apparent
activities are classified qualitatively from the enzymic tests by
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Table 1. Enzymes and substrates assayed by the APl ZYM system.!'?
No. Enzyme Substratel? pH®! color®
1 none None (dl
2 alkaline phosphatase 2-naphthyl phosphate 85 purple
3 esterase C4 2-naphthyl butyrate 7.1 purple
4 lipase C8 2-naphthyl caprylate 7.1 purple
5 lipase C14 2-naphthyl myristate 7.1 purple
6 leucine aminopeptidase L-leucyl 2-naphthylamide 7.5 orange
7 valine aminopeptidase L-valyl-2-naphthylamide 7.5 orange
8 cystine aminopeptidase L-cystyl-2-naphthylamide 7.5 orange
9 trypsin N-benzoyl-pL-arginine 2-naphthylamide 85 orange
10 chymotrypsin N-benzoyl-DL-phenylalanine 2-naphthylamide 7.1 purple
1 acid phosphatase 2-naphthyl phosphate 5.4 purple
12 phosphoamidase naphthol AS Bis-phosphodiamide 5.4 blue
13 a-galactosidase 6-bromo-2-naphthyl-a-p-galactopyranoside 5.4 purple
14 f-galactosidase 2-naphthyl--p-galactopyranoside 54 purple
15 p-glucuronidase naphthol AS Bis--p-glucuronide 54 blue
16 a-glucosidase 2-naphthyl-a-b-glucopyranoside 5.4 purple
17 p-glucosidase 6-bromo-2-naphthyl-3-p-glucopyranoside 54 purple
18 N-Acetyl-3-glucosaminidase 1-naphthyl-N-Acetyl-f-p-Glucosaminide 54 brown
19 a-mannosidase 6-bromo-2-naphthyl-a-p-mannopyranoside 5.4 purple
20 a-fucosidase 2-Naphthyl-a-L-fucoside 5.4 purple
[a] A fibrous material (filter paper) is impregnated with substrate added as an alcohol solution. [b] A pH stabilizer (tris(hydroxymethyl)aminomethane(Tris) - HCI
(>pH 7) or Tris— maleate) is then added and the suface is left in contact with the biological sample to be analyzed for 2-4 h at 37 °C. [c] Coloration observed
after reaction with a solution of Fast Blue BB (N-(4-amino-2,5-diethoxyphenyl)-benzamide) in 25 % aq Tris - HCl containing 10% (w/w) lauryl sulfate. [d] Control
with biological sample only.

using labels such as a for a strong activity and [ for a weak
activity, and interpreted in terms of the presence/absence of the
corresponding enzymes.'¥ Newer, more exhaustive variations
on this theme have been developed. The current format includes
32 different assays and comes in miniaturized, preformatted
plates.!'™

3. Substrate arrays and fingerprints
3.1. Enzyme substrate profiles

The developement of enzymes as synthetic tools has brought to
light that many enzymes accept a range of substrates structur-
ally different from their natural best substrate. In this one
enzyme, many substrates view, the reactivity of the enzyme
across a range of substrates becomes of interest for the better
description of its catalytic properties. The analysis of substrate
specificities reveals which types of structures and stereoselec-
tivities are tolerated by a given enzyme.

The analysis is particularly facilitated if the enzyme activity
with the different substrates can be measured simply in a high-
throughput format. Kazlauskas etal. recently reported the
substrate profile analysis of four synthetically relevant lipases
and esterases across a range of substrates.'® The rate of
hydrolysis of ester substrates was measured by monitoring the
pH drop caused by the carboxylic acid product with nitrophenol
as a pH indicator. In the so-called Quick E variation,'” the
reaction rates of separate enantiomers are determined by the pH
method in the presence of a competing resorufin ester substrate,
which is monitored orthogonally at 574 nm, and the relative
rates are used to compute the enatiomeric ratio known as the
E value (Scheme 1). The data gathered by these assays is then
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Scheme 1. Principle of the Quick E method. Microscopic competition between
individual test substrates and the reference substrate resorufin acetate is
measured as the rate of total acid production (decrease in absorbance at 405 nm)
relative to the rate of hydrolysis of the reference substrate (increase in absorbance
at 574 nm). These relative rates allow computation of the relative specificity
constants k./ky rather than the maximun reaction velocity V., and thus allow
prediction of E values when enantiomers are compared. R, R' = variable groups.

interpreted in terms of a short qualitative description of the
enzyme capabilities that can be used to orient a synthetic
chemist to one or the other enzyme as a function of the
particular target substrate being considered for an enzymic
hydrolysis step. The series of substrates used in this study is also
described in a recent patent application.®
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3.2. Protease profiles by peptide substrate libraries

The substrate profiles of different proteases have been
investigated in detail by several groups over the last
twelve years by using combinatorially synthesized
peptide substrates. The general aim has been to define
preferred amino acid sequences for proteases that
might also serve for the design of specific inhibitors.
For example Meldal etal. reported a combinatorial
analysis of the cleavage specificities of subtilisin
Carlsberg that used libraries of fluorescence resonance
energy transfer (FRET) substrates on resin beads.'
Libraries of FRET peptides were prepared on an
enzyme-compatible resin by using the split-and-mix
technique.?” The entire library was then treated with
the protease. Resin beads where the peptide was
cleaved by the protease were identified by their
fluorescence emission. Approximately 30 beads were
fluorescent and the peptides on these beads were
sequenced by Edmann degradation. Since the enzy-
matic cleavage was limited, unreacted peptides were still
present on the beads together with the fluorescent cleaved
peptides. This situation allowed determination of the sequence
of the substrates, the cleavage site by the protease, and the
extent of conversion.

The results were analyzed with respect to preferred amino
acids at P and P’ subsites (amino acid residues in a substrate
undergoing cleavage are designated P1, P2, in the N-terminal
direction from the cleaved bond and P1’, P2’ in the C-terminal
direction). Subtilisin Carlsberg showed sequence preferences
that were different for the resin-supported peptides and the
soluble peptides that were prepared subsequently. The analysis
converged to the consensus sequence Y(NO,)FQPL-DEK(Abz)GD
(Y(NO,) =L-nitrotyrosine, K(Abz) = e-(2-aminobenzoyl)-L-lysine).
Interestingly, the best substrate at pH 8.5 turned out to have
an alanine residue instead of proline at the P2 site, although this
residue appears to be proline in almost all peptides analyzed.
This shows the difficulty of interpretation of activity patterns in
terms of consensus sequences. A more recent and similar study
with papain shows the full details of the peptide chemistry
(Scheme 2).2" Thus, a branching lysine is chosen for the enzyme-
compatible attachment to the solid phase, with aminobenz-
amide attached at the e-amino group of lysine as a fluorescent
marker and nitrotyrosine as a fluorescence quencher at the
N terminus of the sequence. This study showed that the FRET-
labeled sites are strongly coupled, and that a single consensus
sequence does not exist.

The possible occurence of consensus sequences in peptide
substrates for proteases has been analyzed by using combina-
torially synthesized positional scanning libraries.?? A pioneering
study was done by Thornberry et al. for scanning the P sites of
interleukin-converting enzyme (ICE; also known as caspase-1, a
protease involved in apoptosis).?® N-(4-methyl-7-aminocoumar-
inyl)aspartate (D-Coum) was esterifed onto a solid support and
elongated to an N-acetylated tetrapeptide. Three sublibraries of
20 pooled peptide mixtures were prepared. These were AcX-
XOD-Coum, AcXOXD-Coum, and AcOXXD-Coum, where X
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Scheme 2. The FRET peptide libraries used by Meldal for papain cleavage analysis,?"
synthesized on PEGA 4000 resin (PEGA = poly[acryloyl-bis-(aminopropyl)-polyethyleneglycol]).
Proline was used at position 8 in one library and omitted in the second, which also omitted
aspartate and glutamate as building blocks. 270000 of approximately 20’ sequences possible
for the resin mass used were effectively prepared by the split and mix strategy. The solid-
supported peptides were submitted to proteolytic cleavage directly.

represents a mixture of all 20 proteinogenic amino acids (reacted
as an isokinetic mixture), O represents a defined amino acid, and
Ac is an acetyl group. Considering that aspartyl - coumarinyl
amide peptides were known to be excellent substrates for ICE,
this study addressed the nature of the preferred residues at sites
P2, P3, and P4. The study identified the peptide AcWEHD-Coum,
which was found to be a 50-fold better substrate than the
previously identified sequence YEAD.2¥ The same approach was
applied by these authors to analyze the substrate specificities of
ICE, nine other caspases, and Granzyme B—all of which are
proteases involved in apoptosis—and order them into three
different classes according to their activity pattern.®?!

Positional scanning libraries of fluorogenic N-coumarinyl
amides (Scheme 3) were further developed by Ellman etal. by
using a sulfonamide linker strategy that introduces the P1
coumarinylamide as a nucleophile to cleave the synthetic
peptide from the resin.?® The libraries were used to define the
specificities of the proteases plasmin and thrombin for positions
P2 to P4 by using the reactive lysine at P1.27 A similar study that
used a strategy in which the peptide was linked to the solid
support through the coumarin itself was carried out by Craik
et al. to analyze an even broader range of proteases for the P1/P4
specificities.?®!

Sheppeck et al. used Ellman’s sulfonamide linker chemistry to
prepare a 400-member library of tripeptide-coumarinyl
amides.? By contrast to the pooled peptide libraries described
above, the fluorogenic peptides used are single compounds
with a well-defined sequence and were all HPLC purified. This
approach is much more work-intensive, but has the advantage
of delivering readily interpretable results in terms of activities.

3.3. Enzyme fingerprints from substrate arrays

The testing of enzymes with multiple substrates as described
above was carried out with the goal of delivering an activity
result as clear and simple as possible, ideally perhaps a single,
optimal structure of the best substrate. Thus Kazlauskas et al.
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The general applicability of the peri-
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strates with hydrolytically labile func-
tional groups such as amides, esters,
carbonates, and epoxides to create

Ac-X4-X3-X2-01-Coum
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AC-X4-03-X2-X,-Coum arrays suited to analyze the activity of
Ac-O4-X3-Xo-X1-Coum hydrolase enzymes. The different sub-
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pools of soluble two reference products, in arrays of

either fluorogenic or chromogenic sub-
strates. Enzyme samples were then
challenged simultaneously with these

fluorogenic peptide
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arrays which were layed out on micro-
titer plates. The apparent reaction rates
were recorded over two hours with the

H H

Craik et al. (2000)

The observed reaction rates are re-
ported graphically as 2D grids of gray-
scale squares. The maximum observed
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Scheme 3. Synthesis of positional scanning libraries of fluorogenic peptidyl coumarinylamide for determination ~ rate in the array is set as full black, and
of P-site specificities. The peptide mixtures are prepared by solid-phase peptide synthesis and then cleaved from  the corresponding maximum rate is

the resin for use as substrates. X, = isokinetic mixture of proteinogenic amino acids, O, = defined proteinogenic
amino acid (cysteine is omitted and norleucine replaces methionine). Coum denotes either 4-methyl-7-
aminocoumarin or 4-carboxamidomethyl-7-aminocoumarin. DIEA = N,N-diisopropylethylamine.

converged on a short description of catalytic capabilities, while
the protease profiling efforts converged on consensus sequen-
ces. This view adheres to the classical conception of combina-
torial chemistry, which uses libraries as intermediates to single,
highly active compounds, as well as to the one enzyme, one
substrate analysis of the enzyme world as seen by many
biochemists.

We recently approached the problem with a slightly different
view that consisted of consideration of the entire pattern
obtained for the activity of an enzyme with a set of substrates as
a possible means to characterize or identify the enzyme.B% Thus,
the activity recorded with each and every substrate used in the
test counts in the final result, as is the case in array analyses
performed for characterization of expressed mRNA populations
of cells by using DNA microarrays. A similar idea of pattern
analysis was suggested by Thornberry et al. for their analysis of
caspases discussed abovel?® although they finally converged on
a consensus sequence. A substrate-array analysis of enzyme
activity only makes practical sense if it can be reproduced
reliably and rapidly. We used our periodate-coupled fluorogenic
substrate method to selectively assess the catalytic activity of
enzyme samples (Scheme 4).5" The indirect scheme based on
periodate oxidation and optional S-elimination catalyzed by BSA
allows use of highly fluorogenic substrates that are particularly
resilient to nonspecific reactions.?? Thus, enzyme activity can be
adressed selectively and with high sensitivity.
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reported underneath the array. Such
gray-scale 2D displays are extremely
simple to generate and provide easily
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Scheme 4. Principle of the periodate-coupled assay for hydrolytic enzymes. An
enzyme substrate (ER- D) that bears an enzyme reactive group (ER) and a
precursor of a fluorogenic or chromogenic group (D) is subjected to the action of
an enzyme. Secondary oxidation to activate the chromo/fluorogenic group (D)
allows the use of nonactivated enzyme reactive groups (ER) that are silent to
nonspecific reactions. BSA = bovine serum albumin, Arom = an aromatic group.
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The standard approach for display of large sets of data

amides cyclic acetates
(S)-acetates carbo-
(R)-acetates nates
(S)-epoxides
(R)-epoxides Ref. Ref.

CAL (9600)

i

consists of generation of either a series of 2D bar graphs
or colored perspective 3D displays. The gray-scale 2D
display offers a much more compact alternative that is
easy to inspect by eye. It can also be used to represent
other data. For example, Kazlauskas’s profile of esterases
and lipases with a total of 75substrates can be
represented as a 5 x 15 array. This graphical reanalysis
summarizes the observed reactivities (Figure 2).

The peptide library work of Meldal et al.'® 2! Ellmann

- P

etal.?”! and Craik etal?® is readily reported in a gray-

PSBL (9700) ANL (10200)

1 | 16 | 30S| 38R 45S
2 | 17 |31R| 38S 46R
3 | 18 | 31S|39R 46S
4 | 19 |32R| 39S 47R
5 | 20 | 32S|40R 47S
6 | 21 |33R[40S 48R
7 | 22 | 33S|41R 48S
8 | 23 |34R|41S 49R
9 | 24 | 34S{42R 49S
10 | 25 | 35R | 42S | 50R
11 | 26 | 35S | 43R | 50S
12 | 27 |36R| 43S | 51R
13 [ 28 | 36S | 44R| 51S
14 [ 29 |37R| 44S|52R
15 [30R] 37S | 45R | 528

AEH (172000) PGA (152000)

Array layout BTL2 (29)

Figure 1. Enzyme fingerprints from a fluorogenic substrate array. Two reference diol
primary products (Ref.) are present in the array. Below each array the enzyme code is
shown with the apparent maximum rate (pms~'; set as full black in each array) for the
formation of 7-hydroxycoumarine (umbelliferone) or 6-methoxy-naphthaldehyde from
the fluorogenic substrates. The rates observed in a reference array without enzyme
have been substracted from the observed rates with enzymes before generation of the
display. The reference diols therefore appear white. Conditions: enzyme (0.1 mgmL~'),
substrate (100 um), aq borate (20 mm; pH 8.8), dimethyl formamide (2.5 % (v/v)), BSA
(2mgmL~"), NalO, (1 mm), 26 °C. Codes for enzymes: CAL = Candida antarctica lipase
F62299; ANL = Aspergillus niger lipase A39,043 - 7; PSBL =Pseudomonas sp. Type B
lipoprotein lipase F62336; AEH = Aspergillus niger epoxide hydrolase; PGA = Escher-
ichia coli penicillin G acylase F76427. See Ref.[30] for substrate structures and details.

identifiable visual patterns. Most importantly, the patterns
observed with the enzyme samples, which can be recorded
within two hours, are reproducible and may therefore be
considered as “fingerprints”. Approximately 40 enzyme samples
were tested and all gave unique fingerprints with the substrate
arrays. Representative examples are shown in Figure 1. The
interpretation of enzyme fingerprints is not unequivocal and will

OPL (8400)

PFE (4600) SDE (2100)

Figure 2. Array display of esterase profiling results obtained by Kazslauskas

depend on the purity of the sample used. Activities not related
to the component under consideration might also be apparent
in enzyme samples that are not highly purified. These side
activities might be useful to identify particular enzyme batches
or to trace the presence of contaminants.

3.4. Gray-scale array display

One of the key aspects of array analysis is the graphical display
chosen to report the results from the enzyme measurements.

ChemBioChem 2002, 3, 701 -708

et al.l’! The published activities are in Umg~". The data points were converted to
log(1+ activity) to make weaker activities visible and then converted into a gray
scale from white, for no activity, to black for maximum activity of the enzyme.
The maximum activity observed with each enzyme is given in parentheses next to
the enzyme code. Missing data were set to no activity. Enzyme codes: BTL2 =
Bacillus thermocatenulatus lipase DSM 730; OPL = Ophiostoma piliferum lipase
NRRL 18917; PFE =Pseudomonas fluorescens esterase | SIK-W1; SDE = Strepto-
myces diastatochromogenes lipase Tii 20. Substrates: 1-8, achiral ethyl esters;
9-18, achiral vinyl esters; 19-23, achiral methyl esters; 24 - 28, acetates; 29,
tributyrin; 30 - 34, esters of chiral primary alcohols; 35 - 37, esters of chiral
secondary alcohols; 38 - 49, methyl and ethyl esters of chiral acids; 50 - 52, chiral
v- and P-lactones. See the original publication by Kazlauskas for structures.''®!
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scale array for amino acids at each P site (Figure 3). Each square is
colored in proportion to the reaction rate or frequency of
occurence of peptides with a given amino acid at a given
position P (column), relative to the most frequent or fastest
reacting amino acid at the particular P site, which is set as full
black in that column. These displays may not necessarily
represent fingerprints as they cannot be measured rapidly and
simultaneously and their direct comparison must also take into
account the different settings and methods of each study.
Nevertheless, the display again delivers an excellent overview of
these complex results. Series of gray-scale displays have been
used recently to map the activity of a proteasome against two-
position positional scanning libraries of fluorogenic peptide
substrates.?3

4. Active-site-directed enzyme probes

Enzymes, like all proteins, can be separated by their mass by
using gel electrophoresis. One can then specifically stain the gel
with a specific enzyme substrate and thus obtain confirmation
that a given spot corresponds to the enzyme activity.?* Here
enzymic activity is combined with a physicochemical property of

J.-L. Reymond and D. Wahler

the protein for identification. The analysis is much more complex
and time consuming than fingerprinting with enzyme substrates
since it requires a sequence of sample preparation, electro-
phoretic separation under well-chosen conditions, and a staining
protocol that may involve several washing and revelation
operations.

Selective protein labeling methods combined with electro-
phoretic separation have become relevant with the advent of
proteomics, whereby the ensemble of proteins expressed by a
cell in a certain state are analyzed in parallel.®* Typically, a
protein sample is first reacted with a covalent modifier that
carries a label such as fluorescein or biotin and the sample is
then separated by 2D gel electrophoresis. The tagged proteins
are visualized by revelation of the tag, for example by treatment
of the gel with antifluorescein antibodies or with a labeled
streptavidin reagent. Activated disulfides were explored in 1987
as selective labeling agents for cysteine proteases.*® Recently,
Cravatt etal. used a biotinylated fluorophosphonate as an
active-site probe for serine proteases (Scheme 5).5” Bogyo et al.
have synthesized pooled peptide libraries similar to those
discussed above to generate libraries of epoxide and vinyl
sulfone inhibitors and applied them to analyze various cysteine
proteases.’®! Sorensen etal. have investigated a library of
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Figure 3. Gray-scale array display for protease cleavage specificity data. Each column corresponds to one P or P’ site, with the gray scale set as full black for the
most frequent (or fastest reacting) residue at this site. Residues and P sites omitted in the studies are set as white. Cruzain, plasmin, and thrombin from Craik et al.?:
data represent apparent rates from positional scanning combinatorial libraries (PSCL) of N-acetylated P1-(4-carboxamidomethyl)-7-coumarinylamide tetrapeptides.
P1 was set as the fastest reacting residue for scanning P2, P3, and P4; norleucine data are given in place of methionine. “Plasmin 2" from Ellman et al.?”: data from
k../Ky of seven optimal N-acetylated tetrapeptide (4-methyl)-coumarinylamides; the PSCL data shown in Ref. [27] for plasmin is identical to that of “thrombin 2".
Thrombin 2 from Ellman et al.”’!: data represent apparent rates from a PSCL of N-acetylated tetrapeptide (4-methyl)-coumarinylamides with P1 set as lysine; norleucine
data are given instead of methionine data. Subtilisin at two pH values, and “papain 2” and “papain 3” from Meldal et al.® ?": data from the relative frequency of
occurence of amino acids in solid-phase-bound octa- or nonapeptides with a nitrotyrosine residue at P4, as sequenced on active beads in a FRET solid-phase assay. The

nitrotyrosine is strongly preferred at position P4 in papain.
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practical level, fingerprints might serve as tools for
enzyme discovery and for enzyme batch identifica-
tion and quality control.

The authors thank the University of Bern, the Swiss
National Science Foundation, and Protéus SA (Nimes,
France) for financial support.

[1] a)B. Marrs, S. Delagrave, D. Murphy, Curr. Opin. Microbiol.
1999, 2, 241 -245; b) W. P. C. Stemmer, Proc. Natl. Acad. Sci.
USA 1994, 91, 10747 -10751; c) W.P.C. Stemmer, Nature
1994, 370, 389-391; d) L. You, F.H. Arnold, Protein Eng.

H
)L N, 1996, 9, 77-83; ) M.T. Reetz, K-E. Jaeger, Chem. Eur. J.
R H g \\ HN o 2000, 6, 407 -412; f) S. V. Taylor, P. Kast, D. Hilvert, Angew.
O)‘\N Chem. 2001, 113, 3408 - 3436; Angew. Chem. Int. Ed. 2001,
R=P,or H 40, 3310-3335.
125 yadiolabel Sorensen et al. (2001) [2] a) M.T. Reetz, Angew. Chem. 2001, 113, 292 -320; Angew.
Bogyo et al. (2001) Chem. Int. Ed. 2001, 40, 284-310; b)D. Wahler, J-L.

Scheme 5. Active-site-directed probes for enzymes and proteins. The probes are reacted with
the protein sample in solution and their label visualized by specific staining techniques after

electrophoretic separation.

10 different biotinylated tosylates as nonspecific protein labeling
agents and succeeded, with the help of MS analysis and genome
mining, in the identification of the enzyme c-ALDH-I (a typel
aldehyde dehydrogenase) as a specific labeling target for a
biotinylated pyridyl sulfonate in the proteome of rat liver cells.%
As discussed by these authors,B? activity-specific staining
methods should allow visualization of rare yet important
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5. Outlook

Enzyme assays are essential tools for enzyme discovery and
characterization. They are an important gateway to information
such as enzyme mechanisms and enzyme substrate preferences.
Data sets of enzymic rates across parameter ranges that include
pH, temperature, and substrate profiles can be acquired very
simply by using parallel instrumentation if suitable high-
throughput screening assays are available. The enzyme assays
must be reproducible, reliable, simple and fast, and optimally
formulated in an array format. The results can be represented as
2D arrays of grays-cale squares that are particularly easy to
inspect visually. These experiments can be faster and less
complex that active-site labeling studies coupled to eletropho-
retic separations. Data sets generated from enzyme assays are
expected to be enzyme-specific and possibly characteristic of
the enzyme. They could be used before interpretation as
fingerprints for the enzymes, as demonstrated in principle by
the substrate arrays discussed above. A practical realization of
this idea will require definition of “canonical” structural and
physicochemical parameters to be included in a reference array.
Fingerprint analyses could be used to analyze the issue of
functional convergence in enzymes on a broad scale. On a more
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