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Abstract

Cathepsins are a ubiquitously expressed subset of the papain family of 11 distinct
cysteine lysosomal proteases, including cathepsins B, C, F, H, K, L, O, S, V, W,
and X. They regulate diverse biological processes through protein degradation.
Impairment of these processes leads to disease conditions and generates consid-
erable research interest. Cathepsins B and H are fascinating in being functionally
different but structurally similar and are involved in neuropeptide and hormone
processing. Loss of function has been implicated in various diseases, including
cancer. They are also involved in the control of cellular differentiation through
regulated proteolysis as well as controlled degradation of the extracellular matrix
(ECM). The gain of function in the latter leads to disease states like tumor
invasion, metastasis, muscular dystrophy, emphysema, and arthritis.
Cathepsin H, uniquely, is an aminopeptidase and endopeptidase, while cathepsin
B is an endopeptidase and a carboxypeptidase. This diversity in catalysis and
specificity is strongly supported by structure elucidation and folding analysis.
This chapter emphasizes the important facts related to cathepsins B and H
structure starting from amino acid sequence to gene level and structure—activity
relationship of these enzymes. It also attempts to enhance our understanding of
cathepsins and presents them as drug targets to control ECM degradation and
other components of the disease mechanism.
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16.1 Introduction

The last few decades are devoted to a group of lysosomal proteases, especially
cysteine cathepsins. The reason behind this is the role of thiol cathepsins in various
diseases and involvement in intracellular protein degradation. It has been established
that these proteases participate in remodeling and degradation of ECM proteins
(Buck et al. 1992; Sires et al. 1995; Riese and Chapman 2000; Wolters and Chapman
2000), control of immune response (Riese et al. 1998; Antoniou et al. 2000), tumor
metastasis and invasion (Lah and Kos 1998; Coulibaly et al. 1999), and aging
alteration (Juhg et al. 1999; Cuervo and dice 2000) in the cell. Intracellular protein
degradation occurs in two major sub-cellular systems: lysosomal and non-lysosomal
ubiquitin-proteasome system. The lysosomal pathway is the first major site where
protein degradation takes place due to action of combined random and limited action
of lysosomal proteases containing cysteine cathepsins (Wolters and Chapman 2000).
However, non-lysosomal machinery leading the ubiquitin-proteasome system is the
other site where most of the endogenous cellular proteins are degraded (Riese and
Chapman 2000). Proteolysis is important not only for the renewal of proteins and
disposal of defective protein molecules but also for the energetic mobilization of
endogenic proteins. Such proteolytic processing can be regulated by the activation of
an inactive precursor, accessibility of peptide bond of a substrate, interaction with
protease inhibitor, protease specificity, or combination of these factors (Buck et al.
1992). Protein turnover, multiple sclerosis, bacterial and viral diseases, malignancy
and muscular dystrophy, among others, are all initiated and/or sustained by well-
characterized thiol-dependent cathepsins. These enzymes, particularly cathepsins B
and H, thus have no single but multiple functions and have generated massive
interest in their properties and structures.

Therefore, the biochemical nature of cysteine cathepsins by which one may be
distinguished from the other is briefly focused here. Further, our knowledge of the
physiological substrates and inhibitors, structure and mechanism, and function of
most of the thiol cathepsins is inadequate as compared to what we know about the
regulation, fine structure, and kinetics of other proteases. Structural differences
between various cysteine cathepsins result in variations in their substrate specificity
and mechanism of inhibition. Although almost all the cysteine cathepsins have been
crystallized, information on the amino acid sequences is not available for all and the
specificity of these enzymes (Cathepsins B and H) remains controversial. Until now,
the role of signal or pro-sequences during the transport/synthesis is not cleared. The
present chapter, therefore, emphasizes relatively well-characterized thiol proteases,
cathepsins B and H that illustrate the general characteristics in addition to the
abovementioned properties and their diversity.
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16.2 Lysosomal Cysteine Proteases

The name cathepsin was derived from the Greek word ‘“Kathepsein” meaning to
digest. It was first introduced in 1929 by Willstatter and Bamann to describe an acid
protease distinct from pepsin. After a decade, Fruton et al. (1941) identified three
enzymes in a crude preparation of cathepsin from bovine spleen which were called
cathepsins I, II, and III. These enzymes were reclassified in 1952 by Tallan et al.,
who proposed the name cathepsins A, B, and C that acted on Z-Glu-Tyr,
Bz-Arg-NH,, and Z-Gly-Phe, respectively. Since then, there are about 11 human
cysteine proteases, i.e., Cathepsins B, C (J, dipeptidyl peptidase I), F, H(I), K(OC2,
02), L, O, S, V(L2), W(lymphopain), and X(P,Y,Z) (Turk et al. 2001; Rawlings
et al. 2010) existing at the sequence level. With the advent of novel concepts and
availability of genome sequences (Rossi et al. 2004), this number might probably
increase, especially since several new mouse cathepsins without apparent human
counterparts have been discovered (Guha and Padh 2008; Vidak et al. 2019). These
cathepsins are assigned by simply applying letter designations differing from each
other in their distribution, molecular properties, substrate specificity, and sensitivity
to inhibitors (Agarwal 1990; Turk et al. 2001). Nomenclature and some molecular
properties of lysosomal cysteine cathepsins are summarized in Tables 16.1 and 16.2.

Lysosomal cysteine cathepsins are optimally active at acidic pH values but are
unstable at neutral or alkaline pH values. However, cathepsin S is the only exception
that retains most of its activity at neutral or slightly alkaline pH (Kirschke et al.
1989). Most of these proteases are glycoprotein in nature, and they are active against
large protein substrates and a wide range of small peptides. In 1972, three enzymes
isolated from rat liver lysosomes with high proteolytic activity at pH 6-7 were
shown to be thiol-dependent; these enzymes are cathepsins B, H, and L (Evered
and Whelan 1978). However, two components (B1 and B2) are identified in the
same preparation of cathepsin B by Otto (1971), and on the basis of their specificities
(McDonald and Ellis 1975) cathepsin B2 is renamed as carboxypeptidase B and
cathepsin B1 has been known as cathepsin B. Cathepsin H can readily be distin-
guished from the other cathepsins by its resistance to high temperatures and by the
fact that it possesses both endo- and aminopeptidase activities. Similarly, cathepsin
L has been recognized by using Z-Phe-Phe-CHN, as a potent inhibitor of the
enzyme. Likewise, on the basis of substrate specificity and sensitivity to inhibitors
(Tables 16.3 and 16.4), several other thiol cathepsins (Table 16.1) isolated from
various sources are found different from each other and cathepsins B, H, and
L. However, many of the thiol-dependent cathepsins isolated in relatively small
amounts are not yet well characterized. For example, cathepsin K (earlier known as
cathepsin N), sometimes called “collagenolytic cathepsin,” is analogous to cathepsin
L except that it shows slight activity against azocasein (Li et al. 2004). Likewise,
beef spleen cathepsin S is similar to cathepsin L, but the two may be differentiated on
the pattern of inhibition by Z-Phe-Phe-CHN, and capability to hydrolyze synthetic
substrates (Barrett and Kirschke 1981). Part of the problem in the study of these
enzymes lies in their lack of activity toward commonly used synthetic substrates,
which hinders attempts to distinguish one enzyme from the other. Unlike most,
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Table 16.1 Nomenclature and tissue expression of human lysosomal cysteine cathepsins

E.C. Tissue
Cathepsin | Synonyms number® expression Reference
B Cathepsin B1 3.4.22.1 Widespread Taniguchi et al. (1985);
McDonald and Barrett (1986);
Stachowiak et al. (2004)
C Dipeptidyl 3.4.49 Myeloid cells, | BRENDA®; McGuire et al.
peptidase I, widespread (1997)
cathepsin J
F - 3.4.22.41 | Macrophages, | BRENDAP; Santamaria et al.
widespread (1999)
H Cathepsin 1 3.4.22.16 | Widespread Haraguchi et al. (2003)
K Cathepsin O, 3.4.22.38 | Osteoclasts, Tezuka et al. (1994); Biihling
cathepsin bronchial et al. (1999)
0C2, epithelium
L - 3.4.22.15 | Widespread Barrett and McDonald (1980);
Ryvnyak et al. (2004)
0 - 3.4.22.42 | Widespread BRENDA"
S - 3.4.22.27 | Antigen- BRENDAP
presenting
cells
\ Cathepsin L2, 3.4.22.43 | Testis, thymic/ | Bromme et al. (1999); Tolosa
cathepsin U coroneal et al. (2003); BRENDA®
epithelium
w Lymphopain 3.4.22. CD8+ T cells, | Wex et al. (1998); Ondr and
NK cells Pham (2004)
X Cathepsin Z, 3.4.18.1 Widespread Klemencic et al. (2000)
cathepsin P,
cathepsin Y

“Nomenclature Committee of the International Union of Biochemistry, in Enzyme nomenclature,
Academic Press, London (1984)
®Taken from database “BRENDA”

cathepsins J (now known as cathepsin C) and K may be differentiated on the basis of
their high molecular weights (Liao and Lenney 1984). An unstable protease, now
known as cathepsin F, is present in cartilages but resists inhibitors of major classes of
proteases like PMSF, TAA, pepstatin, and leupeptin (Barrett and McDonald 1980).
However, most of the molecular properties of cathepsins O and W are still unknown.

Thiol reagents include 2-mercaptoethanol, cysteine, cysteamine, dithiothreitol,
reduced glutathione, and thioglycerol.

16.3 Biosynthesis and Transport

It is well recognized that lysosomal cysteine cathepsins (B, H, and L) are synthesized
on membrane-bound ribosomes, which is supported by the fact that most of these
enzymes are glycoproteins, as large precursors are moved cotranslationally into the
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Table 16.2 Some molecular properties of lysosomal cysteine cathepsins

Molecular Molecular

Name | weight (kDa) |form pl Reference

B 25-29 5-7 4.5-5.5 | Barrett and Kirschke (1981); Mort and
molecular Buttle (1997); Yoshida et al. (2015)
forms

C 230 2 molecular 5.8-6.1 | Liao and Lenney (1984)
forms

F 34 - 5.2-6.8 | Wang et al. (1998)

H 26-28 3 molecular 6.0-7.1 | Barrett and Kirschke (1981); McDonald
forms and Barrett (1986)

K 650 - 5.3 Liao and Lenney (1984); Drake et al.

(1996)

L 23-29 4-6 5.5-6.1 | Barrett and Kirschke (1981)
molecular
forms

O - - - Santamaria et al. (1998)

S 14-30 Multiple 6.3-7.1 | Lautwein et al. (2002)
forms

\'% 29 - 5.7 Bromme et al. (1999); Yasuda et al. (2004)

\'% - - - Wex et al. (1998)

X 32 - 5-5.5 Guncar et al. (2000)

Golgi apparatus through the lumen of the endoplasmic reticulum (Walter and Blobel
1982; Mainferme et al. 1985; Von Figura and Hasilik 1986; Diment et al. 1988;
Smith and Gottesman 1989). During the transfer, it is thought that the precursors are
subjected to a number of revisions in their carbohydrate and protein content. The
exact site for these modifications is still an enigma. The large precursor has an extra
peptide, known as a signal peptide or leader sequence having 15-30 bulky hydro-
phobic amino acids, is restricted to the NH,-terminus (Von Figura and Hasilik
1986). At this moment, a complex formed between cytosolic ribonucleoprotein
and signal peptide, which is called signal recognition particle (Walter and Blobel
1982), probably regulates the translation of the enzyme. Subsequently, at the surface
of the rough endoplasmic reticulum, the complex is attached to a receptor that is
known as specific receptor protein (docking protein) (Meyer et al. 1982) and the
emerging protein is transported into the lumen of the rough endoplasmic reticulum.
The pro-sequences have generally been believed to mediate the localization of the
newly synthesized polypeptide chains to their site of action and/or the regulation of
their biological activities. Indeed, recovery of enzymatic activity of cathepsin L
following the renaturation (Smith and Gottesman 1989) suggests that the propeptide
has a crucial role in the folding and/or stability of the enzyme.

Several pieces of evidence suggest that the selective transport of these proteases
from the Golgi bodies to the lysosomes is mainly refereed by a receptor situated in
the Golgi that identifies mannose-6-phosphate residues/receptors (MPR) which are
present in the precursors of lysosomal enzymes (Dingle 1984; Mainferme et al.
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Table 16.3 Specific synthetic and protein substrates of lysosomal cysteine cathepsins

Cathepsin | Synthetic substrate Protein substrate Reference

B Z-Arg-Arg-NNap Insulin, aldolase, Bromme et al. (1996); Godat
collagen and other et al. (2004); Yasuda et al.
proteins (pH 3.5-6.0), (2004); Lecaille et al. (2007)
elastin, kininogen

C Z-Phe-Arg-NMec, Gp-96 (Grp 94), McDonald and Barrett (1986);
Gly-Arg-NNap calreticulin Rawlings and Salvesen (2013)

F Z-FR-MCA, Cartilage proteoglycan Barrett and McDonald (1980);
Z-RR-MCA, (pH 4.5) Wang et al. (1998); Fonovic
Z-Phe-Arg-AMC et al. (2004)

H Arg-NNap, Proteins (pH 6.0) Bromme et al. (1996); Yasuda
Leu-NNap, usually azocasein, et al. (2004); Choe et al.
Bz-Arg-NNap kininogen, collagen (2006)

(pH 6.5)
K Z-Arg-Arg-NMec Collagen, osteonectin, Bromme et al. (1996);
elastin, kininogen Bossard et al. (1996); Godat
et al. (2004); Yasuda et al.
(2004); Lecaille et al. (2007)

L Z-Phe-Arg-NMec, Proteins (pH 5.0) Godat et al. (2004); Lecaille
Z-Lys-NPhNO, usually azocasein, et al. (2007)

elastin, kininogen

0 _ _ _

S GRWPPMGLPWEK Hemoglobin (pH 3.5), Bromme et al. (1996); Godat
-(Dnp)-DArg- elastin, kininogen et al. (2004); Yasuda et al.
NH,(PMGLP) (2004); Lecaille et al. (2007);

Liitzner and Kalbacher (2008)

A\ Z-Phe-Arg-NHMec, Serum albumin, Bromme et al. (1999); Vidak
Z-Leu-Arg-NHMec, collagen, elastin et al. (2019)
Z-Val-Arg-NHMec

W _ _ _

X Abz-FRF(4NO,) Propolypeptides Docherty et al. (1982); Néagler

(pH 5.0-6.0), et al. (1999)

fibronectin, laminin

1985; Von Figura and Hasilik 1986). Although considerable work has been done on
the transport and processing of cathepsin D (Gieselmann et al. 1983; Matha et al.
2006), from many findings observed by various workers, the role of these receptors
is presumed to involve in the formation of a complex with newly synthesized
cathepsin in Golgi and deliver the enzyme-receptor complex to an intermediate
acidified compartment (endosome). After dissociation of the complex in the endo-
some, MPR is returned to the Golgi apparatus, while newly synthesized lysosomal
cathepsins are transferred to the lysosomes. It should be pointed out that before
transferring to lysosomes, a small fraction of these proteases (5-15%) is secreted
(Kornfeld 1987). How these secreted enzymes are reached to lysosomes, is not
clearly understood, but it seems that they are probably recaptured by receptor-
mediated endocytosis and redirect to lysosomes via post-Golgi acidified compart-
ment. It is interesting to note that sorting mechanisms are also possible to exist which
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Table 16.4 Inhibitors and activators of lysosomal cysteine cathepsins

Cathepsin | Inhibitor Activator Reference

B PCMB, 1AM, NEM, E-64, Thiol Docherty et al. (1982); Yoshida
leupeptin, antipain, reagents et al. (2015)
chymostatin, CA-074 and EDTA
(analogue of E-64)

C PHMB, «,PI, ATP, IAA, Thiol McDonald and Barrett (1986);
cystatins, Ca*™* reagents Rawlings and Salvesen (2013)

and Na*

F E-64, a-macroglobulin, Pepsin Wang et al. (1998)
ovalbumin

H PCMB, 1AM, NEM, E-64, Thiol Kalnitsky et al. (1983);
Leu-CH,Cl, antipain, reagents McDonald and Barrett (1986);
cystatins, puromycin, and EDTA Verma et al. (2016)
Tos-Lys-CH,Cl

K Leupeptin, K*, ATP, PHMB, Thiol Liao and Lenney (1984); Bossard
E-64, heparan sulfate reagents, et al. (1996); Turk et al. (2012);

chondroitin Verma et al. (2016)
sulfate

L PCMB, 1AM, T1AA, E-64, Thiol Barrett and Kirschke (1981);
Z-Phe-Phe-CHN,, leupeptin, reagents Tsuge et al. (1999); Katunuma
CLIK-148, CLIK-195 and EDTA et al. (1999); Simmons et al.

(2005)

fe) _ _ —

S Z-Phe-Ala-CH,F, PCMB, Thiol Barrett and McDonald (1980);
Leupeptin, CLIK-060, 2,6-bis- | reagents Katunuma et al. (1999); Siklos
trifluoromethylbenzote et al. (2015)

\% Trans-epoxysuccinyl-L- Thiol Santamaria et al. (1998)
leucylamido-(4-guanidino) reagents
butane, cystatin, leupeptin,

E-64

W _ _ —

X PCMB, antipain, leupeptin Thiol Docherty et al. (1992)

reagents

do not engage MPR (Dingle 1984; Mainferme et al. 1985). Experimental
examinations, however, on the sorting mechanisms for lysosomal cathepsins in the
cell are still limited.

Cathepsins B and H, located in the different lysosomes, bind to the cell mem-
brane. However, cathepsin L is situated in the lysosomes which are dispersed
diffusely in liver cells. Thus, an important aspect of the functional share of various
cathepsins is their different localizations (i et al. 1985; Hara et al. 1988; Kominami
et al. 1988). Posttranslational processing and maturation of cathepsins B and H given
by Katunuma (2010) are summarized in Fig. 16.1. Cathepsin B is translated as
17, 62, and 252 amino acids of prepart, pro-part, and mature part, respectively
(Towatari and Katunuma 1978). After removing prepart cotranslationally, the
procathepsins are translocated into Golgi apparatus where 38th-Asn in pro-part
and 111th-Asn in the mature part are glycosylated by high mannose-type
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a
Pre-part Pro-part Mature part
NH2 —  (17) (62) (252) — COOH
Asn (38) Asn (111)
A
{E} N
By cysteine
protease
Cathepsin B
b
Pre-part Pro-part Mature part
NH, —  (21) (114) (217) — COOH
Asn (70) Asn (90) Asn (99)

By cysteine

protease

Cathepsin H

Fig. 16.1 Posttranslational processing and modification of cysteine cathepsins B and H
(Kominami et al. 1988)

carbohydrate. Now the mannose-6-phosphate sugars participate as the targeting
marker to the lysosomes after cleaving off the pro-part. However, cathepsin H is
translated as 21, 114, and 217 amino acids of prepart, pro-part, and mature part,
respectively. While the pro-part has two carbohydrate chains at 70th-Asn and 90th-
Asn, only one carbohydrate chain is attached at the 99th-Asn in the mature part
(Taniguchi et al. 1985; Ishidoh et al. 1987). The commencement of degradation is
started from the 47th nicking bond in cathepsin B (Chan et al. 1986) and the 177th
nicking bond in cathepsin H (Ishidoh et al. 1987) by some cysteine proteases.

16.4 Properties of Cathepsins B and H

While cathepsin B has been isolated from various sources such as rat liver (Takio
et al. 1983), human liver (Barrett and Kirschke 1981; Musil et al. 1991) and placenta
(Swanson et al. 1974), bovine spleen (Otto 1971; McDonald and Ellis 1975) and
lymph nodes (Zvonar-Popovic et al. 1979), calf brain (Suhar and Marks 1979),
rabbit testis (Scott et al. 1987), buffalo liver (Fazili and Qasim 1986; Salahuddin
et al. 1996), spleen (Ahmad et al. 1989), kidney (Lamsal et al. 1997) and lung
(Agarwal et al. 2016, 2018), porcine spleen (Takahashi et al. 1984a, b), goat spleen
(Agarwal and Khan 1987a; Agarwal et al. 1997), and horse muscle (Yoshida et al.
2015), cathepsin H has been purified from human liver (Schwartz and Barrett 1980),
kidney (Popovic et al. 1988), brain and meningioma (Chornaya and Lyannaya
2004), rat spleen (Yamamoto et al. 1984) and liver (Kominami et al. 1985), bovine
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Table 16.5 Physicochemical properties of buffalo lung cathepsins B and H

Property Cathepsin B Cathepsin H
Molecular weight

SDS-PAGE 23,800 25,400
Gel- filtration 25,400 ND
NH,-terminal residue Ala Lys
COOH-terminal residue Thr Val
Isoionic pH 5.12 6.08
Isoelectric pH 4.8-5.2 6.2
Carbohydrate content (%) 4.6 8.7
Tryptophan content * 7.8 6.7
SH-group at pH 8.0" 0.5 ND
SH-group at pH 8.0 containing urea® 1.4 ND
Absorption maxima (nm) 278 280
Emission maxima (nm) 338 342
Specific extinction coefficient (EN%.) 16.0 18.6

“Calculated as moles per mole of the protein
ND Not determined

spleen (Willenbrock and Brocklehurst 1985) and brain (Azaryan and Galoyan 1987),
rabbit lung (Singh and Kalnitsky 1978), porcine spleen (Takahashi et al. 1984b),
goat liver (Ravish and Raghav 2014), and recently by buffalo lung (Singh et al.
2020). Some of the physicochemical properties of buffalo lung cathepsins B and H
studied by us are summarized in Table 16.5. In contrast to cathepsin H, which
represents a single-chain enzyme molecule in most of the species, characterization of
cathepsin B from porcine spleen (Takahashi et al. 1986a) and goat spleen
(Choudhury et al. 1997) shows the presence of two isozymes in these species,
suggesting that the cathepsin B isozymes are two separate gene products and/or
have a probable tissue/species dependence.

16.4.1 Tissue Distributions

The levels of cathepsins B and H in various rat tissues and peripheral blood cells
determined using a sensitive immunoassay (Katunuma and Kominami 1986) are
summarized in Table 16.6. Large differences in the concentrations of lysosomal
proteases are observed in various tissues. However, it has been verified by immuno-
histochemical techniques that the activities and concentrations of these proteases are
varied within cell type even in one tissue such as brain and liver. The ratio of the
levels of cathepsins B and H in tissues also vary: the brain, stomach, esophagus,
skeletal muscle, and adrenal gland contain higher levels of cathepsin B, whereas the
lung, skin, and liver contain higher levels of cathepsin H (Kominami et al. 1985).
Depending on the tissue, several cathepsins represent significant differences in
protein expression levels and ratios, implying that each cathepsin(s) may have
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Table 16.6 Distribution of cathepsins B and H in various rat tissues and peripheral blood cells®

Tissue/cells Cathepsin B (ng/mg protein) Cathepsin H (ng/mg protein)
Kidney 1147 £ 240 1429 + 360
Spleen 542 £ 122 480 £ 195
Liver 316 + 56 556 + 201
Vagina 660 £+ 94 683 + 186
Lung 151 £+ 26 543 £+ 120
Brain 310 £+ 86 27+9
Esophagus 208 £+ 58 69 + 21
Stomach 303 + 62 82 + 18
Intestine 187 £ 71 116 £ 35
Adrenal gland 437 £ 66 110 £ 26
Bladder 176 £ 32 206 + 49
Heart 120 + 36 82 + 22
Skeletal muscle 92 £29 52 £16
Testis 62 £22 63 + 24
Skin 252 £ 82 340 £ 78
Lymphocytes 41+12 16 +£3.2
Neutrophils 62+ 1.8 16 + 4.4
Macrophages resident 194 + 28 158 £ 36
Macrophages elicited 1259 + 350 298 + 44
Erythrocytes >0.5 0.51 £0.11

“Katunuma and Kominami (1986)

very specific cellular functions (Zavasnik-Bergant and Turk 2007). While cathepsin
H is localized in lysosomes of pancreatic islet A-cells, cathepsin B is contained in
those of both A- and B-cells (Watanabe et al. 1988; Uchiyama et al. 1994). This
heterogeneity among cysteine proteases in lysosomes may reveal the disparity in
metabolic substrates between the two cells.

16.4.2 Storage and Assays

Most of the laboratories are facing a problem to retain the activity of either cathepsin
B or H during storage and the optimization of their assay systems. Despite several
reports on storage of these enzymes where the activity is lost up to 50% or more
(Otto 1971; Barrett and Kirschke 1981), cathepsin B can be stored at O °C for a long
period in buffer concentration more than 0.1 M, pH 5.0, containing 1 mM EDTA
(Khan and Ahmad 1987). Similarly, cathepsin H can be preserved for several months
at —20 °C in sodium acetate buffer (0.02 M, pH 4.8) having ] mM EDTA and 0.02%
sodium azide at concentrations more than 1 mg/mL (Singh et al. 2020). As much as
90% activity of these enzymes can be recovered by these methods.

Since the activity of an enzyme depends on both the ionic strength of the buffers
and the nature of the buffer components, the maximum catheptic activity can be
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achieved at low buffer concentrations, preferably in sodium phosphate buffer
(0.02 M, pH 6.5), in comparison to other phosphate buffers (Agarwal and Khan
1987b; Singh et al. 2020). These observations also account for the discrepancy in the
values of kinetic parameters (K,, K., and V,,x) of cathepsins B and H reported
from different laboratories where the buffers of higher ionic strengths were used
(Otto 1971; Barrett and Kirschke 1981; Takahashi et al. 1984a, b; Fazili and Qasim
1986). Although the exact mechanism of buffer ions with the amino acids involved
in the active site of the enzyme is not known at present, due care should be taken
during the choice of buffers for the assay of lysosomal cysteine proteases.

16.4.3 Enzymes’ Nature

Most of the evidence suggests that cathepsins B and H require the integrity of their
lone thiol group for the expression of their biological activity. The thiol nature of
each enzyme is inferred from its inactivation by stoichiometric amounts of heavy
metal ions and thiol-blocking reagents such as IAM, IAA, PHMB, PCMB, and NEM
(Otto 1971; Barrett and McDonald 1980; McDonald and Barrett 1986; Agarwal et al.
1997; Singh et al. 2020). Cathepsin B is also inhibited by serum proteins (o,-
macroglobulin, IgG, haptoglobin) (Starkey and Barrett 1973; Barrett and Kirschke
1981), endogenous protease inhibitors (cystatins, stefins, kininogens) (Lenney et al.
1979; Katunuma and Kominami 1986; Turk et al. 2012), low-molecular-weight
substances (leupeptin, chymostatin, elastatinal, antipain, E-64) (Takahashi et al.
1984b; Yamamoto et al. 1984; Agarwal et al. 1997; Lamsal et al. 1997), and
C-Ha-ras gene products (Hiwasa et al. 1987). Likewise, cathepsin H is also inhibited
by ap-macroglobulin (Mason 1989) and by the three groups (stefins, cystatins, and
kininogens) of intracellular and extracellular protein inhibitors (Machleidt et al.
1986; Abrahamson et al. 1991; LenarciC et al. 1996). The enzyme binds with these
inhibitors more strongly in comparison to cathepsin B (Guncar et al. 1998). In
contrast to cathepsin B and other cysteine cathepsins (L, P, S, and K), cathepsin H
is only poorly inhibited by antipain, chymostatin, IAA, mercuric chloride, and by
irreversible epoxysuccinyl-based inhibitors derived from E-64 (Barrett et al. 1982;
Guncar et al. 1998). Since the selectivity and potency of inhibitors are due to their
affinity for the specificity sites of enzyme, the discrepancies in inhibitory effects of
these compounds on cathepsins B and H indicate the structural difference of these
two enzymes. Further cathepsin H is not or less inhibited by leupeptin (Schwartz and
Barrett 1980; Singh et al. 2020), and it is, however, powerfully inhibited by substrate
analogues composed of a single amino acid residue bound to a diazomethane or
fluoromethane group, which react with the active-site cysteine (Angliker et al. 1989).
Although the mechanism of inhibition for a number of thiol protease inhibitors is
known, it may, however, be possible that some of these inhibitors (whose mecha-
nism is not known) act by mechanisms analogous to those proposed for the action of
serine protease inhibitors.
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16.4.4 Specificity

Cysteine cathepsins display broad specificity, splitting their substrates preferentially
after basic or hydrophobic amino acid residues. This is factual not only for synthetic
substrates but also for protein substrates and steady with their roles in intracellular
protein degradation (Turk et al. 2000). These thiol-dependent cathepsins show
mainly endopeptidase activity except cathepsins C and X, which are exopeptidases
only. While cathepsin C is an aminodipeptidase (Turk et al. 2001), cathepsin X is a
carboxymonopeptidase (Guncar et al. 2000). However, cathepsin B shows an
unusual property with its specificity or action on various peptide and protein
substrates. The protease is generally assumed to be an endopeptidase because it
hydrolyzes amide substrates in which the COOH termini are substituted (Barrett
1977; Bond and Butler 1987). It also possesses the activity of a carboxypeptidase
which releases dipeptides sequentially (McDonald and Ellis 1975; Barrett 1977;
McKay et al. 1983). However, there is no evidence of specificity for basic amino
acid residues (Arg-Arg) like synthetic substrates, if insulin B chain, STI, glucagon,
or fructose 1,6-bisphosphate aldolase and many other protein substrates are digested
with cathepsin B. Although all the cysteine proteases studied to date exhibit endo-
peptidase activity toward protein and polypeptide substrates, the display of both
endo- and exopeptidase activities, depending on the substrate, by cathepsin B seems
to be unusual but not unique; cathepsin H, for example, shows endo- and aminopep-
tidase activity on polypeptide substrates (Barrett and Kirschke 1981; Koga et al.
1992). The dual activities of the enzyme appear compatible with the well-known
specificity of cathepsin H hydrolysis of small synthetic substrates. The enzyme can
hydrolyze amide bonds of a substrate with a free a-amino group, for instance
Arg-NNap. It can also hydrolyze similar substrates with a blocked a-amino group
like Bz-Arg-NNap (Barrett and Kirschke 1981). However, the studies by Takahashi
et al. (1988) on porcine spleen cathepsin H show that peptide substrates are cleaved
exclusively by aminopeptidase activity; it does not hydrolyze large polypeptides or
proteins and thus possesses no detectable endopeptidase activity. Similarly, cathep-
sin B isolated from either porcine spleen (Takahashi et al. 1986b) or goat spleen
(Agarwal 1988) is exclusively a dipeptidyl carboxypeptidase with peptide and
protein substrates and has no significant endopeptidase activity.

The assumption that cathepsins B and H are endopeptidases is based on their
hydrolyzing activity against synthetic substrates which are hydrolyzed by other
endopeptidases such as trypsin and papain. In earlier studies (Barrett 1977; Evered
and Whelan 1978; Bond and Butler 1987; Brocklehurst et al. 1987), it was believed
that the degradation of proteins by cathepsin B or H came from its endopeptidase
activity, though this had never been demonstrated directly. Besides, other thiol
cathepsins like L, S, and P in mammalian tissue are similar to cathepsin B or H in
many physical properties, and some have overlapping enzymatic activities. Thus,
they are not easy to eliminate in a purified cathepsins B and H preparation, and this
may account for the apparent endopeptidase activity in some enzyme preparations.
Hence, the action of proteases on native protein substrates cannot always be
expected on the basis of their action on synthetic substrates. However, the
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observation that cathepsins B and H have “no endopeptidase activity” may be a
consequence of the substrates tested or species/tissue disparity because the endo-
peptidase activity of human, bovine, and rat liver cathepsin B is well recognized
(Barrett 1977; Bond and Butler 1987; McKay et al. 1983). But the substrate,
oxidized insulin B chain, cleaved endoproteolytically by human liver cathepsin B
(McKay et al. 1983) cannot be hydrolyzed to any extent by porcine spleen cathepsins
B (Takahashi et al. 1986b) or H (Takahashi et al. 1988). Such drastic differences
raise the question of whether they are indeed different enzymes. The species
dependence of cathepsin B, however, has been confirmed after observing the
differences in catalytic and molecular properties of buffalo, bovine, and goat
versions of cathepsin B (Agarwal 1991; Lamsal et al. 1997).

Cezari et al. (2002) have inspected the specificity of subsites S, S», S/, and S,’
for the carboxydipeptidase activity of cathepsin B with internally quenched fluores-
cent peptides. Subsite S; preferentially accepts basic amino acids for hydrolysis,
though substrates with Phe or amino acids bearing an aliphatic side chain at P;.
Despite the existence of Glu®*® at S,, the subsite has a clear choice for aromatic
amino acid residues, and a substrate with Lys residue at P, is hydrolyzed better in
comparison to one having an Arg residue. S;’ is a hydrophobic subsite and S’
exhibits a preference for Phe or Trp residues. In the case of cathepsin H, Takahashi
et al. (1988) examined aminopeptidase activity with oligopeptide substrates and
suggested that the specificity of the enzyme depends primarily on S;-side-chain
identification. Preferentially released NH,-terminal residues have large basic (Arg
and Lys) or hydrophobic (Phe, Trp, Leu, and Tyr) side chains, whereas the presence
of a free a-amino group of substrates is projected to be of secondary significance
(Takahashi et al. 1988).

Among the synthetic substrates, the low-molecular-weight peptides containing
arginine in the P; position (Bz-Arg-NNap, Bz-Arg-NPhNO,) are hydrolyzed by
cathepsins B and H very efficiently. McDonald and Ellis (1975), however, have
shown that substrates containing paired arginine residues are hydrolyzed most
effectively only by cathepsin B. If the N-terminus is unsubstituted, as in Arg-Arg-
NNap, then the rate is reduced to about 1% of that with the blocked substrate
(Z-Arg-Arg-NNap). The most sensitive substrates discovered for cathepsin H are
Arg-NNap and Leu-NNap; Leu-NNap is somewhat less susceptible than Arg-NNap
(Barrett and Kirschke 1981). However, a number of other synthetic substrates having
different leaving groups such as NNapOMe and NMec have also been accounted for
(MacGregor et al. 1979; Barrett and McDonald 1980). The NMec derivatives
provide a sensitive fluorimetric assay and are often preferred as they constitute less
of a health hazard. The more convenient chromogenic and fluorogenic substrates
containing the leaving group 7-amino-4-trifluoromethyl coumarin have been worked
out for cathepsins B and H (Tchoupé et al. 1991), but there is still no specific
substrate for cathepsin L.

In the absence of the mini-chain, substrate specificity in human cathepsin H shifts
from aminopeptidase to endopeptidase (Dodt and Reichwein 2003). This is shown
by a genetically engineered mutant of human cathepsin H missing the mini-chain,
des[Glu(—18)-Thr(—11)]-cathepsin H, which displays endopeptidase activity
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toward the synthetic substrates; it is not cleaved by wild-type recombinant cathepsin
H. Nevertheless, the mutant enzyme does not show significant aminopeptidase
activity against H-Arg-NH-Mec, a well-known substrate for native human cathepsin
H (Dodt and Reichwein 2003). This has been confirmed earlier for cathepsin B in
which kinetic data on the interaction of substrates and inhibitors with recombinant
variants support the functional activity of the occluding loop of cathepsin B as the
main structural part for determining the exopeptidase activity of the protease
(Hasnain et al. 1992; Illy et al. 1997; Nagler et al. 1997). Thus, the kinetic studies
on substrate hydrolysis and enzyme inhibition reveal the importance of the mini-
chain/occluding loop not only as a structural barrier for endopeptidase-like substrate
cleavage but also as a structural framework for transition state stabilization of
substrates.

16.5 Structure of Cathepsins B and H

From the amino acid sequences of rat liver (Takio et al. 1983), human liver (Ritonja
et al. 1985), bovine spleen (Meloun et al. 1988), and porcine spleen (Takahashi et al.
1984b), cathepsin B represents that the enzyme together with cathepsins H, S, K, and
L belong to the papain “superfamily.” According to the nucleotide sequences,
cathepsin B from man (Chan et al. 1986) or rat (Fong et al. 1986) synthesized as a
polypeptide chain containing 339 amino acid residues is manufactured to the mature
single-chain molecule of 254 amino acids (Nishimura and Kato 1987). Likewise, the
amino acid sequences of rat liver (Takio et al. 1983), mouse macrophages (Lafuse
et al. 1995), and human kidney (Ritonja et al. 1988) cathepsin H agree with those
deduced from the rat (Ishidoh et al. 1989) and human (Fuchs et al. 1988) cDNA
sequences. Active human kidney cathepsin H is composed of 230 amino acid
residues, 222 of which form a single chain and 8 residue long mini-chain, which is
disulfide-linked to the rest of the enzyme (Ritonja et al. 1988). From these
sequences, it is evident that the mini-chain brought into existence from cathepsin
H propeptide is established between propeptide residues Thr**P and Glu’®P (Guncar
et al. 1998). However, in some of the mammalian tissues, active cathepsin B or H is
present as a two-chain molecule comprising of the light (4-5 kDa) and heavy
(20-22 kDa) polypeptide chains cross-linked covalently through a disulfide bridge
(Machleidt et al. 1986). This suggests that like other proteolytic enzymes, cathepsins
B and H are also synthesized in a precursor form from which the mature enzyme is
produced by the removal of the pro-sequence through several proteolytic cleavages.

16.5.1 Sequence Homology

One of the important features of the amino acid sequences of cathepsins B, H, and L,
and plant protease papain is the presence of somewhat high level of identity
(31-56%) in the amino-(active-site cysteinyl) and (28—44%) in the carboxy-terminal
(active-site histidinyl) regions but quite less (13—-30%) in the middle region (Takio
et al. 1983; Dufour 1988; Ritonja et al. 1988). As can be seen in Table 16.7, about
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Table 16.7 Sequence homology in amino acids of cysteine cathepsins®

Region of 1-252 78-152

comparison (whole 1-77 (active site (central 153-252 (active site
(rat/human) protein) cysteinyl region) region) histidinyl region)
RCB/RCH 31.5 31.1 13.6 39.8

RCB/papain 30.2 43.7 13.0 28.4

RCH/papain 40.2 479 214 429

HCH/HCB 30.0 31.1 15.5 35.6

HCL/HCB 29.9 34.2 19.5 31.6

HCL/HCH 45.1 56.1 30.4 43.8

Identical residues® | 13.8 24.3 9.3 11.1

“Identity in percent has been calculated from the sequence alignment of rat (Takio et al. 1983)
cathepsins B (RCB) and H (RCH), and human (Ritonja et al. 1988) cathepsins B (HCB), H (HCH),
and L (HCL)

®Identical residues compared in HCH, HCB, HCL, and papain

24% of the residues are identical in the N-terminal region within all four enzymes.
Low degree of identity in the central (residues 78—152 in cathepsin B) region, a
sector in which a large number of deletions/insertions are found, is perhaps due to a
single large insertion of 28-30 residues during the long process of divergent
evolution (Dufour 1988). However, the functional importance of this part is not
understood, still in plant protease papain. In the C-terminal regions where the active
site histidinyl is present, a low level of identity (28—44%) in comparison to the
cysteinyl regions (31-56%) proposes that the amino acid sequences in the
surrounding area of active site histidinyl residue may reflect the diverse peptidase
specificities of cathepsins B and H (Takio et al. 1983). Further, the sequences of
cathepsins H and L are very much close to those of the plant enzyme papain than to
that of cathepsin B, indicating that cathepsin B must have deviated from the common
ancestral gene long before cathepsins H and L.

16.5.2 Active Site

The amino acid residues, Cys25 and, as well as GIn'®, Asn'””, and Trp177, involved
in enzyme catalysis are preserved at/around the active site in all cysteine proteinases.
Indeed, cathepsins B, H, and L share the amino acid sequence Asn-Ser-Trp (papain
residues 175-177) with actinidin and papain. According to X-ray studies on plant
thiol proteases, a hydrogen bond formed between Asn'”” and the active-site His'*® is
shielded by Trp'”’ from the solvent (Dufour 1988). Taking into consideration, a
large amount of resemblance in papain and actinidin active-site residues and the
sequence homologies among plant and animal cysteine proteinases, all these five
enzymes including cathepsins B, H, and L, certainly have same -catalytic
mechanisms. Any alteration in the active site may happen in the hydrophobic
specificity “pocket,” the S,-subsite. For example, the substitution of Ser’® in papain
by Glu in cathepsin B results in dissimilar surface characteristics of the S,-subsite
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binding site (Baker 1980); the side chain of Glu>*> may combine with one arginine
side chain of the extremely specific substrate Z-Arg-Arg-NMec (Polgar and Csoma
1987).

Whereas six disulfide bridges are restricted in the NH,-terminal half of the
molecule, only two cysteine residues (Cys>’ and Cys>*’) of human cathepsin B are
unpaired. Topologically Cys® is the same as the reactive (active-site) cysteine
(Cys® in papain) of all other thiol proteases; Cys>** situated close to the COOH-
terminal half of the polypeptide chain surface is unique to cathepsin B (Musil et al.
1991). However, in addition to a disulfide bond produced between Cys**> and
Cys®’P of the mini-chain, porcine or bovine cathepsin H has three disulfide bridges
(Cys*—Cys®, Cys*°~Cys”, and Cys'**~Cys**®) which are topologically equivalent
to the disulfide bridges in actinidin (Baker 1980). The active-site cleft of porcine
(Guncar et al. 1998) or bovine (Baudys et al. 1991) cathepsin H runs the top of the
molecule transversely; the wide ends but thin in the middle of active-site cleft
contains catalytic (active-site) residues Cyszs, His'>®, and GIn"®. In contrast to all
other known structures of cysteine proteases, the imidazole ring of His'>® in cathep-
sin H does not make a thiolate-imidazolium ion pair with Cys®> (Guncar et al. 1998).

16.5.3 Carbohydrate Moieties

While cathepsin B exists in 5—7 molecular forms having pls in the range of 4.5-5.5
(Table 16.2), cathepsin H presents only in three molecular forms (pls in the range
6.0-7.1) differing both in carbohydrate contents (Barrett 1977; Barrett and
McDonald 1980; McDonald and Barrett 1986). The oligosaccharide structures of
lysosomal cathepsins are asparagine-linked and predominantly high mannose type
(Kornfeld and Kornfeld 1980). A single N-acetylglucosamine and the fucosylated
pentasaccharide are present in a molar ratio of 73:27 in porcine spleen cathepsin B
(Takahashi et al. 1984a). In contrast, cathepsin H isolated from the same source
shows four high mannose-type oligosaccharides having 6-8 mannose residues
(Takahashi et al. 1984b). However, a linear tetrasaccharide and a branched
pentasaccharide without fucose (absent in porcine spleen cathepsin B) are reported
in rat liver cathepsin B (Taniguchi et al. 1985). Similarly, two (high mannose type)
oligosaccharides having 9 and 5 mannose residues are found in rat liver cathepsin H
beside the three oligosaccharides present in porcine spleen cathepsin H. In both the
cases, although the carbohydrates are linked to Asn 111, the structural differences of
asparagine-linked sugar chains reflect species and/or organ specificity of
glycoproteins among the rat liver and porcine spleen cathepsins.

16.5.4 Structural Transition
An exclusive feature shared by animal thiol proteases, cathepsins B, H, and L, is that

they are freely inactivated at neutral pH (Zvonar-Popovic et al. 1980; Ohtani et al.
1982; Khan et al. 1986; Agarwal and Khan 1987a). In contrast to cathepsin L,
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cathepsin B is very sensitive toward pH, urea, and guanidine hydrochloride
(Agarwal and Khan 1987a; Ahmad et al. 1989; Khan et al. 1992). Buffalo spleen
cathepsin B loses its structure as well as the activity irreversibly at alkaline pH; the
inactivation of the enzyme is, however, found reversible at acidic pH (Khan et al.
1992). The activity of goat/buffalo enzyme is lost reversibly at denaturant
concentrations which does not cause a major change in its secondary structure,
and suggest that the inactivation may be ascribed due to slight perturbation in the
surroundings of the amino acid residue(s) at and/or around the active site of the
enzyme (Agarwal and Khan 1988; Khan et al. 1992). The inactivation process
becomes irreversible at high urea/guanidine hydrochloride concentrations leading
to the structural changes in the enzyme. Nevertheless, the existence of a multidomain
structure in mammalian cathepsin B is first reported after performing a series of
denaturation and renaturation experiments by Agarwal and Khan (1988). An impor-
tant feature of the unfolding—refolding transition of the goat spleen enzyme is that it
is not completely reversible and appears to start at extremely low urea concentration.
Surprisingly, cathepsin H purified recently from buffalo lung (Singh et al. 2020)
unfolds reversibly in two main stages, having a stable intermediate between its
native and fully denatured states (unpublished results). The equilibrium and kinetic
intermediates have also been confirmed by in vitro studies of cathepsins B, H, and D
(Lah et al. 1984; Agarwal and Khan 1988). Although similar data on the precursor
“pro-forms” of these enzymes are not available, the non-reversibility of the
unfolding transition of the mature enzymes do suggest a role for the pro-sequences
in the folding of lysosomal cathepsins.

16.5.5 Secondary Structure

Explorations on the secondary structure of cysteine cathepsins particularly B, H, and
L have remained inconclusive so far. According to Garnier et al. (1978), the method
predicts the helical structure in cathepsins B, H, and L, respectively, 14, 24, and
16%, whereas the procedure of Chou and Fasman (1974) shows 27, 35, and 30%
helical content, respectively. The interpretations of the circular dichroic spectrum
(the most commonly used method for determining protein secondary structure) of
cathepsin B have varied from one laboratory to the other (Zvonar-Popovic et al.
1980; Bansal et al. 1981; Dufour 1988; Khan et al. 1992). CD spectrum of bovine
enzyme conforms to about 12% o-helix and 31% f-sheet (Zvonar-Popovic et al.
1980), whereas buffalo cathepsin B complies with 26% a-helix and 23% f-structure
(Khan et al. 1992). This difference in the secondary structure probably seems to be
pH-dependent because 34, 65, and 51% o-helix have been reported, respectively, at
pHs 5.6, 7.4, and 10.2 in rabbit cathepsin B (Bansal et al. 1981). Moreover, the same
pattern is found in cathepsin L where the inactivation at neutral pH is connected to
the loss of helical content (40% at pH 5.8 and 17% at pH 7.0) in the enzyme (Dufour
et al. 1988). The reason for such an effect may be due to change in the ionization
state of histidine side chains which are chiefly situated in the predicted o-helix
regions. Further, the ordered structures in cysteine proteases are well preserved in
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the NH,-terminal and COOH-terminal parts (Dufour 1988). Since the maximum
insertions/deletions and substitutions in these proteases emerge in the central region,
the most important changes in the secondary structures would have occurred in this
part. However, the insertion of 28-30 residues in this region of cathepsin B does not
change the overall molecular conformation and conformational organization of
active site residues in the enzyme (Dufour 1988).

16.5.6 Gene Structure

Whereas the gene structure of cathepsin H has been worked out from rat (Ishidoh
et al. 1989) and murine (Buhling et al. 2011), the structure of cathepsin B has been
characterized by a genomic DNA segment encoding mouse (Ferrara et al. 1990) and
carp (Tan et al. 2006). The isolated clone (A32) has all the exons matching to the
cDNA sequence except for the leader region. The genomic insert spans 15 kbp
consisting nine exons encoding 339 amino acids of mouse preprocathepsin
B. However, the gene structure of rat cathepsin H comprises at least 12 exons
spanning in total more than 21.5 kbp; cathepsin L gene spans 8.5 kbp and comprises
eight exons (Ishidoh et al. 1991). A common characteristic for the gene structure of
all examined cysteine cathepsins and aleurain (a thiol protease from aleurone cells) is
that intron break points are not established at the joints of the pre-peptide,
pro-peptide, and mature enzyme regions. Thus, there is no proof that the gene
structure of cathepsin B or H communicates to functional parts.

The number and positions of the introns, however, vary between these cathepsins.
For instance, the gene encoding rat cathepsins H and L contain 12 and 8 introns,
respectively, whereas the gene structure of mouse cathepsin B represents a minimum
of nine introns (Ferrara et al. 1990; Ishidoh et al. 1991). Similarly, in cathepsins B
and H genes, five introns break off the two active-site cysteine and histidine residues,
instead of two in cathepsin L. Like other cysteine protease genes, the region around
the active-site (Cyszg) residue (the most conserved region) in cathepsin B is cracked
by an intron, but on the contrary with cathepsins H and L the intron break point is
positioned immediately following the active site. The differences in both the number
and position of introns between thiol protease genes suggest that the relation
between the genes is not direct. Since cathepsin H gene is formed of four rather
than two ancestral gene parts found in aleurain, and the GC content of dissimilar
exons are more uniform for cathepsin B gene than for cathepsins H and L (Ferrara
et al. 1990; Ishidoh et al. 1991), the earlier notion that four enzymes (cathepsins B,
H, L, and papain) derived from a common ancestral gene seems not to be true.
However, the preserved sequence around the cysteinyl active site which has proba-
bly evolved in numerous ways in these enzymes proves an important function of this
region for hydrolyzing activity of thiol cathepsins.
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16.5.7 Crystal Structure

Among the investigated 11 cysteine human cathepsins, cathepsin B is the first one
whose crystal structure is determined in the 1990s (Musil et al. 1991) which is
followed by cathepsins K (McGrath et al. 1997), L (Fujishima et al. 1997), H
(Guncar et al. 1998), V (Somoza et al. 2000), X (Guncar et al. 2000), C (Turk
etal. 2001), F (Somoza et al. 2002), and S (Turkenburg et al. 2002). Although three-
dimensional (3D) structure of two more human thiol cathepsins, O and W, is not yet
known, a 3D-based sequence arrangement of the mature structure of the nine
cysteine cathepsins with identified 3D structure reveals conservation of the active-
site residues (Cys>> and His'®, cathepsin L numbering), the N-terminus Pro?, the
residues interact with the main chain of the bound substrate (Glnlg, Gly68, and
Trp'®?) and certain cysteine residues (Turk et al. 2012). The plant thiol proteases
for which 3D structures deduced earlier by X-ray diffraction data are papain (Drenth
et al. 1968; Kamphuis et al. 1984) and actinidin (Baker and Dodson 1980). These
enzymes exhibit the same conservation pattern as present in lysosomal cysteine
cathepsins.

The crystal structures of porcine cathepsin H (Guncar et al. 1998) and human
cathepsin B (Musil et al. 1991) have been deduced by X-ray crystallography at the
resolution of 2.1 A and 2.15 A, respectively. In each case, the enzyme consists of a
single polypeptide chain folded to form two domains (left-hand “L” and right-hand
“R”) with a deep cleft between them. The L-domain is mainly a-helical having the
longest central helix and the R-domain is based on a type of p-barrel facing strand
(s) which form a coiled structure; the barrel is encircled by a-helix at the bottom. The
two domains interrelate via an extended amphipathic interface stabilized by several
hydrogen bonds plus hydrophobic interactions. The interface unlocks at the top into
a V-shaped active-site cleft where two catalytic residues, cysteine and histidine, are
situated. The reactive site cysteine is located at the N-terminus of the central helix of
the L-domain, whereas the histidine is situated within the p-barrel residues of the
R-domain. A thiolate-imidazolium ion pair formed between two catalytic residues is
essential for the proteolytic activity of cathepsin B and other cysteine cathepsins
except for cathepsin H (Guncar et al. 1998; Turk et al. 2012).

Human cathepsin B is roughly disk-shaped having a thickness of 30 A and a
diameter of 50 A (Musil et al. 1991). Out of 248 distinct cathepsin B amino acid
residues, 166 a-carbon atoms are topologically equivalent with a-carbon atoms of
papain. But several big insertion loops which modify its properties are present on the
molecular face. The occluding loop containing 108—119 amino acid residues of the
enzyme takes up the back of the active-site cleft resulting in cathepsin B, a carboxy-
peptidase. Seven disulfide connectivities are in full agreement with those determined
for bovine cathepsin B by chemical methods (Baudys et al. 1990). However, porcine
cathepsin H is an ellipsoidal molecule having dimensions 32 x 26.5 x 24 A (Guncar
et al. 1998). Superposition of the a-carbon atoms of cathepsin H on the a-carbon
atoms of actinidin, papain, and cathepsin B exhibits that 180 amino acids of
cathepsin H and actinidin (Baker 1980) are topologically equal, 173 with papain
(Kamphuis et al. 1984) and 156 with human cathepsin B (Musil et al. 1991).
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However, the mini-chain (an octapeptide linked to the R-domain) attached through a
disulfide bridge to Cys*® of the body of cathepsin H is implicated in the steric
regulation of the accessibility of the active-site cleft (Baudys et al. 1991) specifying
aminopeptidase activity of the enzyme (Guncar et al. 1998). Moreover, the structure
strengthens the outline of disulfide bridges in bovine cathepsin H (Baudys et al.
1991); the three disulfide bonds in the enzyme are topologically equivalent to the
disulfide bridges in actinidin (Baker 1980). The stability of the mini-chain in
cathepsin H and procathepsin H is studied recently by Hao et al. (2018), and the
results indicate that the mini-chain is indeed more dynamic in procathepsin H,
whereas it reorients to the more stable conformation in cathepsin H during the
process of activation.

16.6 Overall Structure—Activity Relationship

One of the significant aspects, i.e., specificity diversity, has now been cleared from
the crystal structures of cathepsins B and H. The 3D structures displayed that
exopeptidase exhibits extra structural features that alter the active-site cleft (Musil
et al. 1991; Guncar et al. 1998). While the active-site cleft expands along the whole
length of the two-domain interface in endopeptidases, additional features reduce the
number of binding sites in exopeptidases (Turk et al. 2003).

In cathepsin B, substrate binding is governed by a novel insertion loop that packs
the active-site cleft on the primed subsites and seems to favor binding of peptide
substrates with two residues carboxy-terminal to the scissile peptide bond; the
occluding loop of the enzyme uses two histidine residues (His''” and His''") to
port the C-terminal carboxylic group of the peptidyl substrate, suggesting an expla-
nation for the well-known dipeptidyl carboxypeptidase activity of the enzyme
(Musil et al. 1991). The other subsites neighboring to the reactive site Cys>® are
quite similar to papain; Glu®>* in the S, subsite supports the basic P, side chain.
Besides the histidine residues, the hidden Glu'”" might stand for a group with pK, of
~5.5 close to the active site, which controls exo- and endopeptidase activity of the
enzyme. Since the exact role of these residues remains speculative, it may be further
clarified by recombinant methods.

However, cathepsin H utilizes a region from its propeptide part to represent
features that fill up the active-site cleft on the non-primed subsites S, and Sj; the
enzyme uses a carboxylic group of the main and/or side-chain residues to port the
positively charged NH,-terminus of the peptidyl substrate. This carboxylic group is
situated at the COOH-terminus of an octapeptide element (originate from the
propeptide), termed the mini-chain which remains linked to the active-site cleft
through the side chains of GIn’®P, Cys®*’P, and Thr®P of cathepsin H after its
activation, providing an essential responsibility of mini-chain in the aminopeptidase
activity of the enzyme (Guncar et al. 1998). This has, however, been confirmed after
production and characterization of cathepsin H lacking mini-chain, resulting in a
switch of its substrate specificity to endopeptidase (Dodt and Reichwein 2003;
Vasiljeva et al. 2003). Fascinatingly, in aminopeptidases, glycosylation not only
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plays a crucial role in stabilizing the structure of the added characteristics but also
fills up the active-site cleft tighten the substrate-binding (Turk et al. 2012). Unlike
other cysteine proteases, cathepsin H is not inhibited by its own free propeptides
(Horn et al. 2005).

16.7 Physiological and Pathological Implications

Lysosomes are the only cellular compartment having a series of hydrolases including
cathepsins for the complete degradation of all classes of macromolecules by different
modes (Wolters and Chapman 2000; Reiser et al. 2010; Vidak et al. 2019). Although
it has not yet been possible to assign a precise function to a particular enzyme,
various roles have been proposed for lysosomal thiol-dependent cathepsins. How-
ever, pieces of evidence obtained using thiol-specific inhibitors indicate that cysteine
cathepsins particularly B, H, and L contribute a significant role in protein turnover
(Bohley et al. 1974; Barrett 1977; Evered and Whelan 1978; Brocklehurst et al.
1987; Bromme and Wilson 2011; Verma et al. 2016). For example, the digestion of
liver cytosolic proteins by rat liver lysosomal enzymes is entirely due to cathepsin B
(Dean 1976) and at pH 6.0 short-lived cytosolic proteins are hydrolyzed in prefer-
ence to long-lived proteins by cathepsin L (Bohley et al. 1974). In pulmonary
emphysema, cathepsin B not only digests lung structural proteins but also inactivates
enzymatically a;-proteinase inhibitor and reduces its protective concentration in and
around lung tissues (Gairola et al. 1989). Moreover, cysteine cathepsins like H and K
found in the lung are associated with inflammatory lung diseases (Chilosi et al. 2009;
Faiz et al. 2013).

Apart from the fact in general protein turnover, the cysteine cathepsins could also
have a role in the specific processing of proteins and thus in the regulation of
enzymatic activity. Cathepsins B and L inactivate aldolase when tested with fruc-
tose-1,6-bisphosphate as a substrate (Bond and Butler 1987). The enzyme-treated
aldolase showed no detectable change in molecular weight, suggesting that the
modification may be significant for the regulation of aldolase activity. Certain
other enzymes like glucokinase, pyruvate kinase, tyrosine- and alanine
aminotransferases, asparaginase, and glyceraldehyde 3-phosphate dehydrogenase
are also inactivated by cathepsin B (Evered and Whelan 1978; Brocklehurst et al.
1987; Barrett et al. 1998). Likewise, cathepsins B and H can also activate peptide
hormones and various proteins by cleavage of their precursor forms, e.g., the
conversion of proinsulin to insulin (Docherty et al. 1982), proalbumin to albumin
(Quinn and Judah 1978), and trypsinogen to trypsin (Otto and Reisenkonig 1975).
Furthermore, these enzymes participate in various other physiological processes
such as protein synthesis, growth and aging, fertilization, memory, tissue resorption,
and modeling (Bond and Butler 1987; Barrett et al. 1998). The exact mechanism of
various inactivations or conversions of different enzymes/proteins by cathepsins B
and H or other cysteine cathepsins is, however, still speculative.

It has been widely accepted that the extracellular matrix (ECM) is a reservoir for
endogenous growth factors. In the body, endogenous proteases such as matrix
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metalloproteinases and their inhibitors are involved in routine ECM turnover for the
maintenance of healthy tissue (Docherty et al. 1992; Burgess et al. 2009; Faiz et al.
2013). Among the papain family of proteases, cathepsins are capable of degrading
ECM components with unique collagenolytic activity; cysteine cathepsins B, H, F,
K, L, and S have the potential to participate in wound healing (Wolters and Chapman
2000) and ECM remodeling (Lutgens et al. 2007). Besides their role in ECM
degradation, they are implicated in major histocompatibility complex (MHC) class
IT molecules which are expressed on the surface of antigen-presenting cells where
after binding with exogenous proteins, MHCs present them to CD4+ T cells. Further,
these cathepsins are also involved in the development and progression of cardiovas-
cular diseases such as atherosclerosis, aneurysm, cardiac repair, and cardiomyopathy
(Cheng et al. 2012). Nonetheless, imbalance in expression between cysteine
cathepsins (S, K, L, and B) and their endogenous inhibitors (cystatin C) may favor
proteolysis of ECM in the pathogenesis of such cardiovascular diseases (Wu et al.
2018). There is evidence for cathepsin B as a vital drug target for traumatic brain
injury in which the enzyme gets away from its usual subcellular location (lysosome)
to ECM (cytoplasm) where the unleashed proteolytic control causes devastation via
autophagic, necrotic, apoptotic, and activated glia-induced cell death simultaneously
with inflammation and ECM breakdown (Hook et al. 2015).

The activity of cathepsins (B, H, and L) is altered in several disease states such as
muscular dystrophy, malignancy, ischemia, hypervitaminosis, multiple sclerosis,
diabetes, arthritis, and various forms of cancer cells including the invasion of host
tissue and metastasis (Evered and Whelan 1978; Brocklehurst et al. 1987; Turk et al.
2001; Vasiljeva et al. 2006; Victor et al. 2011; Verma et al. 2016). The mechanism
for the precise regulation of these proteolytic enzymes however remains to be
established. A report published in 1981 that cathepsin B activity is significantly
elevated in a variant of B¢ melanoma with high metastatic potential (Sloane et al.
1981), and it seems probable that the enzyme release from tumor cells may facilitate
invasion and extravasation of tumors. This has been further confirmed by Weiss
etal. (1990), who observed that invasive tumor cells enhance the level of cathepsin B
in their plasma membranes, which may be used to degrade basement membrane
components such as laminin and thereby facilitate tumor invasion. In human mela-
noma (primary and metastatic) cell lines, cathepsin B is highly expressed at the
surface of metastatic but not of primary melanoma cell lines; chemical (CA-074 and
CA-074Me) and biological (specific antibodies) inhibitors exert a powerful anti-
invasive activity by a mechanism that brings into play the impairment of metastatic
cell dissemination. However, in vivo studies (in murine xenografts), human mela-
noma growth, and artificial lung metastases are significantly reduced by CA-074,
suggesting a role for cysteine protease in tumor growth and metastatic potential of
human melanoma (Matarrese et al. 2010). Literally, what is the role of protease
inhibitors (endogenous/chemical/biological) in tumor invasion and how they regu-
late the invasive potential of tumor cells is still unclear. Doxorubicin is an effective
cytotoxic anticancer drug used for the treatment of malignancies and a broad range
of solid tumors, and it shows severe dose-dependent toxicities (Gianni et al. 2003).
However, a number of studies on cancer cells in vitro and tumor xenograft in vivo
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have revealed that cathepsin B-cleavable doxorubicin prodrugs are less toxic in vitro
and more effective in vivo, suggesting the role of this enzyme-cleavable prodrugs in
cancer therapy (Zhong et al. 2013).

Although fewer studies have been done on cathepsin H in cancer, the activity of
the enzyme is elevated in breast cancer, melanoma, tumor invasion, colorectal and
prostate carcinomas, and tumor vasculature (Gabrijelcic et al. 1992; Kos et al. 1997,
del Re et al. 2000; Waghray et al. 2002; Gocheva et al. 2010). However, reduced
cathepsin H expression has also been reported in squamous cell carcinomas of the
head and neck and mixed expression patterns in pancreatic cancer cells (Kos et al.
1995; Paciucci et al. 1996). The differences in the expression pattern of cathepsin H
in various cancers may indicate highly specific functions for the enzyme in different
tissues at various stages of cancer. Moreover, the probable role of cathepsin H in
tumor progression is its capability to degrade fibrinogen and fibronectin, suggesting
that the enzyme may be occupied in the destruction of ECM components leading to
cancer proliferation, migration, and metastasis (Tsushima et al. 1991; Turk et al.
2012). Nevertheless, a study on T3-mediated upregulation of cathepsin H involved
not only in extracellular signal-regulated kinase activation but also in increased cell
migration reveals that overexpression of cathepsin H in a subset hepatoma is thyroid-
hormone-receptor-dependent having a significant role in hepatoma progression
(Wu et al. 2011). Apart from cystatins (stefins A, B, and cystatin C), cathepsins B
and H have been reported as significant prognostic markers in sera of patients with
melanoma and colorectal cancer (Kos and Schweiger 2002).

16.8 Conclusions and Future Perspectives

While cysteine cathepsins like B, H, L, and S show the similarity in terms of physical
properties, enzymatic activities, and homology with each other in amino acid
sequences including the essential catalytic site region, it is not easy to distinguish
these enzymes with respect to their biological functions, and it remains difficult to
establish what role they take part in pathophysiological protein degradation. Simi-
larly, a large number of different proteins can act as substrates for cysteine
cathepsins in vitro studies, but there is little evidence to confirm that such reactions
occur in vivo. Hence the substrate specificity and specific cleavage sites of these
cathepsins are smart areas of study for accepting their role in life events and for
designing drugs against these enzymes. However, the wide variations in tissue levels
of cathepsins B and H are compatible with specific functions of these proteases
in distinct tissues. It is, therefore, generally accepted that these enzymes participate
in the breakdown of both intra- and extracellular proteins. Despite their several roles
in protein catabolism, the exact mechanism of action of each cathepsin is still
unknown. How pro-sequences help in the correct folding of a cathepsin molecule
is yet to be explained. Moreover, the involvement of cathepsins B and H in
inflammatory reactions has been proposed on evidence from inhibition studies and
the detection of significant catheptic activities at inflammation sites. However, it is
not yet certain that which cysteine cathepsin is directly responsible for the tissue
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breakdown at inflammatory sites. Gene structure and/or antibodies may be useful to
provide a clue for understanding the molecular evolution and functional diversity
among cysteine cathepsins.

Cysteine cathepsins are also emerging as major players in tumor progression,
making them potential drug targets for a wide range of human cancers. Although
cathepsins B and H have been used as drug targets to control ECM degradation and
various metabolic activities involved during disease progression, the use of cysteine
protease inhibitors (either endogenous, chemical, or biological) may be taken as a
pioneering approach in the management of metastatic melanoma as well as on other
carcinomas before making therapeutic strategies. Endogenous intracellular inhibitors
are likely important in the control of these proteases, and the fluctuations in enzyme
activities in cells are due to changes in inhibitor, rather than protease concentrations.
Future studies in both clinical samples and preclinical models should now allow us
to find out whether these cathepsins have similar or unique roles in different tumor
microenvironments. Furthermore, these enzymes have been targeted by pharmaco-
logical drugs and inhibitors. Nonetheless, until now, no data are available on the
effect of these inhibitors in various pathological events like atherosclerotic cardio-
vascular disease, neovascularization, polycystic kidney disease, and coronary artery
disease.
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