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Abstract: Viruses exploit the host and induce drastic metabolic changes to ensure an optimal
environment for replication and the production of viral progenies. In response, the host has developed
diverse countermeasures to sense and limit these alterations to combat viral infection. One such host
mechanism is through interferon signaling. Interferons are cytokines that enhances the transcription of
hundreds of interferon-stimulated genes (ISGs) whose products are key players in the innate immune
response to viral infection. In addition to their direct targeting of viral components, interferons and
ISGs exert profound effects on cellular metabolism. Recent studies have started to illuminate on
the specific role of interferon in rewiring cellular metabolism to activate immune cells and limit
viral infection. This review reflects on our current understanding of the complex networking that
occurs between the virus and host at the interface of cellular metabolism, with a focus on the
ISGs in particular, cholesterol-25-hydroxylase (CH25H), spermidine/spermine acetyltransferase 1
(SAT1), indoleamine-2,3-dioxygenase (IDO1) and sterile alpha motif and histidine/aspartic acid
domain-containing protein 1 (SAMHD1), which were recently discovered to modulate specific
metabolic events and consequently deter viral infection.
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1. Introduction

Cellular metabolism is a fundamental and complex biological phenomenon. It consists of two
opposite and entwined processes, catabolism that breaks down macromolecules to produce energy in
the form of adenosine triphosphate (ATP) and fuel all cellular reactions and events; and anabolism that
delivers nutrients such as carbohydrates, amino acids and fatty acids for macromolecular synthesis [1].
The fine balance of catabolic and anabolic pathways is critical for meeting diverse biological demands,
thus allowing organisms to respond actively to dynamic environments.

Abnormal metabolic states are the hallmark of neurological disorders, diabetes, obesity and cancer.
It is increasingly evident that viral infections not only rewire the metabolism of the host cell to the
advantage of viral propagation but, can leave “metabolic footprints” causing metabolic disease [2].
In turn, to respond and contain viral infections, the hosts and, in particular, their immune cells, need
to selectively mobilize and deploy their metabolic resources in order to mount effective innate and
adaptive immune responses.

While not the focus of this review, it is well received that immune cells need to adopt distinct
metabolic profiles to achieve their activation, differentiation and effector function [3,4]. Several articles
have detailed the significant metabolic signatures of immune cells, such as macrophages, dendritic
cells and T-cells, upon activation [5–7]. Early studies indicated a change in metabolism towards
aerobic glycolysis for lipopolysaccharide (LPS)-activated macrophages, which is required to produce
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pro-inflammatory cytokines such as IL-1β [5]. This metabolic signature is also apparent in T cells,
where elevated levels of aerobic glycolysis are maintained in effector T cell subsets in response to
cytokines. In particular, the pro-inflammatory lymphocyte Th17 heavily depends on glycolysis for
differentiation where, if glycolysis is blocked, Th17 differentiation and survival is impaired and an
anti-inflammatory phenotype is favored [8]. Importantly, this shift to aerobic glycolysis allows immune
cells to adapt, survive and acquire their effector functions when under metabolically limited conditions
during infection or hypoxia.

In this review, we focus our discussion on the metabolic interplay between viruses and the innate
immune response that occurs at the very early stage of viral infection of the host. We illuminate what
is known about how various viruses modulate cellular metabolism by distinct mechanisms and how
cells, in response to viral infections, produce interferons to alter specific metabolic pathways as one
effective strategy to control viral replication.

2. Viral Rewiring of Central Carbon Metabolism

Viruses are completely dependent on their host’s cellular metabolism to fuel the production
of viral progenies. The effects of viruses on cellular metabolism were already described in studies
from the 1950s, when it was observed that addition of glucose into the minimal media significantly
increased the yield of polioviruses from the infected HeLa cells [9]. However, a detailed understanding
of this subject was considerably accelerated with the application of mass spectrometry to measure
many metabolites concurrently as well as the possibility of tracking carbon flux using isotope labelled
carbon sources including glucose and glutamine [10,11]. Extensive metabolic studies have now been
performed on a variety of viruses, including dengue virus [12], human herpesvirus type 8 (HHV8) [13],
hepatitis C virus (HCV) [14], vaccinia virus [15], human immunodeficiency virus type 1 (HIV-1) [16],
influenza A virus (IAV) [17], human cytomegalovirus (HCMV) [18], and herpes simplex virus-1
(HSV-1) [18]. The results have revealed three core metabolic pathways: glycolysis, fatty acid synthesis
and glutaminolysis that are commonly altered by almost all viruses using distinct mechanisms to
facilitate discrete steps of viral propagation as well as sustain the latently infected cells.

Glycolysis is a multiple step process that converts glucose to pyruvate concurrent with the
production of 2ATPs and the reduction of two nicotinamide adenine dinucleotide (NAD) to NADH
(Figure 1). In normal non-proliferating cells that are exposed to oxygen, pyruvate enters mitochondria
where it is oxidized into acetyl coenzyme A (CoA). CoA then feeds the tricarboxylic (TCA) cycle (also
known as citric acid or Krebs cycle) and drives the electron transport chain to generate ATP from
adenosine diphosphate, called oxidative phosphorylation [19]. Once completely metabolized into
carbon dioxide through the TCA cycle, one glucose can generate 36 ATP equivalents. In the lack
of oxygen, in addition to entering the TCA cycle, pyruvate is also reduced to lactate. This type of
glycolysis can also occur in the presence of sufficient oxygen in tumor cells, a process called aerobic
glycolysis or the Warburg effect which was first described by Otto Warburg [20]. It is now known that
viral infection can cause a shift to aerobic glycolysis to generate a rapid source of ATPs and also, using
the abundant metabolic intermediates in the presence of reduced TCA cycle, to accelerate the synthesis
of nucleotides, amino acids and fatty acids that are needed for assembly of a large number of viral
progenies in a relative short time span. Glutamine is the second carbon source. In a process called
glutaminolysis, glutamine is metabolized to alpha ketoglutarate (αKG) that can enter the TCA cycle to
generate ATPs (Figure 1). Some viruses can use both carbon sources, while others, such as vaccinia
virus, prefer to use glutamine [15]. In addition, fatty acids also serve as an important energy source,
which can be oxidized in mitochondria to produce CoA that drives the TCA cycle.
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Figure 1. Host Cell Metabolism. Glucose is taken up by specific transporters (GLUT family), where
it is converted to pyruvate in the cytoplasm, generating two ATP molecules (glycolysis). In the
presence of oxygen, pyruvate is transported into the mitochondria and oxidized into acetyl coenzyme
A (acetyl-CoA), which enters the tricarboxylic acid (TCA) cycle. Intermediates of the TCA cycle feed
off for fatty acid and cholesterol synthesis. Viruses are known to alter these key cellular metabolic
pathways (highlighted in yellow). Further details are outlined in the text.

Viruses appear to have evolved a plethora of mechanisms to modulate the flux of exogenous
carbon sources (including glucose, glutamine, fatty acids and amino acids) through the complex and
yet well-coordinated metabolic highways, with the sole outcome to generate energy and biomass
molecules that together ensure massive production of virus particles. Detailed accounts of this
important subject are provided in recent reviews [21–23].

In addition to the emerging commonality of viral alteration of cellular metabolism, it is also
worth noting that different viruses have evolved distinct strategies to modulate cellular metabolism to
support viral propagation. Even between closely related viruses, such as two herpesviruses HCMV
and HSV-1, their manipulations of cellular metabolic pathways are elegantly tailored to meet their
different metabolic needs. Although both HCMV and HSV-1 alter glycolysis, in contrast to HCMV that
increases glucose uptake and causes aerobic glycolysis, HSV-1 diverts glucose from the TCA cycle to
drive nucleotide synthesis, which supports rapid viral DNA replication to keep pace with its much
faster viral replication cycle (24 h) compared to that of HCMV (96 h) [18]. The metabolomics analysis
of viral alteration of cellular metabolism has painted a rich picture of the complex and fascinating
metabolic interactions between viruses and their hosts. A deeper understanding of these metabolic
exchanges will need the identification of the underlying viral mechanisms, including which viral gene
products target which key factors in specific metabolic pathways.

In addition, it is worthwhile elucidating which steps of viral propagation benefit from the virally
induced changes in a specific metabolic pathway. For example, although Kaposi’s sarcoma-associated
herpesvirus (KSHV) alters glycolysis, glutaminolysis and fatty acid synthesis for efficient viral
production, glycolysis appears to support the transcription of early genes; glutaminolysis is needed
for translation of early genes, whereas fatty acid synthesis promotes the late steps of production of
extracellular infectious virions [24]. These details are expected to guide the development of drugs that
block specific metabolic processes that are key to the propagation of a specific pathogenic virus yet
impose marginal or manageable side effects on the hosts. While viruses modulate the metabolism of
host cells, the hosts have also developed strategies to redirect cellular metabolic traffics to inhibit virus
production. One such prominent host mechanism is interferon.
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3. Diverse Antiviral Mechanisms by Interferons and Their Stimulated Genes

Type I Interferons (IFNs) were discovered over half a century ago because of their strong
antiviral activity against influenza virus [25]. Subsequent studies have revealed the intricate signalling
pathways that are triggered by IFNs, leading to the expression of hundreds of genes, collectively
called interferon-stimulated genes (ISGs), many of which have been shown to inhibit a variety of
viruses through diverse mechanisms [26]. Some ISGs directly target and impair specific steps of viral
replication. For example, IFITM (interferon inducible transmembrane) proteins deter viral entry;
the Mx (myxovirus resistance) proteins recognize viral capsid/nucleocapsid and impede viral genome
replication; tetherin (also called BST-2 and CD137) physically links viral progenies to the surface of
viral producer cells and thus blocks virus release and dissemination [26]. Furthermore, a group of
ISGs inhibit the translation of viral RNA, thus halt viral replication. These ISGs include PKR (protein
kinase R), 2′-5′-oligoadenylate synthetase (OAS)/RNAseL, IFIT1, ZAP (zinc finger antiviral protein),
SLFN11 and others, which was discussed in detail in a recent review [27]. Our knowledge of the
antiviral functions of ISGs was greatly expanded with several recent investigations that tested hundreds
of ISGs for their inhibition of a wide range of viruses [28–32]. In addition to direct inhibition of viruses,
some ISGs are professional viral sensors, such as RIG-I, PKR, IFI16, cGAS and others [33,34]. Beyond all
these functions and mechanisms, an emerging new antiviral strategy employed by ISGs is to modulate
cellular metabolic pathways, including the synthesis of cholesterol, polyamines and tryptophan.

4. 25-HC Inhibits a Variety of Viruses by Modulating Sterol Synthesis

Cholesterol is an abundant lipid on the cell membrane, responsible for membrane packing and
fluidity. Replication of many viruses, including viral entry and viral budding, are affected by the
distribution of cholesterol in cellular membranes and, are thus hindered when cholesterol biosynthesis
is inhibited [35]. Transcription factors namely, sterol regulatory element-binding proteins (SREBPs),
tightly regulate the biosynthesis of cholesterol and fatty acids. With regards to viral infection, SREBPs
are strongly linked to HCV pathogenesis whereby the virus upregulates SREBP activity by stimulating
PI3K/AKT signaling [36]. Consequently, an antiviral mechanism employed by the immune response
involves transcriptional downregulation of SREBP2 to attenuate viral replication [37].

In the quest for antiviral cellular factors targeting sterol pathways came the discovery of
the antiviral ISG Cholesterol-25-hydroxylase (CH25H) that encodes an enzyme which converts
cholesterol to the soluble oxysterol, 25-hydroxycholesterol (25-HC) [38]. CH25H is potently expressed
in macrophages and dendritic cells in response to activation of toll-like receptors (TLRs), through the
production of type I and II IFNs (Figure 2) [38]. CH25H-induced 25-HC has a well-defined role in
the regulation of sterol biosynthesis, reducing cholesterol accumulation, thus executing its antiviral
cellular functions. 25-HC may do so also by repressing SREBP2 activation and/or by enhancing the
expression of microRNA miR-185 that regulates hepatic lipid homeostasis, which remains to be fully
elucidated [39,40].

Cell culture assays have shown that 25-HC inhibits multiple enveloped viruses, including
HIV-1 [38,41], HCV (42), vesicular stomatitis virus (VSV) [42], Ebola virus [42], SFTS virus (SFTSV) [43],
West Nile Virus (WNV) [44], Dengue virus [44], Zika virus (ZIKV) [44] and, interestingly, Pseudorabies
virus (PRV) the etiological agent of Aujeszky’s disease in pigs [45]. Despite studies reporting 25-HC
to be inactive against non-enveloped viruses [38], other studies have shown marked 25-HC antiviral
activity against polio virus [46], human papillomavirus-16 (HPV-16), human rotavirus (HRoV),
and human rhinovirus (HRhV) [47]. More recent studies into the antiviral role of 25-HC has extended
beyond human viral pathogens, to investigating porcine viruses and even the role of 25-HC in
non-mammalian species such as zebrafish [48,49]. Interestingly, phylogenetic analysis identified
CH25Hb as the homolog of mammalian CH25H in zebrafish however, its expression was not modulated
by type 1 IFN. Nevertheless, studies showed that overexpression of CH25Hb had a protective effect on
zebrafish larvae following Spring Viremia of Carp virus (SVCV) infection [49]. In support of the results
of many cell culture based assays, 25-HC has been shown to suppress HIV-1 infection in humanized
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mice [38]. More recently, it was reported that 25-HC reduces Zika virus (ZIKV) viremia and improves
survival in mice and rhesus monkeys [44], which attests to the potential therapeutic value of 25-HC as
an antiviral agent.

Viruses 2018, 10, 36    5 of 20 

 

type 1 IFN. Nevertheless, studies showed that overexpression of CH25Hb had a protective effect on 

zebrafish  larvae  following Spring Viremia of Carp virus  (SVCV)  infection  [49].  In  support of  the 

results of many  cell  culture based assays, 25‐HC has been  shown  to  suppress HIV‐1  infection  in 

humanized mice [38]. More recently, it was reported that 25‐HC reduces Zika virus (ZIKV) viremia 

and improves survival in mice and rhesus monkeys [44], which attests to the potential therapeutic 

value of 25‐HC as an antiviral agent. 

 

Figure 2. An overview of the antiviral activities of 25‐HC. Interferon signaling leads to the expression 

of CH25H  (cholesterol 25‐hydroxylase) which catalyzes  the  formation of 25 hydroxycholesterol 

(25‐HC)  from  cholesterol. Multiple  studies  have  elucidated  into  the  antiviral  effects  of  25‐HC 

including,  altering  lipid  membrane  content  to  restrict  viral  fusion  and  entry,  altering  the 

distribution  of  cholesterol  in  internal  membranes  which  hinders  viral  replication  and, 

antagonizing endogenous protein prenylation (attachment of an isoprenoid e.g., farnesyl) thereby 

restricting viral replication and assembly. Yellow boxes  indicate membrane alterations  induced 

by  25‐HC. Blue boxes  indicate  the  effect of  25‐HC on different viruses. T bar  in  red  indicates 

inhibition. ER, endoplasmic reticulum. 

25‐HC  exerts  it  antiviral  function  by  several mechanisms  (Figure  2).  The  first mechanism 

involves the alteration of the cellular membrane composition, which impacts multiple stages of the 

replication of different viruses,  ranging  from viral entry  to viral genome replication  to viral gene 

expression  at  the  cytoplasmic membrane  structures. A  study  conducted  by  Liu  and  colleagues 

demonstrated that 25‐HC induces cellular membrane modifications resulting in impaired viral entry 

during virus‐cell fusion [38]. 25‐HC specifically alters the cellular membrane by reducing syncytia 

formation,  to  inhibit HIV‐1 entry without affecting  transcription,  translation or budding of HIV‐1 

[38]. Likewise, 25‐HC blocks ZIKV entry into the cell in a dose‐dependent manner [44]. The inhibitory 

role  of  25‐HC  in HCV  infection has  also  been  extensively  studied. Electron microscopy  analysis 

revealed 25‐HC inhibited the formation of a membranous web (HCV replication site) on intracellular 

membranes [42].   

The  second  mechanism  for  the  antiviral  action  of  25‐HC  works  by  post‐translational 

modifications (PTMs). Glycosylation is the most common PTM, and occurs to many viral envelope 

proteins  [50].  Shrivastava‐Ranjan  and  colleagues  demonstrated  that  25‐HC  inhibits  Lassa  virus 

(LASV), an arenavirus, through causing aberrant GP1 glycosylation [51]. The LASV genome consists 

Figure 2. An overview of the antiviral activities of 25-HC. Interferon signaling leads to the expression
of CH25H (cholesterol 25-hydroxylase) which catalyzes the formation of 25 hydroxycholesterol (25-HC)
from cholesterol. Multiple studies have elucidated into the antiviral effects of 25-HC including, altering
lipid membrane content to restrict viral fusion and entry, altering the distribution of cholesterol in
internal membranes which hinders viral replication and, antagonizing endogenous protein prenylation
(attachment of an isoprenoid e.g., farnesyl) thereby restricting viral replication and assembly. Yellow
boxes indicate membrane alterations induced by 25-HC. Blue boxes indicate the effect of 25-HC on
different viruses. T bar in red indicates inhibition. ER, endoplasmic reticulum.

25-HC exerts it antiviral function by several mechanisms (Figure 2). The first mechanism involves
the alteration of the cellular membrane composition, which impacts multiple stages of the replication
of different viruses, ranging from viral entry to viral genome replication to viral gene expression at
the cytoplasmic membrane structures. A study conducted by Liu and colleagues demonstrated that
25-HC induces cellular membrane modifications resulting in impaired viral entry during virus-cell
fusion [38]. 25-HC specifically alters the cellular membrane by reducing syncytia formation, to inhibit
HIV-1 entry without affecting transcription, translation or budding of HIV-1 [38]. Likewise, 25-HC
blocks ZIKV entry into the cell in a dose-dependent manner [44]. The inhibitory role of 25-HC in HCV
infection has also been extensively studied. Electron microscopy analysis revealed 25-HC inhibited the
formation of a membranous web (HCV replication site) on intracellular membranes [42].

The second mechanism for the antiviral action of 25-HC works by post-translational
modifications (PTMs). Glycosylation is the most common PTM, and occurs to many viral envelope
proteins [50]. Shrivastava-Ranjan and colleagues demonstrated that 25-HC inhibits Lassa virus (LASV),
an arenavirus, through causing aberrant GP1 glycosylation [51]. The LASV genome consists of two
RNA segments (large (L) and small (S)); the small segment encodes a glycoprotein precursor (GPC),
which is subsequently cleaved into GP1 and GP2. GP1 and GP2 mediate viral attachment to host cell
receptors and the fusion of viral and endosomal membranes, respectively. N-linked glycosylation
of GP1/GP2 is critical for its transportation to sites of viral budding to carry out their functions [52].
Shrivastava-Ranjan and colleagues showed 25-HC impaired LASV production and infectivity through
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inhibiting GP1 glycosylation, leading to the incorporation of aberrantly glycosylated GP1 into LASV
particles [51]. The precise mechanism by which 25-HC induces these changes has yet to be elucidated.

To add to the multiple antiviral mechanisms by 25-HC, one study delved into the relationship
between immune mechanisms and the antiviral effects of 25-HC. Cagno and colleagues reported
that induction of 25-HC promotes the production of IL-6 following HSV-1 virus infection [53].
For non-enveloped viruses such as Polio virus, 25-HC exerts its antiviral activity through interacting
with oxysterol-binding protein (OSBP) [54]. OSBPs are sensors, coordinators and/or transporters of
cholesterol from the ER to the Golgi [55]. Experiments showed that 25-HC interferes directly with the
transport of cholesterol from the ER to the Golgi, resulting in a reduction in cholesterol accumulation
at sites of viral replication [56]. Similarly, 25-HC inhibited the replication of Rhinoviruses by binding
to OSBP with high affinity, locking it in an “inactive state” [57].

It is evident from these studies that the sterol pathway, including 25-HC, plays a pivotal role in
viral infection and is conserved across species. Nevertheless, while the host attempts to downregulate
lipid uptake in this manner, reports have suggested that TLRs and IFNs can conversely increase lipid
uptake from the environment leading to foam cell formation [58–60]. To address the role of IFN in
this context, York and colleagues found that TLRs and type 1 IFNs decreased de novo cholesterol
biosynthesis yet, increased cholesterol uptake [61]. Surprisingly, this metabolic shift could itself activate
type 1 IFN signaling revealing a novel IFN-mediated mechanism [61]. Clearly, further studies are
warranted to determine the precise molecular interactions of the immune response with 25-HC as well
as SREBP activation to develop promising drug candidates.

5. IFNs Deplete Polyamines as a Strategy to Check Viral Infection

Polyamines have been long known to promote the replication of many DNA viruses and RNA
viruses yet, only until recent was it reported that IFNs modulate levels of polyamines and consequently
suppress the life cycles of polyamine-dependent viruses [62,63]. Polyamines are ubiquitous, small,
positively charged biogenic molecules essential for promoting cell growth and differentiation [64],
mediating apoptosis [65] and protecting cells against oxidative stress [66]. The three mammalian
polyamines, derived from ornithine, are putrescine, spermidine and spermine. There are several
rate-limiting enzymes which determine intracellular levels of polyamines. These include ornithine
decarboxylase (ODC) which generates putrescine, and spermidine/spermine acetyltransferase 1 (SAT1)
which is involved in the regulation of polyamine concentration via catabolizing spermine back to
spermidine and putrescine (Figure 3) [67]. Interestingly, SAT1 expression responds to the stimulation
by type I interferon and therefore, is a bona fide ISG [68,69].

Owing to their intense positive charge, polyamines bind to DNA and RNA in cells, and regulate
the function of nucleic acids through altering their structure and conformation [70]. It is estimated
that 80% of polyamines are associated with cellular RNA [71]. Therefore, it is not surprising to find
polyamines in the virions of many DNA viruses including HSV-1 [72], HCMV [73], vaccinia virus [74],
where polyamines neutralize the negative charges of viral DNA genome, assist packaging viral DNA
into virus particles, and also enhance viral DNA synthesis in the new round of viral replication.
Recent studies further revealed that a large number of RNA viruses are also dependent on polyamines
for replication, these include Semliki forest virus, Chikungunya virus (CHIKV), ZIKV, Middle East
respiratory syndrome coronavirus(MERS-CoV) , enterovirus 71, Ebola virus, Marburg virus, HIV-1,
and many others reviewed in [63].

The underlying mechanisms include promoting the synthesis of viral RNA likely as a result of tight
binding of polyamines to viral RNA, and accelerating viral protein translation. This latter mechanism of
action stems from the fact that spermidine is a substrate of deoxyhypusine synthase that is a key enzyme
accounting for the hypusination of translation initiation factor eIF5A [75,76]. Recently published,
polyamines and hypusinated eIF5A have been shown to be critical for Ebola virus gene expression
and replication [77]. The important role of polyamines in viral replication was further supported by
the results of studies showing that depletion of polyamines using difluoromethylornithine (DFMO),
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a suicide inhibitor of ODC1 which is a rate-limiting enzyme of polyamine synthesis, significantly
suppresses sindbis virus (SINV) infection of Drosophila melanogaster and zebrafish Danio rerio [68].

The exploitation of polyamines by viruses is also evident in light of the viral mechanisms
that manipulate the biosynthesis of polyamines. HCMV, adenovirus, and vaccinia virus enhance
the activity of ODC1, which catalyses the conversion of ornithine to putrescine in the polyamine
synthesis pathway [63]. The paramecium bursaria chlorella virus 1 (PBCV-1) even encodes the
whole polyamine biosynthesis pathway, including ornithine/arginine decarboxylase, homospermidine
synthase, agmatine iminohydrolase (AIH) and N-carbamoylputrescine amidohydrolase (CPA), which
suggests the importance of putrescine and polyamines in the life cycle of PBCV-1 [78]. In the meantime,
HCV appears to inhibit the synthesis of spermine and spermidine from putrescine, the implications of
which in viral replication needs further investigation [79].

The dependence of so many viruses on polyamines to replicate has, over evolution, inevitably
endowed the host an opportunity to form mechanisms to modulate polyamine metabolism so that
viral replication can be suppressed. Indeed, recent studies showed that interferon-β treatment leads
to depletion of spermine and spermidine concurrent with increased putrescine as a result of SAT1
induction. Knockout of SAT1 restored putrescine level in the presence of interferon-β and significantly
recovered the infection of CHIKV, demonstrating depletion of polyamines through induction of SAT1
represents one mechanism of IFN antiviral function [68].

As we investigate into the regulation of the polyamine pathway by interferon, viral proteins
and/or the changes in the cellular environment, we begin to uncover multiple pathways
of cross-protection. Currently, targeting polyamine metabolism has been directed towards a
therapeutic/preventative treatment for cancer. For example, DFMO, an irreversible inhibitor of
ODC, has recently attracted interest for the treatment of neuroblastoma [80,81]. With regards to
treating viral infections, one recent study in mice showed that polyamine depletion limited CHIKV
replication [82]. DFMO is a stable and well-tolerated drug with mild side-effects in humans and can
be administered via several routes including, orally meaning, it could hold promise in treating viral
infections [83].
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Figure 3. Polyamine Biosynthesis. Upregulation of SAT1 by Type 1 IFNs results in polyamine
depletion (red arrow). Enzymes are shown between each reaction (ODC, orthinine decarboxylase; SRM,
spermidine synthase; SMS, spermine synthase; SMO, spermine oxidase; SAT1, Spermidine/spermine
N(1)-acetyltransferase). Ornithine decarboxylase antizyme (OAZ), the first rate-limiting step in
polyamine synthesis, binds and inhibits ODC. Difluoromethylornithine (DFMO), currently in clinical
trials for cancer treatment, is an irreversible inhibitor of ornithine decarboxylase. T bar indicates
inhibition. Blue dotted circle, nucleus. Consult text for more detail.
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6. IFN-Mediated Depletion of Tryptophan through IDO1 Induction

L-Tryptophan (L-Trp), discovered in the early 1900s, is one of the nine essential amino acids and
is critical in several metabolic pathways, primarily protein, kynurenine, and serotonin synthesis [84].
While the least abundant out of all the 20 amino acids, L-Trp and its catabolites have significant roles
in disease tolerance and immunosuppression [85]. Importantly, the kynurenine pathway accounts for
greater than 90% of tryptophan catabolism [86]. The synthesis of kynurenine (Kyn) derivatives from
tryptophan is initiated through the enzymatic activity of indoleamine-2,3-dioxygenase (IDO1) and
tryptophan-2,3-dioxygenase (TDO2) (Figure 4) [87]. The ISG IDO1 is highly expressed across many cell
types, whereas TDO2 is mainly expressed in hepatocytes and has a lower affinity for tryptophan [88].
IDO1 is thus significantly important for tryptophan homoeostasis and, not surprisingly, is positioned
at the intricate interface of host–virus interactions.

First, host cells increase IDO1 expression in response to viral infections. This is because the
promoter region of IDO1 gene contains two interferon-stimulated response elements (ISREs) and three
IFNγ-activated sites that respond to interferons that are often produced to control viral infections [89].
While type-1 IFNs can also induce IDO1 expression, IFNγ remains the most potent inducer of IDO1
expression [90]. As viruses are metabolically inert, they are highly susceptible to IDO1-mediated
L-Trp deprivation. The growth of a range of viruses is inhibited by IDO1, such as HIV (30), IAV [91],
HSV-2 [92], HBV [93], HCV [94], vaccinia virus [95] and parainfluenza virus (PIV3) [96].
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Figure 4. IDO1-mediated Tryptophan Depletion. Tryptophan is metabolized by the serotonin
and kynurenine pathway. Iindole-2,3-dioxygenase 1 (IDO1) converts tryptophan into kynurenine.
IFN-induced IDO1 gene expression decreases tryptophan availability for viral replication as well
as reducing melatonin/serotonin synthesis and T cell proliferation. 1-methyl-D-tryptophan (I-MT)
inhibits IDO1 and may have applications as a facilitator to enhance the immune response. Red arrows,
downregulation; green arrows, upregulation. T bar, inhibition.

In a comprehensive screen for antiretroviral ISGs, IDO1 was identified for its strong
anti-HIV-2 activity [30]. The study subsequently confirmed that production of both HIV-1 and
HIV-2 was substantially curtailed by IDO1 as a result of severe suppression of viral protein
synthesis. Since supplementation of L-tryptophan or inhibition of IDO1 with its competitive
inhibitor 1-methyl-L-Tryptophan (1-MT) fully rescued HIV production in IDO1-expressing cells,
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it is IDO1-created depletion of L-Tryptophan that has blocked viral protein synthesis. The significant
role of IDO1 in IFNγ-mediated strong inhibition of HIV-1 production was demonstrated by the 10-fold
rescue of HIV-1 yield in A549 or TZM-bl cells that were treated with either L-Tryptophan or the
IDO-inhibitor 1-methyl-D-tryptophan(1-MT) [30].

In an effort of screening of ISGs inhibiting PIV3, Rabbani and colleagues confirmed that the
anti-PIV3 activity of IDO was due to tryptophan depletion, by adding exogenous tryptophan or
inhibiting the activity of IDO by 1-MT to counteract the antiviral effect of IDO in vitro [96]. Results
showed adding tryptophan concentrations of 50 µg/mL or higher, or increasing the amount of
1-MT rescued PIV3 replication. Further, Rabbani and colleagues investigated into the parallel
serotonin-biosynthetic pathway which is initiated by Tryptophan hydroxylase (TPH) with the
first product being 5-hydroxytryptophan (5-HTP) [96]. They showed that addition of 5-HTP in
IDO-expressing cells rescued PIV3 replication. In addition, using an inhibitor of Trp hydroxylase
(THP), the group showed that 5-HTP is a proviral factor [96].

As long-term induction of IDO expression leads to immunosuppression, several viruses use this
as an advantage to promote their own replication [97]. Gaelings and colleagues studied the regulation
of the kynurenine pathway during IAV infection, as it was previously reported that IAV induced
the production of kynurenine [98,99]. Primary macrophages and mouse lungs infected with IAV
showed IFN-mediated upregulation of IDO1 however, this IDO1 activity was attenuated by the IAV
NS1 protein through suppressing interferon production [98]. In addition to IAV, other viruses such
as influenza B virus, HSV1/2 also lead to the upregulation of the kynurenine pathway in immune
cells [98].

Another important aspect to consider is the role of the serotonin pathway during infection.
A clear example comes from models of lymphocytic choriomeningitis virus (LCMV)-induced hepatitis
which leads to aggregation and activation of platelets [100,101]. In mice, these platelets secreted
serotonin in the liver which resulted in hepatic sinusoid microcirculation failure and enhanced T-cell
cytotoxicity [102]. These studies provide a unique perspective in the role of serotonin during infection
and permit further investigation.

Because of the immunosuppressive outcome due to long-term IDO1 expression, IDO1 plays
a counterintuitive role during chronic HIV-1 infection. L-Trp depletion results in a shift to
an immunotolerogenic microenvironment, whereby there is an increase in the production of
immunomodulatory kynurenine derivatives and T cell responses are suppressed, which may accelerate
disease progression [103,104]. A recent study using an SIV-infected pigtailed macaque model also
reported evaluation of kynurenine pathway metabolites and enzymes in lymphoid tissues [105].
Interestingly, their results showed no significant reduction in tryptophan levels in the spleen or brain
despite, a substantial depletion in the plasma and cerebrospinal fluid (CSF). Based on these findings,
Drewes and colleagues proposed that tryptophan depletion is not a primary contributor to T-cell
impairment during HIV/SIV infection [105], which challenges the previous reports regarding the role
of the kynurenine pathway during acute and chronic viral infections and warrants further research
into this important subject.

IFN-mediated IDO1 upregulation upon various acute and chronic viral infections has been
demonstrated by many research groups. However, it is a double-edged sword. While exerting
antiviral effects against numerous viruses, long-term consequences of induction could contribute
to disease progression, as seen with the promotion of an immunosuppressive environment during
chronic viral infections [106]. Nonetheless, the immunosuppressive nature of IDO could be used as
an advantage. Promising results showed that the 1-MT reduced the size and growth of tumors in
mice preimmunized with a tumor antigen [107]. With regards to infection, early studies demonstrated
that mice treated with 1-MT had higher CD4+ T cell and effector memory CD8+ T-cell counts [108].
Recent studies have shown that suppressing IDO in combination with a natural killer cell stimulator
and an influenza vaccine boots protective immunity against influenza [109,110]. Furthermore, mice
treated with 1-MT and infected with IAV had an elevated CD4+, CD8+ and effector memory T-cell
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response in the lungs compared to control groups [111]. The same group also showed an increase in
PRR and pro-inflammatory cytokines upon IAV infection [112]. These results suggest the use of 1-MT
as a facilitator to enhance the immune response against infection in combination with adjuvants and
vaccination. Nevertheless, one should be cautious, as multiple pathways are affected upon tryptophan
depletion and exact mechanisms remain unknown.

7. SAMHD1 Restricts Viral DNA Synthesis by Depleting Cellular dNTP Pool

Propagation of large amounts of viral progenies in a short time demands the synthesis of large
quantities of viral genomes, which requires the adequate supply of nucleotide substrates by the cells,
and also becomes a weakness of viral replication that cells are able to take advantage of. One prominent
example of cellular antiviral strategy along this line is the sterile alpha motif and histidine-aspartate
domain containing protein 1 (SAMHD1) that inhibits the DNA synthesis of not only HIV-1 but a broad
range of retroviruses and DNA viruses and including, HIV-2, murine leukaemia virus (MLV), human
T cell leukemia virus type 1, vaccinia virus, HSV-1 and HBV [113–118].

Prior to its discovery as an antiviral factor against viruses, SAMHD1 gene mutations were found
to associate with the autoimmune neurological condition, the Aicardi–Goutières syndrome (AGS) [119].
AGS affects new-born infants and mimics a congenital viral infection with elevated interferonα levels
in cerebrospinal fluid [120].

The SAMHD1 gene was first identified in human dendritic cells as an ortholog of the mouse
gene, Mg11 induced by interferon-γ upon viral infection [121]. Subsequent studies have also
shown type 1, type II IFNs, and toll-like agonists upregulate SAMHD1 expression in multiple
cell types, including murine macrophages [122], PBMCs (6), monocytes [123], and microglia [124].
Interestingly, SAMHD1 mRNA levels were upregulated in astrocytes although protein levels remained
unchanged [124]. In the meantime, studies also reported that monocyte-derived dendritic cells, primary
CD4+ T cells and monocyte-derived macrophages do not upregulate SAMHD1 expression upon
interferon treatment [125,126]. This inconsistency in SAMHD1 responsiveness to interferon stimulation
is partially because SAMHD1 is not a conventional ISG in a sense that its promoter does not bear the
classic IFN-responding DNA motifs, but rather its expression is negatively controlled by a couple of
microRNAs (miRNAs), including miR181a and miR30a, that bind to the 3′ untranslated region (UTR)
of SAMHD1 mRNA [123]. Riess and colleagues expressed constructs containing SAMHD1 3′ UTR
in HEK293T cells or U037 cells and demonstrated that the 3′ UTR is required for interferon-induced
SAMHD1 expression. This group also showed that miRNAs negatively regulated SAMHD1 expression
namely, miR-181a, miR-30a and miR-155. To further support this, induction with IFN downregulated
miR-181a and miR-30a 24 h post IFN stimulation [123]. These findings suggest that SAMHD1
expression is increased by interferons through decreasing miR30a and miR181a.

SAMHD1, a dNTP hydrolase, regulates intracellular dNTP levels by catalysing the conversion
of deoxynucleoside triphosphates to deoxynucleoside and inorganic triphosphate [127]. Thus, the
antiviral activity of SAMHD1 is through depleting the pool of dNTPs necessary for viral DNA synthesis
and viral replication [128]. Certain studies have also suggested that SAMHD1 has RNase activity,
which was disputed by the results from other groups [129–132]. Studies in SAMHD1 knockout
mice show a significant increase in intracellular dNTP concentrations and in reverse transcription of
retroviruses whose reverse transcriptase has low affinity to dNTP [133,134].

As a key regulator of cellular dNTP pool, the activity of SAMHD1 has been subject to modulation
by both cellular and viral mechanisms. First, the expression level of SAMHD1 is cell cycle
dependent [135,136]. To warrant sufficient dNTP levels to support cellular DNA duplication at
the S phase, the cyclin-dependent kinases CDK2 and CDK6, part of the mechanisms for controlling cell
cycle progression, phosphorylate T592 of SAMHD1, which, by yet to be defined molecular mechanisms,
prevents SAMHD1 from depleting dNTPs [136].

An alternative cellular mechanism involves a membrane protein called CD81 that binds to
SAMHD1 and interacts with SAMHD1 and directs SAMHD1 toward proteasomal degradation [137].



Viruses 2018, 10, 36 11 of 21

On the side of viruses, HIV-2 and SIV encode an accessory protein called Vpx that recognizes SAMHD1
and recruits it to the E3 ubiquitin ligase complex for ubiquitination and subsequent proteasomal
degradation [113,114]. It is intriguing that HIV-1, a much more successful pathogen than HIV-2 in
causing a global HIV pandemic lasting for decades already, has not bothered to form a mechanism to
counter SAMHD1. Among the possible explanations, one is that the high levels of SAMHD1 in resting
CD4+ T cells impairs the synthesis of HIV-1 DNA [138]. These aborted viral DNA fragments trigger
pyropoptosis through activating IFI16, the DNA sensor, which leads to depletion of CD4 cells [139].
Additionally, SAMHD1 inhibits HIV-1 infection of DCs, which delays the sensing of HIV-1 infection
and the onset of immune responses, consequently leaving the virus a longer time window to establish
local infection, the foot hold for later systemic infection [125].

8. Targeting Metabolic Pathways for Viral Therapy: A Novel Therapeutic Approach

Viral infections remain a significant challenge to human health, ranging from seasonal outbreaks of
influenza affecting 20% of the global population to recent outbreaks of Zika virus, Dengue virus, Ebola
virus and middle east respiratory syndrome coronavirus (MERS-CoV) [140]. Due to the appearance
of these new emerging and re-emerging viruses and, given the fact that many antivirals are highly
specific to viral targets, there is a clear need to develop new drugs and find novel therapeutic targets
against viral infections, specifically, broad-spectrum (i.e., pan-genotypic or pan-family) antiviral drugs
that are accessible and affordable for low income countries.

Viruses are metabolic engineers which dramatically affect host cell metabolism and the virus
life cycle, providing a novel avenue for therapeutic intervention. A prime example is the IAV. IAVs
evolve continuously and can cause pneumonia, encephalitis, myocarditis or even multiple organ
failure and death. Antiviral drugs targeting viral factors are available, however, studies have shown a
rise in viral resistance with neuraminidase inhibitors [141–144]. Smallwood and colleagues recently
identified metabolic changes in IAV-infected human lung epithelial cells [145]. These changes, observed
in pediatric patients infected with respiratory viral infections, include increases in glucose and
glutamine uptake, fatty acid metabolism, TCA cycle and oxidative phosphorylation compared to
non-infected patients. Moreover, through conducting targeted drug screens with 80 metabolic drugs,
Smallwood and colleagues identified the drug BEZ235 which reduced viral titers in vitro and in vivo,
significantly increased survival in mice and reversed influenza-induced metabolic changes [145].
BEZ235, an inhibitor of the PI3K-AKT- mTOR metabolic pathway, is currently a drug candidate under
clinical trials for the treatment of cancer [146,147]. It is thought BEZ235 exerts its antiviral effect by
limiting the availability of glucose and glutamine to IAV [145]. Much work has yet to be conducted on
understanding the mechanisms behind the antiviral effect of BEZ235 and the long-term consequences.
Given the similarity in the metabolic profiles between cancer cells and virus infected cells, it may not
come as a surprise that more drug candidates used in the treatment of cancer will be shown effective
in controlling pathogenic viruses.

Another example came from the detailed analysis of metabolic changes in primary hepatocytes
upon HCV infection [148]. In agreement with others, Levy and colleagues demonstrated that
HCV-infected primary hepatocytes underwent a Warburg-like shift in glycolysis while downregulating
oxidative phosphorylation. Importantly, concomitant transcriptional regulatory analysis of glycolysis
identified an enrichment of two nuclear receptors, HNF4α and HNF1α. HNF4α is key in regulating
lipid homeostasis, gluconeogenesis as well as cell proliferation and apoptosis [149–151]. In support of
this finding, the addition of HNF4α antagonists, Medica16 and BI6015, or an siRNA against HNF4α
reduced glycolysis and significantly decreased lactate production. In addition, upon addition of
HNF4α antagonists, a three- to fourfold decrease in viral RNA levels was observed [148]. Again, this
study supports the concept that reversing the metabolic changes caused by viruses, using chemical
compounds, may serve as an attractive therapeutic strategy to control viral infection.

As fatty acid and cholesterol synthesis are enhanced upon viral infection to support the generation
of new viral progenies, it comes to no surprise that 5′-adenosine monophosphate-activated protein
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kinase (AMPK) is also activated. AMPK is an intracellular sensor, that maintains metabolic homeostasis
through regulating glucose and lipid metabolism [152,153]. Activated AMPK inhibits fatty acid
and cholesterol synthesis while upregulating fatty acid oxidation [153]. Dysregulation of AMPK is
implicated in metabolic syndrome-related diseases. Studies have shown activated AMPK can restrict a
number of RNA viruses including, Rift Valley fever virus (RVFV), Bunyavirus, SINV and VSV [154].
A recent paper investigated AMPK activation in response to KSHV primary infection [155]. Results
showed that inhibition of AMPK significantly enhances KSHV lytic replication. Given the importance
of AMPK in cellular metabolism multiple drugs have been developed to treat metabolic disorders.

One such drug is 5-aminoimidazole-4-carboxamide ribonucleotide (AICAR), an AMP analog,
which can stimulate AMPK activity. Studies conducted using AICAR to treat ischemia and type II
diabetes have shown promise [156,157]. With regards to viral infection, the group observed inhibition
of KSHV lytic genes upon AICAR treatment corresponding to the suppression of lytic replication.
Furthermore, metformin, the first-line drug for managing type II diabetes also decreased viral yields
by 60% and also inhibited the activation of KSHV lytic genes [155]. Overall, these results suggest
AMPK could be used as a therapeutic target to treat viral infections. However, AMPK, an evolutionary
conserved kinase has pivotal roles in multiple signaling pathways and prolonged activation could
have unwanted consequences. Further, virus-specific effect from AMPK also warrants careful testing
of AMPK inhibitors on individual viruses.

We need to be cautious that viruses may still escape from treatments that target cellular factors
and pathways. A recently published paper aimed to address the issue of antiviral resistance if
compounds targeting polyamine synthesis were used as a potential treatment [158]. Prolonged virus
passaging in cells treated with the drug difluoromethylornithine (DFMO) resulted in the production
of CHIKV mutants resistant to polyamine depletion, in vitro. Sequencing analysis of the viral
population identified three distinct mutations: G230R and V326M in non-structural protein 1 (nsP1)
and a change of the opal stop codon into arginine. Interestingly, individually expressed mutations
conferred no resistance to polyamine depletion however, in vitro and in vivo studies revealed that
combinations of mutations enhanced CHIKV replication and fitness and allowed the virus to resist
DMFO treatment [158]. Through immunoprecipitation studies, the two mutations in nsp1 enhanced
membrane binding and promoted genome methylation, while the mutation of the opal sop codon
enhanced downstream translation. These results highlight the strategy that CHIKV has developed to
survive polyamine depletion through selecting for mutations that elevate viral fitness. While targeting
host cell metabolism provides a unique opportunity to restrict viral propagation, one needs to consider
the potential negative effects on immune cell function. In particular, both virus infected cells and
activated immune cells tend to adopt aerobic glycolysis, which generates sufficient amounts of energy
and macromolecules, in a relatively short time period, to support rapid virus replication and cell
proliferation. Therefore, selective targeting cell metabolic steps will be the key for an effective and
successful antiviral therapy that inhibits viral propagation, but not immune cell functions.

9. Concluding Remarks

As viruses have evolved mechanisms to target the host metabolic network to ensure survival,
simultaneously, the hosts have accordingly selected distinct antiviral mechanisms to counteract these
changes. The innate immune response plays a pivotal role in responding to these viral changes in
effort to warrant cell survival and limit viral propagation. A robust IFN response leads to the priming
of the adaptive immune response through modulating the metabolic pathways in innate immune cells
(macrophages and DCs) as well as, the induction of ISGs and restriction factors which interfere with
cellular metabolism. Several of these ISGs, CH25H, SAT-1, IDO1 and SAMHD1, exert antiviral activity
against multiple viruses including DENV, ZIKV, HCV, HIV-1 and HSV by targeting different metabolic
pathways. Currently, a limited number of ISGs have been reported to modulate cellular metabolism.
Future studies, including gene expression and pathway analysis of the Interferome database, could
potentially lead to discovery of more ISGs linked to metabolism.
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The role of IFNs and ISGs in immunometabolism and regulating carbon metabolism has opened
novel avenues for viral therapy. The development of mass-spectrometry and gene expression screening
has led to a deeper understanding of virus-host metabolic interactions. However, much remains
to be discovered regarding the detailed molecular mechanisms of these metabolic interactions and
the potential the clinical applications. It is important to note that targeting metabolic pathways
for therapeutic intervention may lead to fitness costs to the host. However, if these potential side
effects are short-term and manageable, as seen in many medications that target cellular components,
interfering with certain pathways may be overall beneficial and may lead to the production of broad
spectrum antivirals.
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