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Novel proteases: common themes and surprising features
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Proteases perform a wide variety of functions, inside and
outside cells, regulating many biological processes. Recent
years have witnessed a number of significant advances in the
structural biology of proteases, including aspects of
intracellular protein and peptide degradation by
self-compartmentalizing proteases, activation of proteases in
proteolytic cascades of regulatory pathways, and mechanisms
of microbial proteases in pathogenicity.
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Introduction
Proteases or peptidases catalyze the cleavage of peptide
bonds. They have been categorized into five major classes
based on their catalytic mechanisms: serine, threonine,
cysteine, aspartate and metallo proteases [1]. Proteolytic
reactions are elementary to numerous biological processes
and need to be tightly regulated. To accomplish this, a
wide variety of protease regulation mechanisms are apparent
in nature, for example, high substrate specificity, ATPdriven protein degradation, active site access restriction,
and activation cascades. Key examples of processes in
which protease activity is important for homeostasis
include cell growth, cell death, blood clotting, matrix
remodeling and immune defense. In addition, pathogenic
viruses and bacteria use proteases for their life cycle and
for infection of host cells. Therefore, proteases are important targets for drug design against a diverse set of diseases.
In the past two years, several interesting crystal structures
of proteases involved in intracellular peptide degradation,
regulatory pathways and microbial pathogenicity have
been solved. These structures indicate mechanisms for
regulating substrate access by multimolecular complexes,
the occurrence of surprisingly large structural rearrangements upon protease (in)activation and the existence of
hitherto unknown catalytic mechanisms.

Self-compartmentalizing proteases
Proteases involved in cytoplasmic protein degradation must
distinguish between unfolded proteins or proteins tagged
for degradation, and folded proteins. Structures of such proteases, for example, 20S proteasomes from Thermoplasma
acidophilum [2] and Saccharomyces cerevisiae [3]), as well as
the Escherichia coli proteasome homolog HslV [4], revealed
large multimeric ring structures with a central cavity that
can be accessed through axial openings (reviewed in [5]).

The active sites, containing catalytic N-terminal threonines,
lie on the inside of the cavity. Thus, proteolysis is restricted
to proteins or unfolded proteins that can enter the cavity
through the narrow pores. In the recent period, structures
of several other self-compartmentalizing proteases have
been solved, revealing a variety of mechanisms of
substrate access.
In 2000, two structures appeared of proteasomal HslV in
complex with its ATP-dependent chaperone HslU, those
from E. coli [6] and Haemophilus influenza [7••]. In both
structures, HslU forms hexameric rings that bind apical to
both sides of the ‘double donut’ of HslV hexamers.
However, the orientation of the HslU hexamers with
respect to the HslV double-hexamer rings is opposite in
the two models. The most compact organization, with the
so-called intermediate domains (or I-domains) pointing
outwards, as described by Sousa et al. [7••], is favored by
electron microscopy studies [8] and small-angle scattering
data. Sousa et al. [7••] suggest that the I-domains serve to
bind substrates and lead them into the interior cavity of
the complex, where the active sites are located (Figure 1).
The structure, furthermore, provides insight into the
allosteric activation of HslV by HslU by transmission of a
conformational change to the active site region of the
protease; this is supported by the structure of HslUV in
complex with a vinyl sulfone inhibitor [9]. A different
mechanism of substrate access is demonstrated by the
open and closed structures of the serine protease DegP
(HtrA) from E. coli [10••], a heat shock protein that combines refolding at lower temperatures and protease
activities at higher temperatures. DegP assembles as two
staggered trimeric rings with a central cavity formed by the
six protease domains. Twelve flexible PDZ domains function as mobile ‘gatekeepers’ for lateral substrate entrance to
the central cavity, which harbors the active sites (Figure 1).
In contrast, the related mitochondrial serine protease
HtrA2/Omi shows a pyramid-shaped trimeric structure [11].
Although this structure corresponds to only one half of
DegP, it suggests that substrate access to the active sites is
also regulated by the PDZ domains. The structure of the
yeast 20S proteasome in complex with the 11S regulator
from Trypanosoma brucei [12] shows how egress of substrates
may be regulated. The 11S regulators bind to the apical
parts of the 20S proteasome, inducing a conformational
change in the α subunits of the 20S proteasome that
creates a more open conformation. This may allow a faster
release of substrates, resulting in longer peptides. Peptides
produced by proteasomes may be degraded further into
dipeptides and tripeptides, for example, by the tricorn protease from T. acidophilum [13,14]. The structure of tricorn
protease reveals five subdomains, with a serine protease
catalytic site, assembled into a hexameric (trimer of dimers)
cage-forming structure [15••]. Brandstetter et al. [15••]
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Orthogonal views of space-filling models of three cage-forming
proteases: (a) HslUV [7••], (b) tricorn protease [15••] and (c) DegP
[10••]. In the multimeric structures, we highlighted one domain or
subunit harboring the catalytic site in red and one domain or subunit
involved in substrate entry in green. The arrows indicate the entrance
site for substrates (note, for clarity, symmetry-related entrances are not

indicated). (a) E. coli proteasome homolog HslUV, with the protease
HslV ‘double donut’ in dark gray and the HslU ATP-dependent
chaperone in light gray. (b) Tricorn protease from T. acidophilum, with
the subunits shown alternating in light and dark gray. (c) DegP from
E. coli (in its open conformation), with trimers in light and dark gray. All
molecules are drawn at the same scale.

argue that, similar to serine oligopeptidase [16], substrates
may be channeled to the active site not through a
multimeric pore but through the center of a β-propeller
domain (Figure 1).

dimer. Cleavage of the loops is needed to flip out the N-terminal
end, forming an active site primed for substrate binding
[21••]. Additional structural changes induced by inhibitor,
or presumably substrate, binding induce flipping out of the
C-terminal end, creating a fully competent active site with
its characteristic loop bundle. A related activation mechanism induced by dimerization is proposed for the initiator
caspase-9 [23]. Surprisingly, the inhibition of the executioner caspase-8 by p35 from baculovirus revealed a
covalent complex [24]. Structural rearrangements within
the inhibitor block solvent access to the catalytic site, which
prevents hydrolysis of the thioester linkage.

Proteases in regulatory pathways
Programmed cell death is proteolytically regulated in its
initiation and execution phases by cysteine proteases,
called caspases (reviewed in [17]). Recent advances include
structures of caspase-3 and caspase-7 in complex with
XIAP, an endogenous caspase inhibitor critical for
suppressing cell death. The structures show binding of the
inhibitor in the substrate-binding site, in a reverse orientation with respect to substrate binding [18–20]. In addition,
three structures, two of procaspase-7 [21••,22••] and one of
an activated but uninhibited caspase-7 [21••], provided
detailed information about the mechanism of procaspase-7
activation. The zymogen procaspase-7 structure [21••,22••]
reveals a dimer with catalytically incompetent active sites
and nonfunctional substrate-binding sites. The activation
loops, which connect the small and large domains, are
asymmetrically bound to a central cleft of the procaspase

Activation of the complement system, part of the
mammalian innate immune system that recognizes and
eliminates pathogenic microbes, involves serine proteases
with multiple regulatory domains. Structures of protease
domains from two of the complement activation pathways
have been reported [25••,26–28]. The ‘classical pathway’ of
complement starts with the association of the C1 complex
with immune complexes formed on pathogenic surfaces.
This binding event most probably causes structural
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Schematic representations of the proposed
novel catalytic mechanisms of (a) serinecarboxyl proteases and (b) omptins. Catalytic
residues are shown in black, substrate in red
and the putative electron translocation is
depicted by blue arrows. (a) The acylation
reaction proposed for kumamolysin [35].
A similar mechanism has been proposed for
pepstatin-insensitive carboxyl proteinase, with
the exception of residues Trp129 and Glu32,
which are not present in this protein [34].
(b) Proposed mechanism for OmpT [36•],
which involves a nucleophilic water (that is not
visible in the electron density) replacing the
role of the serine Oγ in serine proteases.
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rearrangements in the C1 complex that auto-activate the
two C1r proteases in the complex, which subsequently
activates the two C1s proteases in the complex. The crystal
structure of a C1r fragment, consisting of the protease
domain and the two preceding CCP domains, reveals a
homodimeric structure arranged head-to-tail with a large
central cavity, in agreement with previous electron
microscopy data of the C1r2s2 heterotetramer [25••]. The
active sites, which have zymogen-like characteristics, are
located at either end of the elongated homodimeric structure. Moreover, the active site and the scissile bond of its
dimeric partner molecule are approximately 90 Å apart,
indicating that large rearrangements are needed to achieve
auto-activation. Subsequent rearrangements may be
expected that bring the scissile bond of C1s within range of
an active site of C1r, thus allowing the second proteolysis
step and completing the initiation of complement activation. Inhibition of this type of serine protease by serpins
(serine protease inhibitors) also involves major structural
rearrangements, as demonstrated by the structure of the
covalent complex between trypsin and α1-antitrypsin [29].
The structure shows a displacement of more than 70 Å of
trypsin, and a reversion of the protease towards a zymogenlike state with an incompetent active site and an induced
disorder of a large part (~40%) of the protease structure.

Microbial proteases
Infectious microbes use proteases, either secreted or
attached to their cell surface, to weaken and invade their
hosts. The mechanisms of biological activity of these
proteases are diverse in substrate specificities and sites of
activity. An example of a highly specific secreted protease
is lethal factor from anthrax (Bacillus anthracis), which is
targeted to host cells by the anthrax protein ‘protective
antigen’. In a timely publication of the crystal structure of
lethal factor, Pannifer et al. [30•] showed that this protease,
possibly evolved through gene duplication, consists of
four domains. The N- and C-terminal domains have a

zinc-metalloprotease fold, with the catalytic site residing in
the C-terminal domain. Three domains, domains II–IV,
form a 40 Å long groove that exhibits high specificity for the
N terminus of MAPK kinases; two recent structures of
mammalian zinc-metalloproteases also displayed extended
peptide-binding grooves formed by helical extensions of
the zinc-metalloprotease fold [31,32]. Also within the
review period, Kagawa et al. [33] reported the structure of
SpeB precursor, a virulence factor from Streptococcus pyogenes.
The structure revealed that this protein is a distant member
of the papain superfamily of cysteine proteases. The prosegment, which inhibits activity by displacing the active site
histidine, has a novel fold. Unique to cysteine proteases,
SpeB has an integrin-binding RGD motif at its surface.
Possibly, this site serves to localize SpeB at the host cell
surface, where it can cleave fibronectin and vitronectin, two
molecules involved in maintaining tissue integrity.
Two new catalytic mechanisms were identified based on
structures of microbial proteases [34,35,36•]. The structures
of the acidic proteases pepstatin-insensitive carboxyl
proteinase from Pseudomonas sp 101 [34] and kumamolysin
from Bacillus novosp MN-32 [35] revealed a fold similar to
subtilisins. However, the typical serine, histidine and
aspartate triad of serine proteases is substituted by serine,
glutamate and aspartate residues, defining a new family of
serine-carboxyl proteases. Like in serine proteases, the
serine hydroxyl is thought to act as a nucleophile (Figure 2a).
The glutamate–aspartate couple, with a short hydrogenbonding distance between the carboxylate groups, may act
as a general base. Comellas-Bigler et al. [35] proposed that,
in kumamolysin, the proton is shuttled to a third carboxylate group stabilized by a neighboring tryptophan residue.
Furthermore, both proteases share a supposedly protonated
aspartate residue participating in oxyanion stabilization. A
second variation of the serine protease catalytic triad is
presented by the structure of the integral membrane
protease OmpT from E. coli [36•], which exerts its activity
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Given the large number of proteases present in nature and
the variations observed so far, it is clear that many surprises
may be expected in the future. In particular, the discovery
of several intramembrane proteases (e.g. [39] and references
therein), which are thought to exert their activity in the lipid
bilayer of the membrane, presents an exciting challenge for
protease structural biology.
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