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Abstract: As intracellular parasites, viruses rely on many host cell functions to ensure their 
replication. The early induction of programmed cell death (PCD) in infected cells 
constitutes an effective antiviral host mechanism to restrict viral spread within an 
organism. As a countermeasure, viruses have evolved numerous strategies to interfere with 
the induction or execution of PCD. Slowly replicating viruses such as the 
cytomegaloviruses (CMVs) are particularly dependent on sustained cell viability. To 
preserve viability, the CMVs encode several viral cell death inhibitors that target different 
key regulators of the extrinsic and intrinsic apoptosis pathways. The best-characterized 
CMV-encoded inhibitors are the viral inhibitor of caspase-8-induced apoptosis (vICA), 
viral mitochondrial inhibitor of apoptosis (vMIA), and viral inhibitor of Bak 
oligomerization (vIBO). Moreover, a viral inhibitor of RIP-mediated signaling (vIRS) that 
blocks programmed necrosis has been identified in the genome of murine CMV (MCMV), 
indicating that this cell death mode is a particularly important part of the antiviral host 
response. This review provides an overview of the known cell death suppressors encoded 
by CMVs and their mechanisms of action. 
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1. Introduction 

Viruses are obligate intracellular parasites whose successful propagation depends on host cell 
functions. For every single step of the viral life cycle, from viral entry, to replication, assembly, and 
release of new virions, various host cell factors are needed. Moreover, the synthesis of viral 
components relies on the host cell. Therefore, successful viral replication and spread is only 
guaranteed if the host cell stays vital for a sufficient time. One strategy organisms have evolved to 
restrict the spread of viruses, is the induction of programmed cell death (PCD). By sacrificing infected 
cells, the host efficiently blocks virus replication. Viruses, on the other hand, express cell death 
inhibitors, which they use to sustain viability and life span of the host cell.  

Apoptosis is the best-studied and best-known form of PCD. Removing cells by apoptosis is 
important for different physiological processes such as embryonic development, tissue homeostasis, 
and immune response [1]. Characteristic morphological features of apoptosis include chromatin 
condensation, plasma membrane blebbing, reduction of cellular volume, and the formation of apoptotic 
bodies [2], which are membrane-enclosed vesicles that contain cellular constituents and are rapidly 
phagocytosed in vivo. Thus, intracellular material is not released during the apoptotic process and 
inflammatory responses are prevented. On the biochemical level apoptosis is associated with exposure 
of phosphatidylserine on the outer layer of the plasma membrane, cleavage of nuclear DNA, a decrease 
in mitochondrial transmembrane potential, and the cleavage of caspases [1]. Apoptosis is a highly 
regulated and ordered process that can be generally induced in two distinct ways: either by external 
signals (extrinsic pathway of apoptosis) or by intracellular stress conditions (intrinsic pathway) [3]. 
The intrinsic pathway can be triggered, for instance, by DNA damage, accumulation of unfolded 
proteins in the endoplasmic reticulum (ER) (ER stress), or microbial infections. These stress signals 
cause the activation of pro-apoptotic proteins of the Bcl-2 protein family in the mitochondria, which 
leads to mitochondrial outer membrane permeabilization (MOMP) and subsequently to the release of 
pro-apoptotic factors, such as cytochrome c (cyt c), Smac/DIABLO, or Htr2A/Omi from the 
mitochondria into the cytosol. Subsequently, these factors cause the activation of caspases, a family of 
aspartate-specific cysteine proteases that have key functions during apoptosis. Initiator caspases 
(e.g., caspase-8, -9, and -10) transduce death signals by activating effector caspases (e.g., caspase-3 
and -7), which subsequently cleave various cellular substrates ultimately leading to the characteristic 
morphological and biochemical features of apoptosis [4]. The extrinsic apoptosis pathway is activated 
following stimulation of death receptors and leads to the formation of the death-inducing signaling 
complex (DISC), a protein complex responsible for activation of initiator caspase-8 [3]. In some cell 
types (so-called type I cells) caspase-8 directly causes cleavage of effector caspase-3 without the 
contribution of mitochondria. In other cells (type II cells) the DISC mediates apoptosis by activating 
the mitochondria-dependent pathway [5].  

Necrosis has long been considered as an unregulated cell death form with morphological 
characteristics differing from those of apoptosis. For instance, necrotic cells show increased cell 
volume and swollen organelles. They lose membrane integrity leading to cell lysis and the release of 
cellular material into the extracellular environment, which may provoke an inflammatory response [6]. 
Only in recent years it has been revealed that necrosis, just as apoptosis, can be executed as a 
programmed process that is regulated by specific intracellular signaling pathways [7,8]. This form of 
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necrosis has been classified as a type of PCD and was termed programmed necrosis, regulated 
necrosis, or necroptosis [3,9]. Programmed necrosis may function as a back-up cell death pathway, 
activated under certain conditions and in certain cells [10–12]. Triggers for programmed necrosis 
include cytokines, physico-chemical stress, or pathogens. [13]. The molecular regulation of 
programmed necrosis is poorly understood, but it has recently been revealed that kinases of the 
receptor-interacting protein (RIP) family are essential for intracellular transmission of necrotic death 
signals [8,14]. 

Apart from apoptosis and programmed necrosis, autophagic cell death has been proposed as a 
separate form of PCD. It is characterized by a massive accumulation of vacuoles (autophagosomes) in 
the cytoplasm of dying cells. However, it is still under debate whether these cells actually die by 
autophagy or whether cell death is only accompanied by this process [3,15]. Therefore, we will not 
further discuss autophagic cell death in this review.  

Human cytomegalovirus (HCMV) is a member of the Herpesviridae family. It is widely distributed 
in the adult population with infection rates ranging from 50% to nearly 100% [16]. HCMV can cause 
severe diseases in immunocompromised persons and immunologically immature individuals and 
persists life-long in the human body [17]. Since the virus is highly species specific, HCMV cannot be 
studied in small animal models. Instead, related viruses of mice and rats (MCMV or RCMV, 
respectively) are used as surrogates to study virus replication and pathogenesis in vivo [18–20]. CMVs 
are characterized by a protracted replication cycle lasting 48 to 72 hours in case of HCMV and about 
24 hours in case of MCMV. This protracted replication cycle forces the virus to keep the host cell alive 
for a sufficient period of time. To achieve this, the CMVs have incorporated several cell death 
inhibitors into their genomes [21]. In this review we give an overview of the known CMV cell death 
inhibitors and the mechanisms of cell death inhibition. 

2. Inhibition of Apoptosis at the Level of Mitochondria 

Mitochondria have key functions during the intrinsic apoptosis pathway. They represent a platform 
at which pro- and anti-apoptotic signals converge. When lethal signals prevail MOMP is induced, 
which goes along with a loss of mitochondrial transmembrane potential, cessation of mitochondrial 
ATP synthesis, accumulation of reactive oxygen species (ROS), and release of pro-apoptotic factors 
from the mitochondrial intermembrane space into the cytosol [22]. Among them cyt c is the major 
“killing factor” since it induces the formation of the apoptosome, a multimeric protein complex 
consisting of procaspase-9, APAF-1 (apoptotic protease activating factor-1) and cyt c [23,24]. The 
apoptosome is responsible for proteolytic maturation of procaspase-9, which subsequently activates 
effector caspases inducing the execution phase of apoptosis (Figure 1).  

The induction of MOMP is tightly controlled by the Bcl-2 protein family, which consists of pro- 
and anti-apoptotic members that interact with each other. According to the number of Bcl-2 homology 
(BH) domains, family members can be divided into multidomain proteins containing 2 to 4 BH 
domains, and BH3-only proteins, which lack all but the BH3 domain [25]. The BH3-only proteins are 
pro-apoptotic and act as sensors or mediators for cellular stress [26]. According to the current model, 
activated BH3-only proteins neutralize anti-apoptotic multidomain proteins such as Bcl-2 and Bcl-xL 
displacing them from the pro-apoptotic multidomain effector proteins Bax and Bak [27,28]. In addition 
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BH3-only proteins may also directly bind and activate Bax and Bak [29–31]. Subsequently, Bax and 
Bak change their conformation, oligomerize in the mitochondrial outer membrane, and induce 
membrane permeabilization und subsequent apoptosis [32–37].  

HCMV blocks apoptosis at the mitochondrial checkpoint by vMIA (viral mitochondrial inhibitor of 
apoptosis), a viral protein encoded by open reading frame (ORF) UL37 exon 1 (UL37x1). vMIA is a 
broadly acting cell death inhibitor that was shown to block apoptosis triggered by extrinsic as well as 
intrinsic stimuli [38–43]. At the biochemical level vMIA blocks mitochondrial release of cyt c as well 
as downstream processes such as cleavage of procaspase-9 and PARP (poly[ADP-ribose] polymerase). 
Activation of caspase-8 and Bid cleavage, however, is not blocked. It was shown that vMIA 
predominantly localizes to mitochondria, where it is inserted into the outer membrane [41]. Together 
these data indicated that vMIA acts at the level of mitochondria, reminiscent of Bcl-2. Despite the 
functional similarities to Bcl-2, vMIA shows no obvious sequence homology to this protein and lacks 
sequences similar to the BH domains [41]. More recently, however, an in silico structural prediction 
suggested that the overall fold of vMIA might be similar to Bcl-xL [44].  

The molecular mechanism of cell death inhibition by vMIA has been studied quite extensively. It 
was shown that vMIA interacts with Bax and recruits it to mitochondria [40], induces its 
oligomerization and tight association with mitochondria, possibly by its insertion into the outer 
membrane [45]. Although this status of Bax is usually associated with MOMP, MOMP is blocked in 
vMIA-expressing cells suggesting that vMIA sequesters Bax in an inactive state. vMIA’s capability to 
block cell death correlates with its ability to bind Bax and recruit it to mitochondria [45]. Two domains 
of vMIA are required for its anti-apoptotic function: a region spanning the N-terminal aminoacids 
5 to 34, which largely overlaps with a mitochondria localization domain, and a region spanning the 
carboxy-terminal aminoacids 118 to 147, which is required for interaction with Bax and was 
designated the anti-apoptotic domain (AAD). Both domains together are necessary and sufficient for 
blocking apoptosis [41,46]. The AAD of vMIA also mediates interaction with the DNA damage 
response protein GADD45α (growth arrest and DNA damage 45 alpha) [47]. GADD45α as well as 
GADD45β and GADD45γ enhance the anti-apoptotic function of vMIA, although GADD proteins 
alone did not influence cell death under the conditions used. GADD45α also enhances the anti-apoptotic 
function of Bcl-xL, which, interestingly, coprecipitated with vMIA as well. Experimental evidence 
suggested that GADD45α inhibits proteasome-dependent degradation of vMIA, thereby increasing the 
amount of the protein inside the cell [47]. Thus, in addition to vMIA’s interaction with Bax, complex 
formation with GADD45α and possibly also with Bcl-xL seem to contribute to the anti-apoptotic 
activity of this cell death inhibitor.  

Besides blocking caspase-dependent apoptosis, vMIA controls a caspase-independent cell 
fragmentation process that occurs late during infection with the HCMV strain Towne and terminates 
CMV infection after a prolonged period of virus production [48]. This process was termed 
CMV-infected cell-specific programmed cell death (cmvPCD) and is induced by HtrA2/Omi, a cellular 
serine protease that resides in mitochondria. During infection, vMIA appears to delay the onset 
of cmvPCD for several days. However, the underlying molecular mechanism remains largely 
unknown [48].  

Other primate CMVs, such as those of rhesus macaques, chimpanzees, or African green monkeys, 
encode sequence homologs to vMIA. In case of rhesus CMV the anti-apoptotic function of its homolog 
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has already been confirmed [49]. In contrast to primate CMVs, rodent and other CMVs do not encode 
obvious sequence homologs to UL37x1. However, MCMV expresses a protein with functional 
similarities to vMIA. This protein is encoded by ORF m38.5 that is located at an analogous position to 
ORF UL37x1 within the viral genome [43]. As shown for vMIA, the m38.5 protein interacts with Bax 
and recruits it to mitochondria [50], leading to its tight association with mitochondria during 
infection [51]. The m38.5 protein inhibits Bax- but not Bak-mediated apoptosis and, in accordance 
with this, no interaction with Bak was detected, classifying m38.5 as a Bax-specific inhibitor [50,52]. 
Different studies indicated that Bax and Bak play redundant roles during apoptosis meaning that the 
activity of either protein is sufficient to induce cell death [53,54]. Thus, in order to block mitochondrial 
mediated apoptosis completely, CMVs should be able to inhibit the activation of both, Bax and Bak. 
Indeed, it was shown that MCMV-infected cells are protected from Bak-mediated apoptosis [52,55]. 
This observation led to the search for and eventually the identification of an MCMV-encoded Bak 
inhibitor which is encoded by ORF m41.1 [56]. The mitochondrion-localized m41.1 protein interacts 
with Bak and inhibits its oligomerization, thereby blocking Bak-dependent cyt c release and apoptosis. 
Therefore, the m41.1 protein was named viral inhibitor of Bak oligomerization (vIBO) [56]. Thus, 
MCMV inhibits the mitochondrial pathway of apoptosis by two separate proteins. This principle of cell 
death inhibition seems to be conserved among rodent CMVs as sequence homologs of m38.5 and 
m41.1 were also found in two CMVs of rats [52,56]. Whether HCMV also encodes a Bak inhibitor 
remains unknown. One study showed that HCMV vMIA inhibits Bax- but not Bak-mediated apoptosis 
in murine cells [40], suggesting that HCMV might encode a separate Bak-inhibitor. However, a 
sequence homolog to m41.1 is not present in the HCMV genome. Other reports questioned vMIAs 
Bax specificity by showing that vMIA also interacts with Bak and inhibits apoptosis induced by Bak 
overexpression [50,57]. Thus, vMIA might be capable of blocking both Bax- and Bak-mediated 
apoptosis. Others have argued that Bax might dominate over Bak in cell types that support HCMV 
infection. In such a scenario, Bax-inhibition by vMIA could be sufficient for blocking cell death at the 
mitochondrial checkpoint [40]. In sum, further studies are needed to answer the question whether or 
not HCMV is in need of a Bak-specific inhibitor and, if so, which viral protein fulfills this function. 

It can be assumed that the anti-apoptotic activity of viral genes is required for efficient viral 
replication since premature cell death of infected cells should prevent the production of progeny virus. 
Indeed, MCMV replication in macrophages was highly reduced when m38.5 or m41.1 was deleted 
from the viral genome. Moreover, the Δm38.5 mutant exhibited a growth defect in endothelial cells 
and dendritic cells [55,56]. However, both deletion mutants showed only a moderate replication defect 
when propagated on fibroblasts [52,55,56]. Surprisingly, the Δm38.5 mutant grew to similar titers as 
the wildtype virus in visceral organs such as spleen, liver, and lungs of infected mice. By contrast, viral 
titers were clearly reduced in the salivary glands and, to a lesser extent, in splenic leukocytes [55]. As 
leukocytes of the monocyte/macrophage lineage are important for dissemination of MCMV to 
different organs [58], it was suggested that the reduced salivary gland titers might be a direct 
consequence of the reduced replication of the mutant virus in leukocytes [55]. In HCMV the influence 
of vMIA on virus replication appears to depend on the virus strain. Deletion of UL37x1 from the 
Towne strain had almost no impact on virus replication in fibroblasts [43], whereas deletion of 
UL37x1 from the AD169 (variant ATCC) strain resulted in a virus that induced apoptosis and showed 
a strong replication deficit in fibroblasts [59,60]. This phenotype was reversed by treatment of infected 
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cells with the caspase-inhibitor zVAD-fmk, suggesting that caspase-dependent apoptosis was primarily 
responsible for the observed replication deficit [59]. The reason for the different ΔUL37x1 phenotypes 
remains unknown. Possibly, the inactivation of the cell death inhibitor vICA in AD169varATCC (see 
section below) might have an impact on the replication capability. Another explanation could be that 
the AD169varATCC strain produces a stronger pro-apoptotic stimulus in infected cells than the Towne 
strain [43].  

Intriguingly, HCMV blocks apoptosis at the level of mitochondria not only by the protein vMIA but 
also by a viral RNA transcript [61]. The unspliced polyadenylated β2.7 RNA is abundantly transcribed 
in infected cells but does not code for a protein [62–64]. The expression of the β2.7 RNA conferred 
protection of cells from apoptosis induced by the pesticide rotenone or by ischemia/reperfusion, both 
of which compromise the function of the mitochondrial respiratory complex I [61,65]. This complex is 
localized at the inner mitochondrial membrane and is an enzyme of the respiratory transport chain, the 
main source of ATP production. Inhibition of complex I leads to a reduction of cellular ATP levels, 
increase of mitochondrial ROS production and ultimately to mitochondria-mediated apoptosis [66,67]. 
Immunoprecipitation experiments revealed that the β2.7 RNA interacts with native complex I and 
specifically with its essential subunit GRIM19 (gene associated with retinoid/interferon-induced 
mortality 19) [61]. During viral infection the β2.7 RNA conferred protection against rotenone-induced 
reduction of ATP production and was required for sustained ATP production at late times postinfection 
(in the absence of rotenone) [61]. The β2.7 RNA was also able to reduce ROS production [65]. 
Together, these data suggested that the interaction of the β2.7 RNA with complex I leads to a 
stabilization of the complex, resulting in the maintenance of ATP production and sustained 
cell viability.  

3. Inhibition of Death Receptor-Induced Apoptosis 

Extrinsic death signals are mediated via death receptors, such as the TNFR1 (tumor necrosis factor 
receptor 1), TRAILR (TNF-related apoptosis inducing ligand receptor) or Fas. Stimulation of these 
receptors leads to their oligomerization and to the assembly of a DISC at the cytosolic part of the 
receptors. The DISC is composed of several proteins including FADD (FAS-associated protein with a 
death domain), RIP1 and c-FLIPs (cellular FLICE-inhibitory protein) [68–72]. This protein complex 
subsequently recruits procaspase-8, which is then activated by autoproteolytic cleavage [73,74]. In 
type I cells (e.g., lymphocytes) caspase-8 directly cleaves effector caspase-3 leading to execution of 
apoptosis. In type II cells (e.g., hepatocytes) the execution phase follows the mitochondria-dependent 
pathway [5,75,76]. In that case, DISC-activated caspase-8 cleaves the BH3-only protein Bid. 
Truncated Bid (tBid) then translocates to mitochondria leading to MOMP and subsequent execution of 
apoptosis [77,78] (Figure 1). 

HCMV blocks the induction of extrinsic apoptosis by its protein UL36. UL36’s anti-apoptotic 
function was first revealed by screening an HCMV expression library for proteins capable of blocking 
Fas-induced apoptosis in HeLa cells [79]. UL36 also prevented apoptosis triggered by TNFα and 
TRAIL. Cells infected with UL36-mutated or UL36-deficient virus were less resistant to Fas- and 
TNFR-induced apoptosis than wildtype virus-infected cells at early time points postinfection 
(i.e., 24 hpi) [79,80]. Co-immunoprecipitation analysis revealed that UL36 interacts with procaspase-8 
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and inhibits its proteolytic processing and thus its activation [79]. Consequently, UL36 was named 
viral inhibitor of caspase-8-induced apoptosis (vICA). vICA interacts with the pro-domain of 
caspase-8 [79], which also mediates interaction with FADD [81]. However, an interaction of vICA 
with FADD was not observed [79], suggesting a model in which vICA inhibits the recruitment of 
procaspase-8 to FADD, thereby preventing the formation of a functional DISC.  

Figure 1. Inhibition of apoptosis and cmvPCD by human and murine cytomegalovirus 
(CMV). Ligation of death receptors (e.g., TNFR1 or Fas) leads to the activation of  
caspase-8, which directly activates caspase-3 (in type I cells) or cleaves Bid to tBid (in type 
II cells) inducing a mitochondrial signal amplification through the release of cyt c, which 
induces apoptosome formation followed by caspase-9 and -3 activation. The HCMV 
protein UL36 and its MCMV homolog M36 bind caspase-8 and inhibit its activation 
thereby suppressing death receptor-induced apoptosis. The HCMV protein UL37x1 and 
m38.5 of MCMV bind and inhibit the pro-apoptotic protein Bax. The anti-apoptotic 
function of UL37x1 is enhanced by GADD45 which is also bound by UL37x1. UL37x1 
also delays the onset of an HtrA2/Omi-mediated cell fragmentation process (cmvPCD), 
which terminates CMV infection after an extended period of virus production. The HCMV 
β2.7 RNA interacts with complex I of the respiratory chain and stabilizes its function 
thereby maintaining ATP production and preserving metabolic activity during stress 
conditions. The HCMV UL38 protein suppresses ER stress-induced apoptosis. 
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Most or all mammalian betaherpesviruses encode sequence homologs of HCMV vICA, implying 
that the function of vICA is important and conserved [82]. Indeed, for MCMV and rhesus macaque 
CMV the anti-apoptotic function of their vICAs (M36 and Rh36, respectively) has already been 
demonstrated, and MCMV vICA was also shown to interact with procaspase-8 [49,83]. For replication 
in cultured fibroblasts, HCMV vICA is not required [84]. Interestingly, the two extensively fibroblast-
passaged HCMV laboratory stains AD169varATCC and TownevarRIT carry mutated vICAs lacking 
anti-apoptotic activity [79], suggesting that inactivation of vICA might even be beneficial for viral 
replication in cultured fibroblasts or virus release from infected fibroblasts. Similarly, vICA of the 
rhesus CMV strain 68-1 carries an inactivating mutation [49], which does not seem to affect 
pathogenicity of this virus strain in fetal macaques [85]. In contrast to the lack of a replication 
phenotype in fibroblasts, the anti-apoptotic function of HCMV vICA is required for efficient 
replication in cells of the monocyte-macrophage lineage since vICA deficient viruses induced 
apoptosis and exhibited impaired virus growth in these cells, which was rescued by treatment with the 
caspase-inhibitor zVAD-fmk [80]. Similarly, a previous study has shown that an MCMV mutant 
lacking vICA grew to normal titers in fibroblasts while titers in macrophages were reduced. In these 
cells the vICA-deficient virus induced caspase-8 activation and apoptosis [83]. Since macrophages are 
important for MCMV dissemination in mice [58], one would expect a vICA-deficient virus to be 
attenuated in vivo. Indeed, a vICA-deficient MCMV reached reduced titers in liver, lungs, and salivary 
glands, and induced apoptosis in infected tissue macrophages and hepatocytes [86]. Insertion of a 
dominant negative version of FADD into the genome of the ΔM36 virus compensated for the loss of 
vICA in vitro and largely rescued virus replication in vivo [86]. These results confirmed that inhibition 
of FADD-dependent extrinsic apoptosis is the main function of vICA and revealed the importance of 
this function for viral fitness 

4. Inhibition of Programmed Necrosis  

Programmed necrosis is a regulated form of cell death which cannot be blocked by caspase-inhibitors 
and is, therefore, a caspase-independent form of PCD. Programmed necrosis can be triggered 
following stimulation of various receptors including the death receptors TNFR1 and Fas [12,87] or 
following stimulation with Poly[I:C], LPS, or CpG DNA, which are activators of the pattern 
recognition receptors TLR3, -4, -and -9, respectively [88–91]. Moreover, it can be initiated by several 
viruses and has recently been recognized as an important antiviral host defense mechanism [92–96]. 
The intracellular signaling pathways regulating programmed necrosis have only recently begun to be 
unraveled. Most of the current knowledge has been derived from studies on TNFR1-induced 
programmed necrosis. Usually, TNFR1 ligation induces apoptosis via the formation of a protein complex 
that includes TRADD (TNFR1-associated death domain protein), FADD, RIP1 and caspase-8 [8]. 
However, when caspase-8 activation is inhibited, death receptor stimulation can trigger programmed 
necrosis [10,97]. Necrosis induction is dependent on the activity of RIP1 and RIP3, two related kinases 
that contain a RIP homotypic interaction motif (RHIM) [96,98–100]. It seems that caspase-inhibition 
triggers programmed necrosis because caspase-8 acts as a negative regulator of necrosis that cleaves 
RIP1 and RIP3 thereby preventing necrosis [9,101–103]. During necrosis induction, RIP1 recruits 
RIP3 to build a complex, the so-called necrosome [14,100] (Figure 2). The interaction of both proteins 
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is mediated by RIP homotypic interaction motifs (RHIMs) and is stabilized by phosphorylation 
[8,96,104]. Following necrosome formation RIP3 recruits downstream substrates such as 
MLKL (mixed lineage kinase domain-like protein) and the mitochondrial phosphatase PGAM5 
(phosphoglycerate mutase family member 5). PGAM5 in turn binds and activates dynamin-related 
protein 1 (Drp1), a GTPase that controls mitochondrial fragmentation, a process that occurs early 
during necrosis [105,106]. How these events finally cause necrosis is currently unknown. Important 
players during necrosis execution are calcium and ROS, which directly or indirectly cause damage of 
cellular constituents finally leading to the disruption of organelles and the plasma membrane [6,107]. 

Figure 2. Inhibition of programmed necrosis by murine CMV. Death receptor-induced 
programmed necrosis is mediated by RIP1 and RIP3 and can be activated when caspase-8 
activity is blocked. M45 binds to RIP1 and RIP3, inhibits their complex formation, and the 
induction of death receptor-induced programmed necrosis. M45 also suppresses 
virus-induced programmed necrosis, which is mediated by DAI and RIP3, both of which 
are targeted by M45.  

 
 
The first cell death inhibitor identified in MCMV is the protein encoded by ORF M45 [108]. The 

initial study showed that M45 inhibits infection-induced cell death: mutant viruses carrying a 
transposon insertion or a frame-shift mutation in M45 rapidly induced PCD of cultured endothelial 
cells and macrophages thereby precluding viral spread [108]. On the molecular level, M45 was shown 
to interact with RIP1 and block caspase-independent TNFR1- and Fas-induced PCD, i.e., programmed 
necrosis [109]. This activity is likely of major importance for the virus given the fact that MCMV 
encodes a caspase-8 inhibitor (see above), which should render infected cells sensitive to programmed 
necrosis. M45 also inhibited RIP1-dependent activation of p38 MAP kinase and the transcription 
factor NF-κB [109]. Consequently the protein was named viral inhibitor of RIP-mediated signaling 
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(vIRS) [109] or, by others, viral inhibitor of RIP1 activation (vIRA) [110]. Subsequent publications 
demonstrated that M45 carries a RHIM near its N-terminus, which is required for inhibition of 
RIP1-RIP3 complex formation and TNFR1-induced programmed necrosis [95,110]. 

In terms of M45-mutant virus-induced PCD it was demonstrated that cell death induction could not 
be rescued by the caspase-inhibitor zVAD-fmk, did not require TNFα, and dying cells showed typical 
necrotic features [95]. These results indicated that cell death was of necrotic nature and was not 
induced by the TNFR1 but by the virus itself. M45-mutant virus triggered programmed necrosis not 
only in SVEC endothelial cells and macrophages but also in 3T3-SA fibroblasts, whereas other 
fibroblasts, such as NIH 3T3 cells, were more resistant [95,109]. An important step towards 
understanding the differences in sensitivity to virus-induced programmed necrosis has been made by 
studies demonstrating that elevated expression levels of RIP3 and DAI (DNA-dependent activator of 
interferon regulatory factors (IRFs)) confer sensitivity to MCMV-induced programmed necrosis. 
Indeed, SVEC and 3T3-SA cells contain high levels of both proteins, whereas NIH 3T3 fibroblasts 
contain little amounts of RIP3 and apparently lack DAI [95,98,111]. Furthermore, RIP1 was found to 
be dispensable for MCMV-induced necrosis, showing that death receptor-induced and virus-induced 
programmed necrosis do not rely on an identical set of cellular proteins [95]. DAI is a RHIM 
containing cytoplasmic DNA sensor originally described as an activator of IRFs and NF-κB [112,113]. 
During M45-mutant virus-induced necrosis DAI interacts with RIP3, providing evidence that a 
RIP3-DAI complex mediates necrotic signals [111]. M45 binds to RIP3 and DAI and compromises 
their interaction [110,111,113]. When the RHIM of M45 is mutated in MCMV (M45mutRHIM), the 
virus loses its ability to inhibit RIP3-DAI complex formation and virus-induced necrosis [95]. Thus, 
the M45 RHIM is essential to inhibit both, programmed necrosis induced by death receptor ligation or 
by virus infection. 

A recent study has shown that M45 also interacts with the NF-κB essential modulator (NEMO), the 
regulatory subunit of the IKK complex that is responsible for activation of NF-κB. M45 inhibits 
NF-κB activation by targeting NEMO to autophagosomes for subsequent degradation in lysosomes. 
By depleting this essential signaling molecule, the virus blocks the production of proinflammatory 
cytokines such as TNFα and IL-6 [114]. Interestingly, NEMO has recently also been implicated in 
mediating necrotic cell death signals upon TNFα stimulation. In that case, NEMO appears to act 
downstream of the RIP1-RIP3 complex, independently of NF-κB [115]. Thus, in addition to blocking 
necrotic signals at the level of RIP1 and RIP3, the M45-induced degradation of NEMO might also 
contribute to the inhibition of TNFR1-induced programmed necrosis. 

The importance of M45 for viral fitness and pathogenesis was demonstrated by in vivo studies. 
MCMV mutants expressing truncated M45 proteins were non-pathogenic even in immunocompromised 
SCID mice, which are usually highly susceptible to MCMV and die within 4 weeks after infection. 
Furthermore, no virus replication could be detected in target organs such as spleen, liver, lungs or 
salivary glands on day 24 postinfection [116]. Necrosis inhibition in vivo also requires a functional 
M45 RHIM. This became clear when growth properties of the M45mutRHIM virus were analyzed. 
Compared to wildtype virus this mutant yielded lower viral titers in liver, spleen, and salivary glands, 
and was not pathogenic. Importantly, this phenotype was reversed in RIP3 knockout mice and 
attenuated in DAI-deficient mice, confirming that inhibition of RIP3/DAI-mediated cell death is a 
crucial function of M45 during infection [95,111].  
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M45 shows homology to the large subunit of the ribonucleotide reductase (R1), an enzyme that is 
required for dNTP synthesis. The homology domain lies within the C-terminal part of M45 and is 
devoid of catalytic R1 function [116–118]. It seems that the C-terminus has gained a new function, 
since only a small portion of it can be deleted without losing the ability to inhibit TNFR1-, TLR 
(Toll-like receptor)- and IL-1R-induced NF-κB activation [109,114]. The C-terminal part also plays a 
role for cell death inhibition as it was observed that MCMVs with C-terminally truncated M45 induced 
cell death [108] and the N-terminal part alone provided only partial protection against cell death [110]. 
Thus, both parts of M45 are required for full protection against cell death induction.  

HCMV possesses a sequence homolog to M45, which is encoded by ORF UL45. The UL45 protein 
also contains a catalytically inactive R1 homology domain but does not have a RHIM in its N-terminal 
part. Unlike M45, UL45 is dispensable for virus replication in endothelial cells [119]. A minor 
replication defect of a UL45-deficient HCMV was detected on fibroblasts after low-m.o.i. infection as 
compared to infection with the parental wildtype virus [120]. The same study showed that mutant 
virus-infected cells were slightly more sensitive to Fas-induced cell death. However, when UL45 was 
expressed alone by retroviral transduction it did not protect fibroblasts against Fas-induced cell 
death [120]. Therefore it seems that UL45 does not share M45’s cell death-inhibiting functions. 
Further studies are needed to define the function of UL45 and its role during HCMV infection. 

5. Inhibition of Stress-Induced Cell Death 

The intrinsic apoptotic pathway can be induced by different stress conditions like ER stress or DNA 
damage. ER stress is triggered, for instance, by an overload of unfolded proteins within the organelle 
or by perturbation in Ca2+ homeostasis. This results in the activation of the unfolded protein response 
(UPR), which aims to resolve ER stress and to keep the cell vital. However, when stress conditions 
persist for an extended time and cannot be resolved, the UPR induces apoptosis [121]. This pathway 
can be mediated, among others, by the ER stress sensor IRE1 and the downstream c-Jun N-terminal 
kinase (JNK) [122]. Upon IRE1 activation JNK is recruited and activated by phosphorylation [123]. 
Activated JNK in turn inhibits anti-apoptotic Bcl-2 and activates pro-apoptotic BH3-only proteins 
thereby inducing the mitochondrial apoptosis pathway [123–125] (Figure 1).  

HCMV infection induces the UPR but, at the same time, the virus modulates its outcome [126]. The 
HCMV UL38 protein plays an important role in this process. Viruses lacking UL38 massively induced 
caspase-dependent apoptosis in fibroblasts at late times postinfection [127]. Isolated overexpression of 
UL38 protected cells from apoptosis induced by the ER stress inducers thapsigargin and tunicamycin 
or by infection with E1B-19K-deficient adenovirus, which induces the intrinsic apoptosis pathway 
[127,128]. In terms of the underlying molecular mechanisms it was shown that UL38 inhibits 
persistent JNK phosphorylation, i.e., activation. Chemical inhibition of JNK activation enhanced the 
viability of cells infected with UL38-deficient virus which provided strong evidence that JNK is 
involved in mediating cell death induced by this mutant virus [128]. Moreover, UL38 induced an 
accumulation of ATF4 (activating transcriptional factor 4) [128], a transcription factor whose 
translation is induced following activation of the ER-stress sensor PERK (protein kinase R-like ER 
kinase) [129]. Upon overexpression ATF4 was capable of enhancing viability of cells infected with 
UL38-deficient virus, indicating that the UL38-induced accumulation of ATF4 contributes to the 
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ability of UL38 to suppress cell death [128]. UL38 has also been described to interact with TSC2 
(tuberous sclerosis protein 2) thereby maintaining signaling of mTORC1 (mammalian target of 
rapamycin complex 1), a protein complex that promotes protein synthesis and is usually inactivated by 
several metabolic stress conditions [130]. Analysis of UL38 truncation mutants recently revealed that 
the anti-apoptotic function of UL38 can be separated from its role in mTORC1 activation [131].  

It has recently been described that MCMV regulates the UPR similar to HCMV [132]. However, in 
case of MCMV, the mechanisms of regulation are largely unknown. MCMV encodes a sequence 
homolog to UL38 but it has not been reported so far whether or not the MCMV homolog, M38, shares 
any functional similarities with UL38. 

6. Summary and Conclusions 

The induction of PCD in infected cells is a crucial host cell mechanism to curtail infection within 
the organism. PCD can be induced by numerous stimuli, including cytokines, microbial structures 
stimulating pattern recognition receptors, DNA damage, or ER stress. It has been described that CMV 
infection leads to the production of different cytokines [133,134]. Moreover, several TLRs seem to be 
activated during CMV infection [135–138] and DNA damage as well as ER stress are induced by 
CMV [126,132,139]. Thus, CMV provides many triggers for the induction of PCD. Therefore it is not 
surprising that the virus encodes a series of cell death inhibitors. Apoptosis is blocked at different 
levels by CMV (Figure 1): vICA inhibits caspase-8 activation thus intervening at an early step of the 
extrinsic apoptosis pathway. vMIA and vIBO inhibit apoptosis at the mitochondrial checkpoint by 
targeting the two executioner proteins Bax and Bak, respectively. Blocking apoptosis at this level 
provides protection not only against intrinsic apoptotic stimuli but, in many cells types (type II cells), 
also against extrinsically induced apoptosis. Programmed necrosis, an alternative cell death pathway 
that is activated when caspase-8 is inactivated, is also blocked by MCMV. Inhibition is accomplished 
by the protein vIRS, which targets RIP1, RIP3, and DAI for this purpose (Figure 2). It is remarkable 
that CMV attacks converging points within the cell death pathways and that many of the viral cell 
death inhibitors have additional functions. This strategy allows the virus to face numerous antiviral 
pathways with a limited set of viral genes. Reducing the genetic burden by this means is a strategy 
typically followed by small viruses, which have only limited coding capacity. Apparently, the large 
herpesviruses also follow this strategy to some extent, suggesting that limiting the viral genetic content 
might be beneficial for viruses irrespective of their genome size. 

Interestingly, none of the CMV cell death inhibitors show homology to cellular genes involved in 
cell death regulation. This is in contrast to other viruses, including γ-herpesviruses, which encode viral 
Bcl-2s and viral FLIPs that show homology to cellular anti-apoptotic proteins, indicating that they 
were captured from the host genome [140]. Why the CMVs have evolved their own inhibitors 
remains enigmatic.  

Examining the function of viral cell death inhibitors expands our knowledge on antiviral strategies 
and cellular cell death pathways. Good examples are the studies on vIRS, which showed that the 
induction of programmed necrosis is a physiological mechanism used by the host to restrict virus 
infection. The complete abrogation of MCMV replication in certain cell types and pathogenesis in the 
mouse due to the induction of necrosis provides strong evidence that this cell death mode is at least as 
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important as apoptosis in terms of antiviral defense. This notion is supported by a report, which 
showed that vaccinia virus infection is also controlled by a programmed necrosis-induced 
inflammatory response [96]. Importantly, these studies not only revealed that programmed necrosis is a 
crucial antiviral mechanism but also defined which cellular proteins (primarily RIP3 and DAI) regulate 
this process in the context of MCMV infection.  

It is likely that further cell death inhibitors will be discovered in the genomes of CMVs. There are 
also viral proteins whose mechanisms of cell death inhibition are yet unknown, as is the case for the 
MCMV protein m41, a Golgi-localized protein [141]. Clarifying the function of these genes and 
identifying further cell death inhibitors will expand our knowledge on host-virus interaction. Finally, 
this might also contribute to the generation of novel antiviral drugs: Suppressing the anti-apoptotic and 
anti-necrotic functions of viral proteins by specifically targeted compounds would allow infected cells 
to undergo PCD and thus be depleted from the organism. 
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