
CASPASES 
Family of cysteine proteases 

that can be dIvided into 

inflamnntory caspases, and 

pro-apoptct.ic caspases, which 

can be further grouped into 

initiator and effector caspases. 

PHAGOCYTOSIS 
Uptake of dying cells by 

macrophages or neighbouring 

cells, Recognition of'eat -ITE' 

signals by specific receptors on 

the phagocytosing cell, 

DEATHRECEPTORS 
A furr:ily of cell-surfuce 

receptors that can ITEdiate cell 

death upon ligand-induced 

triITErization, 

*H LWldbeckAlS, 

OttiJiavej 9, DK-2S00 

Copenhagen-lfaJby, 

Denmark e-mail: 

male@lundbeckdk 

+ Apoptosis Laboratory, 

Danish Cancer Society, 

Strandboulevarden 49, 

DK-2100Copenhagen, 

Denmark e-mail: 

mhj@biobase,dk 

FOUR DEATHS AND A 
FUNERAL: FROM CASPASES 
TO ALTERNATIVE MECHANISMS 

Mareel Leist* and Marjajaattelfl 

A single family of proteases, the caspases, has long been considered the pivotal executioner 

of all programmed cell death, However, recent findings of evolutionarily conserved, caspase­

independent controlled death mechanisms have opened new perspectives on the biology of 

cell demise, w ith particular implications for neurobiology, cancer research and immunological 

processes, 

Programmed cell death (PCD) is essential for the devel­

opment and maintenance of multicellular organisms, 

Many eukaryotic cells that die and are removed in a 

programmed way undergo an astonishingly stereotypi­

cal series of biochemical and morphological changes, 

the most defming features of which are the activation of 

CASPAS ES , chromatin condensation and the display of 

PHAGOCYWSIS markers on the cell surface l- 3, The underly­

ing death process has been called apoptosis to delineate 

it clearly from other death programmes (BOX 1), 

The unexpected ability of certain cells to survive the 

activation of pro-apoptotic caspases4- 9 demonstrates a 

remarkable plasticity of the cellular death programme, 

and does not support the idea that caspases alone are 

sufficient for the induction of mammalian PCD. 

Furthermore, recent evidence indicates a diversification 

of the apoptosis programme in higher eukaryotes with 

respect to the necessity and role of caspases, Namely, 

apoptosis-like cell death can occur without the activa­

tion of effector caspases9
-

18
, and signals emanating from 

the established key factors of apoptosis - including 

DEATH RECEPWRS and caspases themselves - may result in 

a non-apoptotic death19-21 (BOX 1), 

Remarkably, modifications in the mode of death do 

not necessarily affect the efficient removal of dying 

cells22,23, So, some ofthe alternative caspase-indepen­

dent death pathways might have evolved to fulfil the 

same purpose as that proposed for classical apoptosis 

- that is, to guarantee a safe and non-inflammatory 

removal of corpses, We present here a differentiated 

view on PCD, based not on the activation of caspases, 

but rather on the morphology and fate of dying cells 

(BOX 1), The discussion of medically relevant fIelds, such 

as neurology and oncology, also takes into account the 

implications of the death mode for the surrounding tis­

sue and the potential of caspase-independent PCD sig­

nalling mechanisms as therapeutic targets, 

Evolution of cell death principles 

The driving evolutionary pressures for the development 

of several cell-death programmes have been increasing 

in parallel with the increased complexity and life span 

of the organisms24
, Butwhen in evolution did the cas­

pase-independent death mechanisms arise? Caspase­

coding sequences are absent from the known genomes 

of many non-animal species24
, Nevertheless, such 

organisms - including plants and several single-celled 

eukaryotes - undergo PCD under conditions of 

stress25,26, For instance, in yeast, this apoptosis-like 

death is associated with DNA fragmentation, ZEIO SIS, 

PHOSPHATIDYLSERINE EXP OSURE and chromatin 

condensation25
, and can be selectively triggered or 

blocked by Bax-like or CED-9-related genes, respective­

ly, Furthermore, programmed PARAPTOsIs-like death is 

well characterized in caspase-defIcient slime moulds27 , 

The introduct ion ofthe caspases, and especially of 

the mitochondrial CED-9/Bcl-2-related death switch­

es24 ,26, might represent a decisive refmement of the old 

caspase-independent death programmes, The relative 

importance of different death mechanisms seems to 

First publ. in : Nature Reviews : Molecular Cell Biology ; 2 (2001), 8. - S. 589-598 
DOI : 10.1038/35085008 

Konstanzer Online-Publikations-System (KOPS) 
URN: http://nbn-resolving.de/urn:nbn:de:bsz:352-201607 

http://www.nature.com/nrm/index.html
http://nbn-resolving.de/urn:nbn:de:bsz:352-201607


Box 1 Four patterns of death: from apoptosis to necrosis 

Apoptosis is defined by stereotypic morphological changes, especially evident in the 

nucleus where the chromatin condenses to compact and apparently simple geometric 

(globular, crescent-shaped) figures1. Other typical features include phosphatidylserine 

exposure, cytoplasmic shrinkage, zeiosis and the formation of apoptotic bodies (with 

nuclear fragments) (BOX 2). In its most classic form, apoptosis is observed almost 

exclusively when caspases, in particular caspase-3, are activated. When death can be 

blocked by inhibition of any signal or activity (for example, caspases) within the target 

cell, then the simplest condition for programmed cell death (PCD) is met. Apoptotic 

morphology results from one of the most elaborate forms of PCD, and it may be 

viewed as a far end of a continuum of death modes, with varying contributions of the 

cellular machinery. 

Apoptosis-like PCD is used here to describe forms of PCD with chromatin 

condensation that is less compact/complete than in apoptosis (geometrically more 

complex and lumpier shapes), and with the display of phagocytosis-recognition 

molecules before lysis of the plasma membrane. Any degree and combination of other 

apoptotic features can be found. Most published forms of 'caspase-independent 

apoptosis' fall into this class. Notably, some classic 'caspase-dependent apoptosis' 

models, such as tumour-necrosis-factor-induced death of MCF-7 cells, also have this 

morphology. For comparative examples see BOX 2. 

Necrosis-like PCDis used here to define PCD in the absence of chromatin 

condensation, or at best with chromatin clustering to speckles I9 ,20,33,34,104. Varying 

degrees of other apoptosis-like features - including externalization of 

phosphatidylserine - might occur before the lysis33
,34. Necrotic PCD usually involves 

specialized caspase-independent signalling pathways. However, caspase-8 might be 

activated21 and caspase-l-driven necrosis has also been observed l12 . A subgroup of 

necrotic PCD models are often classified as 'aborted apoptosis'; that is, a standard 

apoptosis programme is initiated, then blocked at the level of caspase activation and 

finally terminated by alternative, caspase-independent routes'o. 

Accidental necrosislceJJ lysis is the conceptual counterpart to PCD, as it is prevented 

only by removal of the stimulus. It occurs after exposure to high concentrations of 

detergents, oxidants, ionophores or high intensities of pathologic insult3o . Necrosis is 

often associated with cellular OEDEMA (organelle swelling) and devoid of zeiosis (see 

movies 3 and 4 online) . The necrotic tissue morphology is, in large part, due to post­

mortem events (occurring after lysis of the plasma membrane) 30. 

OEDEMA have been optimized subsequently in various ways. One 

form of extreme specialization is exemplified by somat­

ic cell death in the nematode Caenorhabditis elegans, 

which sits on a branch ofthe phylogenetic tree that sep­

arated early from the branch leading to mammalian 

development. Accordingly, the requirements for PCD in 

C. elegans are adapted to its specific needs and have 

diverged widely from those of mammals24 . As the envi­

ronmental pressure to provide a flexible death response 

is very low in this short-lived organism, it has been 

enough to optimize only one stereotyped caspase­

dependent apoptosis programme. In contrast to mam­

mals, control by mitochondrial proteins might not be 

required, and most degradative enzymes are supplied by 

the phagocytosing cell rather than by the dying cell 

itself2,3. Apoptosis in C. elegans is often cell autonomous 

- that is, it is neither signalled nor controlled from 

outside and the entire system of death receptors seems 

to be absent. In accordance with this minimalist pro­

gramme, somatic PCD is not essential for the survival 

or the development of C. elegans 28
. Rudimentary 

remainders of alternative apoptotic programmes are, 

however, still found in the MALE LINKER CELL, in which 

Water accunulation and 

swelling within a tissue. cell or 

organelle. 

ZEIOSIS 
Dynamic plasma ITErrDrane 

blebbingofa dying celL 

analogous to the bubbling of 

ferITEnting yeast 

PHOSPHATIDYLSERINE 
EXPOSURE 
Translocation of 

phosphatidylserine. which is 

confined to the inner leaflet of 

the plasma ITErrDrane in 

healthy cells. to the outside of 

the plasma ITEmbrane where it 

is recogniiEd by a specific 

receptor on macrophages. 

PARAPTOSIS 
A form of prograIl1ITEd cell 

death without prominent 

chromatin condensation and 

mainly characterized by 

cytoplasmic vacuolization. 
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PCD that might be independent of CED-3 is triggered 

from outside28. 

The mammalian system of death programmes could 

represent an opposite form of evolutionary direction in 

which, apart from the many caspases, other cysteine 

proteases and mitochondrial factors have taken addi­

tional roles during development and life3,29. The essen­

tial nature of some factors (knockoutlethalityl&,29) com­

bined with the redundancy of others (difficulty with 

interpretation of knockouts 29) has made the study of 

their specific role in PCD technically challenging. In 

addition, it has remained unclear which mechanisms are 

essential for commitment to death and which ones only 

determine the phenotypic outcome30. 

PCD can take many forms 

If one keeps to the strict morphological criteria of 

apoptosis - including the geometrical shape of chro­

matin after its condensation (BOX 2) - caspases seem 

to be indispensable for apoptosis (BOX 1). However, 

there are many forms of 'apoptosis-like PCD', in 

which the chromatin condenses into less geometric 

shapes and phagocytosis markers on the plasma 

membrane are displayed before cell lysis. An array of 

well-characterized cell death models that occur in the 

absence of caspase activation falls into this catego­

rl- I7,31 (BOX 2). Furthermore, an analysis of cell mem­

brane dynamics in different death models has 

revealed that an important hallmark of apoptosis, 

zeiosis, can occur independently of caspase activa­

tion9
,32 (see movies 1 and 2 online) . PCD can also 

occur in the absence of chromatin condensation20,33,34. 

Such necrosis-like PCD is the result of active cellular 

processes that can be intercepted by, for instance, oxy­

gen-radical scavengers20,35, inhibition of poly{ADP) 

ribose polymerase {PARP)36 or mutations in intracellu­

lar signalling molecules34
. Further caspase-indepen­

dent modes of PCD include autophagy - character­

ized by the formation of large, lysosome-derived 

cytosolic vacuoles 17,37,38 - and DARK CELL DEATH in spe­

cialized cells such as chondrocytes39 or neurons40. 

Contrary to earlier expectations, the inhibition of 

caspase activation does not necessarily protect against 

cell death stim uli. Instead it might reveal, or even 

enhance, underlying caspase-independent death pro­

grammes. These programmes might resemble apopto­

sis-like PCD9,41-43, autophagy4 or even necrosisI9 ,20,32,45--48. 

In many experimental apoptosis models, including 

those triggered by death receptors20 ,34,42 ,46,48, cancer 

drugs 49 , growth-factor deprivation44
, STAUROSPORINE41 , 

anti-CD241, oncogenes32 , COLCHICINE43 or the expression 

of Bax-related proteins32,45, the existence of back-up 

death pathways has been uncovered after inhibition of 

caspase activity by pharmaceutical PAN-CASPASE INHIBITORS. 

However, several lines of evidence also support the rele­

vance of such 'second-line' mechanisms for normal 

physiology and pathology. For example, caspase path­

ways can be inactivated not only by pharmacological 

inhibitors, but also by other factors such as mutations47
, 

energy depletionl9 , nitrative/oxidative stress21 , other pro­

teases that are activated simultaneouslyS°,51, members of 



Box 2 Nuclear alterations in different forms of Droarammed cell death 

The use of chromatin 

condensation as a criterion to 

distinguish apoptosis from 

apoptosis-likePCD has been 

inconsistent in the scientific 

literature, and the potential for 

overlapping definitions and errors 

is large. The following examples of 

classical apoptosis (c,e) and 

apoptosis-likePCD (b,d,f,g-i) 

might provide a general guideline. 

Examples of control chromatin 

(a), and caspase-independent 

chromatin margination triggered 

directly by microinjection of AIF 

(b)(reproduced with permission 

from REF. 78 © (1999) Macmillan 

Magazines Ltd). Caspase­

dependent strong chromatin 

compaction (c) versus caspase­

independent, AIF-driven lumpy 

c 

chromatin condensation (d) in PCD of mouse embryonic stem cells (reproduced with permission from REE 18 © (2001) Macmillan Magazines Ltd). (e) 

Caspase-dependent chromatin compaction to crescent shaped masses at the nuclear periphery and chromatin fragmentation to two compact spheres 

(0 or caspase-independent lumpy chromatin condensation without nuclear fragmentation in colchicine-induced neuronal cell death (reproduced with 

permission from REE 43 © (2001) The John Hopkins University Press) . Incomplete, lumpy chromatin condensation (compare with b,d) in caspase­

independent apoptosis-Iike PCD triggered by Hsp70 depletion l6 (g) or the active form of vitamin 0 15 (i), and in caspase-dependentTNF-induced 

apoptosis-likePCD (h) in caspase-3 deficient MCF-7 cells. (1. Bastholm, F. Elling, I. Stenfeldt Mathiasen and J. Nylandsted are acknowledged for 

providing the unpublished panels g-i.) 

MALE LINKER CELL 

The linker cell is a rmle-specific 

cell at the tip of the developing 

gonad. It 'guides' growth oftI-e 

ffi3.legonad from tre midbody 

region towards the tail. When 

the gonad has reached the tail 

late in maJ development, the 

tinker cell is 'murdered ' by one 

of two reighbouring cells. 

DARK CELL DEATH 

Slow neuronal death observed, 

for example, during 

Huntington's disease. 

Characterized by strong 

cytoplasmic condensation, 

chromatin clumping, turning of 

the cell rrembrane, but no 

blebbing ofthe nucleus or 

pia<>ma membrane. 

PARP 

Poly(ADP) -ribose polyrrerase. 

A nuclear enzyrre activated by 

DNA damage and reducing 

cellular ATP levels when 

overactivated. 

STAUROSPORIN E 

Plant -derived cytotoxin known 

to trigger mitochondria­

dependent apoptosis in most 

cell types. Model apopt05is 

inducer. 

the INHIBITOR OF APOPTOSIS PROTEIN (lAP) family3.52 or an 

array of viral proteins that can silence caspases' . 

Upon caspase inhibition, the alternative death path­

ways also surface in vivo. They are involved in processes 

such as the negative selection of lymphocytes53
.
54

, 

embryonic removal of interdigital webs", tumour 

necrosis factor (TNF) -mediated liver injury" and the 

death of chondrocytes controlling the longitudinal 

growth of bones39
• These examples might be just the tip 

of the iceberg for the complexity of death signalling in 

vivo. And the overlapping death pathways initiated by a 

single stimulus seem to be the rule rather than the 

exception I8
.
3' . The examination of potential crossovers 

of death pathways that lead eventually to different phe­

notypic outcomes might allow us to understand which 

events really determine commitment to death and 

which ones are involved in upstream signalling or 

downstream execution. 

The funeral: removal of corpses 

The classic caspase-dependent programme is optimized 

to ensure that signals for phagocytosis are displayed well 

before cellular constituents might be released3
,5'. Does 

this also apply to caspase-independent programmes? A 

dominant uptake signal in mammalian cells is the 

translocation of phosphatidylserine to the outer leaflet 

of the plasma membrane (for more details, see the arti­

cle by Peter Henson and colleagues in this issue). This 

'eat-me'indicator is uncoupled from caspase activation 

in many model systems9.122325.2J , and non-apoptotically­

dying eukaryotic cells can be efficiently phagocytosed23. 

Mechanisms that can lead to the translocation of phos­

phatidylserine and phagocytosis in cells undergoing cas­

pase-independent death include disturbances of cellular 

calcium homeostasis and the activation of protein kinase 

C 23." . Non-caspase cysteine proteases might also be 

involved in these alternative signal pathways . For 

instance, cathepsin B activity is required for the translo­

cation of phosphatidylserine in some tumour cells chal­

lenged with TNF9 During the apoptosis-like death of 

platelets, phagocytosis signals are selectively blocked by 

calpain inhibitors57. Finally, genetic analysis in C. eJegans 

has shown that the same phagocytosis recognition mole­

cules are involved in removing corpses that have been 

produced by caspase-dependent apoptosis and caspase­

independent necrosis" . 

Signalling in caspase-independent PCD 

Several molecular mediators of classic caspase-mediat­

ed apoptosis pathways were characterized during the 

past decade'·3.58, whereas the description of most alter­

native death routines remained limited to the phenom­

enologicallevel. But recent mechanistic findings have 

opened a new era for this field. Like classic apoptosis, 

alternative death programmes can be mediated by pro­

teases (TABLE 1) and switched on by death receptors (FIG. I) 

or mitochondrial alterations (FIG. 2) . The alternative sig­

nalling pathways regulated by these factors are discussed 

in more detail below. 

Non-caspase proteases. Caspase-mediated cleavage of 

specific substrates explains several ofthe characteristic 

3 



COLCHICINE 

A micra:ubule-depolYITffizing 

poison. leads to loss of neurites 

in neurons and to apoptosis in 

most cell types. 

PAN-CASPASE INHIBITORS 

Cell-perITB1bF irreversible 

inhibitors of all caspases 

examined so far that block or 

retard caspase-dependent 

processes. Widely used 

exalTllies include z-Val-Ala­

Asp-fluoroITEthylkethone (z­

VAD-fmk) and Boc-Asp­

fluoroITEthylketone. 

INHIBITOR OF APOPTOSIS 

PROTEIN 

(lAP). Aclas.s of proteins (lAP. 

XIAP, NAIP) containing a BIR 

donnin that can act as an 

intracellular caspase inhibitor. 
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Table 1 I Death by more than a thousand cuts 

Protease activation Protease Antiprotease Antiprotease inactivation Comments 

Cysteine proteases 
Several proteolytic Caspase 

steps; autop-oteolysis! 

proteolysis by other 

lAP Proteolysis of lAP proteins 

(for example, caspases); 

displacement (DIABLO) 

At least 14 isoenzymes in 

different cellular organelles; 

cleavage at defined motifs 
(Asp at cleavage site P1) proteases (caspases, 

granzyme B, cathepsins) 

Autoproteolysis (pH Cys- Cystatins 

dependent); other cathepsins 

lysosomal proteases 

Proteolysis (for example, 

cathepsin D). SJme cystatins 

are cytosolic (AB) or 
extracellular (C), indicating 

many roles of cathepsins 

Large p-otease family 

usually confined to 

Iysosomes. Potential 
for change of substrate 

specificity and localization 
(cytosol, extracellular) in these compartments 

Many proteolytic steps; Ca Ipa ins 
autop-oteolysis (Ca 2

+ 

Calpastatin Proteolysis (for example, 
caspases, calpains) 

Small family of proteases 
with important role in 

cytosolic!nuclear p-oteolytic 

signalling 

dependent); membrane 

translocation 

Other proteases 
Proteolysis, for example, SerProt 
by caspases; serine 

proteases (SerProt) 

are no longer inhibited 

Serpins 
(for example, 
LE I) 

Proteolysis (for example, 
elastase) or oxidation; 

protease inhibitor LEI is 
transformed into L-DNase II 

AP24 and other non­

characterized serine p-oteases 
act as essential execution 

p-oteases together with, or 
independent of. caspases upon cleavage of LEI 

This sp?cific class of Granzymes Serpins Proteolysis Many proteolytic roles in the 
serine p-oteases is 
activated by proteolysis 
(dlpeptldylpeptldase I) 

Ubiquitylation of 
substrates 

(ATP dependent) 

Proteolysis 

Ceramide 

p53-dependent 
transcription 

Proteasome 

Cathepsin D 

the activation of caspases or 
Bid; direct induction of PCD 
and cleavage of nuclear lamins; 

found in the granules of T cells 

Continuous turnover of 
short-lived proteins. Different 

p-oteolytic activities. Regulation 
of steady state of factors 
relevant for PCD 

Aspartyl protease; might 

translocate from Iysosomes to 
cytosol or extracellular space 
and trigger apoptosis 

Information ta ken from REFS 4,9,64,54,114 lAP, inhibitor of apoptosis: PCD, pro;lrammed cell death 

features of apoptosis: for example, cleavage of the 

inhibitor of caspase-activated DNase (lCAD) leads to 

chromatin changes; cleavage of lamins results in 

nuclear shrinkage; cleavage of cytoskeletal proteins 

leads to cytosolic reorganization; and cleavage of p2 1-

activated kinase-2 or Rho-activated serine/threonine 

kinase leads to blebbing2,59. So what brings about the 

apoptotic features observed in cells that die in a cas­

pase-independent manner? 

The first guess is, naturally, other proteases (for 

instance, cathepsins, calpains, serine proteases and the 

proteasome complex; TABLE 1). Indeed, data based on 

activity measurements, protease inhibitors and/or 

genetic deletion support their roles as essential cofactors 

either upstream or downstream of caspases in several 

cell death models4,9,!O,00-69. Furthermore, many non-cas­

pase proteases can cleave at least some of the classic cas­

pase substrates, indicating that they might also mimic 

the cellular effects of caspases62,64,65,68. Accordingly, evi­

dence is emerging for the ability of other proteases to 

induce apoptosis-like PCD in the absence of caspase 

activation. Examples include the roles of cathepsins D 

and B in camptothecin-induced death of liver cancer 

cells!O; of cathepsin B in fIbrosarcoma cells treated with 

TNf9; of the proteasome in colchicine-treated 

neurons43 ; and of calpains in vitamin-D-treated breast-

cancer cells (M,J., unpublished observation). But more 

work is needed to defme the role of the individual pro­

teases in the complex process of PCD. Genetic 

approaches need to be combined with meticulous phar­

macological titration of inhibitors9, as it turns out that 

pan-caspase inhibitors, as well as many active-site 

inhibitors of other proteases, are highly unspecifIc at the 

concentrations widely used to test their role in 
PCD9,62,64,7o. 

Deathreceptorsas triggers. The best-studied members 

of the death-receptor family are TNF receptor-l 

(TNFRl) and Fas (also known as CD95 or Apo-I). 

Whereas it has long been known that TNF-induced 

death can take the shape of either apoptosis or 

necrosis7!, the ability of Fas to induce necrosis-like PCD 

has been described only recently19-21,34,72. Interestingly, in 

activated primary T lymphocytes, this caspase-indepen­

dent necrosis-like PCD seems, at least in some cases, to 

bethe dominant mode of death34
. This might explain 

why inhibition of caspase activity in mouse T lympho­

cytes in vivo does not induce the lymphadenopathy 

and/or autoimmune disease usually manifested in mice 

with inactivating mutations in Fas or Fas ligand53 . 

The demonstration that caspase-8 is recruited to 

ligand-activated receptors through a receptor-associated 



DEATH D CMAIN 

A consen'ed sequence motif 

first identified in the 

intrwiluLrrparts cl death 

roceptors. Later rooognized as 

thl ke'f mot l for association of 

thl roceptots with cytosciic 

death-domain-cmtaning 

protens (FADD, TRADD, RIP) 

md the induction cl cEll death. 

REACTIVE CKYGENSPECIES 

(ROS). Ccl.loctiveterm 

ccmprising ntracEl.lu arly 

fonned classic o'l)'gen rad>::als 

md peroxrl es. 

a ligand-activated Fas b ligand-activated TNFR1 

CaspaSB 8 

I 

Necrot~ PCD Ap::>~osis!ap::Votic PCD Necrot~ PCD 

FigJ re 1 I Multiple death pathways triggered by death receptors_ Death-receptcr signalling is initiated by I~and-induced 

receptcr trimerization. a I Receptcr death dcmains (DD) cl; F as then recru t FADD, RIP and/cr Daxx to the receptor complex. 

Caspase-8 is activated after recruitment to FADD throo cjl interactions between the death effector domains (DED) n the two 

P"oteins, and triggers effector caspases either directly cr through a Bid-medated rritochoodrial pathway! (thick arrCMIs). RI P 

ntiates a caspase-independent ~hin arrCMIs) necrot~ pathway medated by the formatioo of reactrve oxygen species (ROSl1t 

Daxx activates the apoptosis-sti lllJ labng kinase 1/Jun amno-terminal kinase (ASK1-JNK) pathway, leading to caspase­

n dependent apoptosisH1
(11 b I Tumoor necrosis factcr receptor-1 (TNFR1) signal ing differs from that of Fas in the fo lowing 

steps. First, binding of FADD and RI P to the rece~or complex requires the adaptor protein TRADD J Second, binding of Daxx to 

TNFR1 has not been shCMIn and the ASK1-JNK pathway is activated by ROS1J
·
16 (dotted line, caspase n vuvement unclea~. 

Third, the RIP-med ated necrot~ pathway is inhib t ed lt by caspase-8. Fourth, TNFR1 can initiate a caspase-independent direct 

cathepsin-B-med ated pathway! Fifth, cathepsn B can enhance the mitochooctial death pathwaySl Last, the fn al exeOJtioo of 

the death - that is, phosphatdy1sern e exposure, chrcmatin coodensati oo and loss of viabi ity - is brought abed by effector 

caspases, the serine protease AP24 or cathepsn B in a ce l -type-spectic manner-HHl PCD, programmed cell death 

DEATH DOMAIN protein FAD 0 led to the first molecular 

models of death-receptor-induced apoptosis1 (FIG. 1) 

Later, Fas was also suggested to induce an alternative 

apoptosis programme, mediated by recruit~nt of the 

nuclear Daxx protein to the receptor, and the subsequent 

activation of apoptosis-stimulating kinase 1 (ASK1) llIld 

Jun amino-terminal kinases UNKll2) Hit However, sub­

sequent data from studies using primary fibroblasts 

derived from mice deficient for Askl (REF. 75) or Jnkll2 

(REF. 76) cast doubt on the relevance of this kinase path­

way. This oontroversy might be resolved by a report indi­

cating that, in lTfl.ny cells, t~ OllXx-ASK1-JNK pathNay, 

which is not inhibited by pan-caspase inhibitors, might 

be either overruled by a lTDre rapid induction of the cas­

pase pathNay or blocked by expression of t~ slTfl.ll heat­

shock protein HspZl (REF.77) ASKl has also been found 

to be essential for TNF-triggered apoptosis of prilTfl.ry 

fibroblasts, but its activation by TNF seems to require 

REACTIVE OXYC<;N SPECIES (ROS) 16 instead of Oaxx1J It 

remains to be studied whether the TNFR1-ROS-ASKl 

pathway is caspase independent. As noted above, TNF 

can induce a cathepsin-B-~diated apoptosis-like pro­

gr811l~, even in the absence of caspase octivity~tl 

T~ lTDlecular mechllIlisms underlying the necrosis­

like PC 0 that can be induced by death receptors have 

also been worked out recently. The necrotic pro­

gra~s induced by death receptors are dependent on 

the kinase activity of the receptor-interacting protein 

(RIP) 1t and the formation of ROSlO,lU8 Whereas the 

function of FAOO as a general and essential caspase-8 

recruiter in death-receptor-induced apoptosis is well 

established!, its role in the necrotic pathway is more 

complex. Although FAOO is indispensable for Fas­

induced necrosis-like PCOlt, it blocks TNFR1-indu~d 

necrosis, probablylt.t6 by activating caspase-8 So, the 

con~ntration of FAOO might be one of the switches 

between the apoptotic and necrotic pathNays triggered 

byTNF. 

The picture described above indicates a complexity of 

death-re~ptor-ind1Xed aPJptotic and necrotic signalling 

net1M:Jrks that far exceeds that of the simple linear path­

way originally indicated by t~ disoovery of t~ receptor­

triggered caspase cascade (FIG. 1) 

Mitochondria as triggers. Many models of PCO involve 

so~ form of mitochondrial control, and it is useful to 

consider the signalling phases upstream and down­

stream of these organelles separately (FIG. 2) The pro­

apoptotic Bc1-2-related proteins - such as Bax, Bak, 

Bid and Bim - have a dominant role at the mitochon­

drial stage of PCO signallingl.1 These proteins translo­

cate to the mitocmndria, or change their oonforlTfl.tion 

and interaction partners on the mitochondria, in 

response to various death stimuli. The regulatory coun-

• 
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terparts at this level include the anti-a]Xlptotic ~ mbers 

of the same family (for example, Bcl-2 and Bc1-~ ) 

Eventually, the ratio of death llIld survival signals sensed 

by the Bcl-2-family proteins determines i'Alether the cell 

will live or dieUlJ 

Three death pathways are triggered downstream of 

mitochondrial changes (FIG. 2) T~ caspase pathNay lead­

ing to classical apoptosis\&3 is initiated by the release of 

cytochrome drom the mitochondrial inter~mbran e 

space. Togetherwith o t~ ressential factors (such as ATP) , 

it triggers assembly of the Al'Cf'TOSCME complex, which 

form; the template for efficient caspase processing. As a 

further safeguard m echanism, caspase-inhibi tory fac­

tors (lAPs) have to be removed by additional prote ins 

(DIABLO/Smac) that are released from mi tochondria 

before the execution caspases can become fully active 

and produce the typically a]Xlptotic morphology~J 

The second mitochondrial death pathway leads to 

necrotic PCD, without necessarily activating caspases. A 

prominen t example is TNF-induced necrosis-like PCD, 

~diated by mitochondria-derived ROS 36 Intracellular 

control of this pathNay is indicated by its susceptibility 

to attenuation by antioxidants JJ.36 

The third distinct pathway from mitochondria is the 

release of the apoptosis-inducing factor (AIF) from the 

intermembrane space 18 Recent genetic evidence indi­

cates that this factor controls PCD during early develop­

~nt - that is, all the hallmarks of early morphogenet­

ic death, including cytochrome c release, are prevented 

by dele tion of Alp s AIF induces caspase-independent 

formation of large (50 kb) chrotrrl.tin fragments, i'Alere­

as oligonuc1eosotrrl.1 DNA fragments are generated only 

when caspase-activated DNase (CAD) is activated \18 

This biochemical di fference is reflected by sligh t mor­

phological differences in the shape of the condensed 

chrotrrl.tin (FIG. 2, BOX i.? 

Often, lTDre than one of these three pathways seem 

to be activated simul t aneously~&3· 1 S. 19 The cell fate (and 

dea th m echanism) is then determined by the relative 

speed of each process in a given model system and by 

the antagonists of the individual pathways that are dif­

ferentially expressed in different cell types. However, the 

observa tion that AIF, cytochrome c and ROS/Ca"'" are 

released together in a given lTDdel does not necessarily 

imply that all pathways are concurrently triggered by 

mi tochondria. Rather, AIF, caspases and ROS can feed 

back on mi tochondria, causing enough structural and 

functional datrrl.ge to trigger the release of other death 

factors, independent of the upstream signalsJ·lJ.&3.13 

Defects in any step of the cy t ochro~ cor AIF path­

ways will resul t in a switch from apoptosis to cell death 

with a n ecrotic lTDr p h ol og i~ l~aJ This cell death would 

still fulfil the criteria of PCD, as it is blocked by the anti­

a]Xlptotic oncogenes &1-2 or Bcr-Ablt 9.80, or by the dele­

tion of pro-apoptotic Bax81 Also, caspase inhibi tion 

changes the lTDde of death, but not its extent, once the 

signal has arrived at mi tochondria19.JO.Jl.t6.t9.aJ-8l So it 

seem; tmt in trrl.ny lTDdels of cell death t~ trrl.ster con­

trollers of PCD op erate at the mi tochondrial level. 

whereas the decision on the shape of death is taken on 

the level of caspase activationlJ 

T ~ r e are, however, certain cases in which expression 

of Bcl-2 is no t protective and in which mitochondria 

might not have a regulatory ro le16.11.18.8J.8t Although 

alternative control ~ chanisms are not well character­

ized, emerging candidates include different chaperone 

systems, such as heat-shock prot e ins~l~ l1 or 0 RP15 0 

(REF.85) Organelles that have not received much atten­

tion recently, such as the endoplasmic reticulum58 and 

lysosomesS6, might also have an essential role in the con­

trol of death. 

The m echanism of cell death is not ~rely of acade­

mic interest - its importance stretches beyond the indi­

vidual cell affected, as it might affect tissue reorganiza­

tion and regeneration in the nervous system as well as 

immunological reactions in tumours. Characterization 

of the new death pathNays throws light on diseases asso­

ciated with dysregulated cell death, with possible impli­

cations for the classification and therapy of cancers and 

neurooegenerative diseaie. 

Complex control of tumour cell death 

Paradoxically, t~ cell proliferation induced by enhanced 

activity of CNCCf'ROTIINS (such as Myc, E1A, E2F and 
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CDC25) or inactivation of tUlTDur-suppressor proteins 

(retinoblastoma protein. for example) is often associated 

with caspase activation and accelerated apoptosis&i The 

coupling of cell division to cell death has t~refore been 

suggested to act as a barrier that must be circulTNented 

for cancer to occu0~&i Indeed. high expression of anti­

apoptotic proteins (Bcl-2, Bcl-"t, survivin, Bcr-Abl) 

ancVor inoctivation of pro-apoptotic tUlTDur-suppressor 

proteins (p53, p19"\ PTIN) controlling caspllSe-dependent 

ajXlptosis pathNays are often seen in hUlTfln tumJurs'l.86 

Alte.mative death pathways in cancer. Despite smwing 

severe defects in classic apoptosis pathways, cancer 

cells have not lost the ability to commit suicide. On the 

contrary, sjXlntaneous apoptosis is common in aggres­

sive tUlTDurs, and lTDst of them respond to some ther­

apy81 One explanation might be that the different 

strategies used by cancer cells to escape apoptosis are 

not enough to counteract the lethal signals coupled to 

transforlTfltion. Alternatively, defects in the signalling 

pathways that lead to caspase activation might allow 

caspase-independent death pathways to take a domi­

nant role in tUlTDur cell death. 

The alternative death pathways might be enhanced 

by transformation (FIG. 3) For example, oncogenic Ras 

can induce caspase- and Bcl-2-independent autophagic 

deathl., and tumour-associated Src-family kinases are 

involved in caspase-independent cytoplasmic execution 

of apoptotic programmes induced by adenovirus pro­

tein E40rf4 (REF. 88) Furthermore, a transformation­

associated caspase-, p53- and Bcl-2-independent apop­

tosis-like death programme can be activated in tumour 

cell lines of different origins by depletion of a 70-kOa 

heat-shock protein (Hsp 70) l~89 This death is preceded 

by translocation of active cysteine cathepsins from lyso­

somes to cytosol. and inhibitors of their activity partial­

ly protect against death (M.j., unpublished observa­

tion) Interestingly, cysteine cathepsins, as well as ot ~ r 

non-caspase proteases, are highly expressed in aggres­

sive tumours oo So expression of protease inhi bitors 

might increase a cancer cell's chances of survival by 

impairing alternative death routes9.65.9l 

Alternative death pathways can also function at an 

ini tial step of tumorigenesis to limit tumour forma­

tion. Bin1, a tumour-suppressor protein that is often 

missing or functionally inactivated in human cancer, 

can activate a caspase-independent apoptosis-like 

death process that is blocked by a serine protease 

inhibitor or simian virus large T antigen, but not by 

overexpression of Bcl-2 or inactivation of p53 (REF. 1 n 
Similarly, promyelocytic leukaemia (PML)/RARu 

oncoprotein also inhi bits caspase-independent PCO 

induced by the PML tumour-suppressor proteinn 

Interestingly, cytoplasmic apoptotic features induced 

by ectopic expression of PML can even be enhanced 

by pan-caspase inhibitorsn It should, however, be 

noted that PMLlRARu is also thought to interfere 

with caspase activation in so~ death models 91 

From thoory to therapy. Although lTfIny cancer thera­

pies induce classic ajXlptosi:P, potential drugs engaging 

other death routines are emerging (FIG.:i) For instance, 

the topoisomerase inhibitor camptothecin induces 

cathepsin DlB-mediated apoptosis-like PC 0 in hepato­

cellular carcinoma cells lO
; activation of a throm­

bospondin receptor (C047) triggers programmed 

necrosis in B-cell chronic lymphoma cells11; interferons 

and arsenite initiate a caspase-independent death path­

way, possibly ~diated by PMl9'; and EB 1089, a syn­

thetic vitamin 0 analogue, kills breast-cancer cells 

through a caspase-independent apoptosis-like PCOI, 

mediated by calpains (fv1.j., unpublished observations) 

Moreover, increased tUlTDur cell death observed in vitro 

when combining stimuli that activate different death­

inducing proteases indicates that therapies activating 

various PC 0 pathways simultaneously might also be 

effective in the clinic9l.915 

Experi~ntal gene-therapy approaches also point to 

alternative death pathways as promising targets for 

tumour therapy. For example, expression of Bin1 or 

adenovirus protein E40rf4, as well as depletion of 

Hsp 70, result in tumour-specific induction of caspase­

independent ajXlptosis-like PC Oll.l~ll.89 

Alternative cell death in the nervous system 

Caspase-driven neuronal apoptosis strictly following 

the classic apoptosome pathway is best documented 

during develop~nt of the nervous systeml9
, in which 

many superfluous cells are produced and turned over!16, 

, 
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and in in vitro cultures of cells derived from developing 

brain&!l Evidence is scarce for adult neurons, and here 

caspase-dependent ~chmism; might yield to alterna­

tive death pathNays 91 

Cell suicide in the adult nervous system has serious 

implications fort~ whJle organism, as turnover is classi­

cally limited. So a rapid caspase cascade, which is advan­

tageous for efficient elimination of urM'anted or rapidly 

replaceable cells, is dangerous in the developed brain and 

must be tightiy controlled. For instarre, neurons can sur­

vive cytochrome crelease from mitochondria, provided 

that they do not simultaneously receive a second signal 

leading to a 'competence to die'93 Neuronally expressed 

apoptosis inhibitor proteins (lAP, NAIP) buffer the cas­

pase system, and need to be inactivated before classic 

apoptosis can occurl This buffering capocity might allow 

the localized activation of caspases&!l (within synapses or 

neurites, for example) or the sequestration of active cas­

pases99, withJut a bUild-up of the death cascade affecting 

the entire neuron. Stressed neurons might also acquire a 

temporary resistance, 'Nhich allows them to withstand 

otherwise lethal insults - by excitotoxins, for example1CO 

Such circum;tances favour activation of slow, caspase­

independent elimination routines, in which damaged 

organelles are digested within a stressed cell, and the 

chance for rescue and reversibility is maintained until t~ 

process is complete10l
-

101 

Although some caspase-dependent apoptosis might 

occur in the adult brain&!l, at least part of PCD in chronic 

neurodegenerative disease follows alternative mecha­

nisms and results in different morpholo­

gie:;t:l.81.nlo~101-101 (FIG 4) Furthervariation is observed in 

acute insults such as ischaemia or traumatic brain 

injury. In these cases, neurons within one brain region 

are exposed to different intensities of stress that trigger 

different death program~s. Some of the lTfIin excito­

toxic processes, such as mitochondrial impairment and 

dissipation of cell membrane potential. differentially 

impair various secondary routines of PC DlJ.lO~l()i For 

instance, rapid ATP depletion or disturbance of the 

intracellular ion composition impair cytochrome c­

induced caspase activation, and massive production of 

nitric oxide or calpain activation directiy inactivate cas­

paseslJ.61 Accordingly, cell death has mixed features of 

apoptosis and necrosis, and might rely on either cas pas­

es or calpains as the dominant execution proteases 63
, or 

the activation of PARp36 as a controller of programmed 

necrosis. Another group of proteases implicated as 

executors of ischaemic death are the cysteine cathep­

sins61 They might interact with calpains, and, notably, 

there is lTfIssive PCD in the brains of mice that lack the 

cat~psin inhibitor cystatin Bl08 

The special shape of neurons (wi th projections up 

to 40,000 times longer than their cell bodies) allows 

degradative processes to be localized to a part of neu­

rons and different death processes to be activated in 

different subsections of the celllO.&!l For instance, 

synaptic damage and neurite regression can occur by 

Bc1-2- and caspase-independent mechanisms~J·31.109, 

'Nhereas final elimination of cells might depend on cas­

pases or proteasomal activitiestl The role of caspases 

as enhancers of the final phase of cell degeneration 

might apply to many comlTDn diseases. The longevity 

of neurons, combined with their dependence on effec­

tive intracellular transport, makes them sensitive to a 

slow form of death, associated with the formation of 

intracellular polypeptide aggregates irNolving t~ amy­

loid -13 precursor protein (APP), ataxins, presenilins, 

huntingtin, tau and a -synuc1ei n &!l As most of these 

proteins are caspase targets llO and become more toxic 

after cleavage, caspases might contribute to the acceler­

ated death of neurons at the end of a caspase-indepen­

dent degeneration phase. 

Outlook 

The discovery and understanding of alternative death 

pathways will open new perspectives for the treatment 

of disease. On the one hand, the existence of caspase­

independent pathways provides new options to kill 

tumour cells (FIG. 3), with one of t~se therapies (vitamin 

o analogues) already having advanced into phase III 

clinical trials. On the other hand, combination of cas­

pase-directed and alternative therapies provides a more 

efficient approach to circulTNent the commonly 

observed therapy resistance of transformed cells 94•96 

New options and targets also e~rge for t~ prevention 

of death processes in neurodegenerative disease. 

Prominent examples tmt have reached the stage of clini-
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cal trials target molecules such as PARP in necrosis or 

calpains in excitotoxicity'6,68,97. 

On a more general biological level, the mode of cell 

death might have differential effects on the surrounding 

tissue56. The important roles of caspase­

independent/alternative death for development of 

tumour immunity are just emerging (reviewed in REF. 

23). Most recent evidence shows that the mode of cell 

demise controls the HORIZONTAL spread of oncogenic 

information!!! and infection!!2. As these processes can 

be favoured by caspase activation, the classic apoptosis 

pathways can, in fact, be detrimental to the organism. 

This might explain the need for extremely tight control 

of caspase activation by the cellular energy level!9. The 

apparent paradox that death-bound ATP-depleted cells 

are not 'allowed' to activate caspases might then be 

explained by the fact that such cells would release acti­

vated caspases into the extracellular space upon prema­

ture lysis!!3. So non-apoptotic death might not only be a 

passive accident, but also, in some cases, be a desirable 

death option for long-lived organisms having to deal 

with tumours, infections and other non-lethal tissue 

insults throughout their lives. 
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