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Model of the adaptive immune 
response system against HCV 
infection reveals potential 
immunomodulatory agents for 
combination therapy
Ayesha Obaid1, Anam Naz1, Aqsa Ikram1, Faryal Mehwish Awan1, Abida Raza2, Jamil Ahmad3 
& Amjad Ali  1

A regulated immune system employs multiple cell types, diverse variety of cytokines and interacting 
signalling networks against infections. Systems biology offers a promising solution to model and 
simulate such large populations of interacting components of immune systems holistically. This study 
focuses on the distinct components of the adaptive immune system and analysis, both individually 
and in association with HCV infection. The effective and failed adaptive immune response models have 
been developed followed by interventions/perturbations of various treatment strategies to get better 
assessment of the treatment responses under varying stimuli. Based on the model predictions, the NK 
cells, T regulatory cells, IL-10, IL-21, IL-12, IL-2 entities are found to be the most critical determinants 
of treatment response. The proposed potential immunomodulatory therapeutic interventions include 
IL-21 treatment, blocking of inhibitory receptors on T-cells and exogenous anti-IL-10 antibody 
treatment. The relative results showed that these interventions have differential effect on the 
expression levels of cellular and cytokines entities of the immune response. Notably, IL-21 enhances the 
expression of NK cells, Cytotoxic T lymphocytes and CD4+ T cells and hence restore the host immune 
potential. The models presented here provide a starting point for cost-effective analysis and more 
comprehensive modeling of biological phenomenon.

Around 71 million individuals are infected chronically with Hepatitis C Virus (HCV) worldwide, with a greater 
risk of liver cirrhosis and hepatic tumours1. HCV eradication around the globe is still a long way off. One of the 
reasons due to which HCV infection flourishes chronically is the inability of the host immune system to develop 
effective antiviral immune response2. In fact, various molecular or protein interactions within innate or adaptive 
immune signalling pathways are directly associated to the HCV infection (either chronic infection or virus elim-
ination)3,4. Besides this, HCV has evolved potential approaches to defend against host immune system, at various 
levels2, which results in a persistent battle between the multifaceted immunogenic host response and HCV for 
the control of the host machinery. As a result, either host clears the infection or the viral proteins take over the 
host machinery and replicate indefinitely. Efficacious innate as well as adaptive immune responses are vital in the 
clearance of the virus. There are multiple integrating immune partners executing a coordinated effort to produce 
an immune response against HCV4,5. Furthermore, the immune response to HCV infection is governed by several 
cytokines (activating/deactivating) and whose balance is critical for the immune modulatory activities occur-
ring in the liver2,6. Yet, the functional role of different cell and their subtypes producing similar cytokines under 
various alternating stimuli, remains elusive7. The immune system detects such key factors and then translates 
them into effector functions at various levels employing specialized immune cells such as dendritic cells (DCs), 
natural killer (NK) cells, CD4+ and CD8+ T cells, B cells and macrophages7. Alternatively, the failure of adaptive 
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immune responses against the viral infection is mainly because of evolving viral escape strategies which includes 
mutations and changes in the effector functions2.

Up till now, several studies have proposed the probable mechanisms leading towards the failure of host adap-
tive immune response. However, it is yet hard enough to extricate the exact causes and consequences of viral 
persistence. We believe a holistic model of the biological adaptive immune signalling mechanism is essential 
for deciphering the HCV disease pathology and designing alternative and possibly new multi-drug therapies. 
However, the plethora of signalling pathways involved in HCV infection comprise a multifaceted dynamical 
system whose complexity and wide interacting network makes it difficult to study via conventional experimenta-
tion approaches. Similarly, there are limitations in the existing methodologies as they can only interpret limited 
number of proteins and their interactions with other proteins and immunomodulatory agents and thus may not 
be able to cover the whole system, at a time. Systems biology approaches offers good alternative to existing strat-
egies to model and analyse large networks8,9. Mechanistic hypotheses related to biological problems could easily 
be tested by applying appropriate mathematical models. In this context, several mathematical models have been 
employed successfully to analyse and investigate the integrated signalling networks and dynamic behaviours of 
the entities (Genes, RNAs and Proteins) involved10,11.

Biological systems are modelled using several mathematical frameworks including stochastic or differen-
tial equations (PDEs, ODEs, PLDEs, DDEs) or networks based on graph theory (Logical, Boolean, Bayesian)12. 
Usually, biological networks remain highly complex and dynamic in nature and there is no experimental data 
available for all the entities, such as enzyme kinetics or logical parameters to manually construct ODE models of 
larger networks. Moreover, it also remains a challenge for these mathematical models to handle large networks 
which are subjected to state space explosion phenomenon13. Therefore, alternative approaches can be adopted 
which can approximately model the dynamic behaviours of biological systems and get insights into the signal flow 
within associated biological networks11. One such approach is the use of Petri nets (PN) theory14. PNs are based 
on graph theory and have the potential to model different types of frameworks including biochemical processes, 
chemical reactions, biological networks (cellular or molecular), industrial models, etc., with flexible and simple 
representation14. PN models are usually used to describe generic principles and can be applied on abstracted 
models efficiently. The ease of modelling and interpretation makes PN theory suitable approach to model large 
networks where kinetic knowledge is lagging for few or most of the entities involved. PN approach used in the 
study emphasizes the structure of biological signalling pathway, as it is believed that the molecular interactions 
within a network have evolved to such an extent that they have a stabilizing effect on the signalling network. Thus 
it can be assumed that the network connections are foremost and critical factor for signal propagation through 
the signalling pathway11,15.

We have employed the computational systems biology methods coupled with mathematical modelling to 
comprehensively analyse the integrated HCV-induced adaptive immune signalling pathway. The unavailability of 
a comprehensive mathematical model explaining the adaptive immune responses against HCV led us to design a 
PN model, that enabled us to characterize the host immunogenic entities playing a significant role in the clearance 
of viral infection. Since the selected network is quite complex with large number of entities thus PN modelling is 
considered the best suited approach. The proposed model represents the wide-ranging HCV-induced adaptive 
immune system while preserving the behaviours of the signalling proteins, previously established experimentally. 
The model is able to perceive those properties and behaviours which are not apparently evident in the individ-
ual experimental studies. The models enhanced our understanding of the phenomenon of adaptive immune 
response system during HCV infection. Once the model was verified, few of the perturbation experiments were 
applied to propose immunomodulatory therapies to augment the existing IFN-α/RBV therapy. The ease of in 
silico experimentations provided in PNs model could assist in the development of new immunomodulatory treat-
ment regimens along with the discovery therapeutic vaccines against chronic HCV and other viral infections. The 
modelling approach applied in this study is straightforward and can be extended to other biological systems to 
better explore specific behaviours.

Results
Logic based diagram depicting the essential features of the adaptive immune signalling dur-
ing HCV infection. The logic based diagram of adaptive immune response (Fig. 1) is a comprehensive and 
detailed visual representation of the complex molecular regulation, orchestrated by series of signalling pathways 
based on experimental data. This illustration highlights the complexity of the model and the extent of interac-
tions amongst the diverse cell populations. As demonstrated in Fig. 1, significant signalling cascades triggered in 
adaptive response by the activation of interferons, several immune related cytokines, DCs, NK cells, CD4+ and 
CD8+ T cells, B-cells which cooperate to defend hepatic cells against HCV infection. These signalling cascades 
are generally observed and studied as distinct entities instead of an integrated complex of molecular interactions. 
Thus, in order to study the system holistically, a comprehensive network is formulated by assimilating significant 
interactions recognized in various earlier experimental studies. The arrangement of the components/entities and 
their interactions in the designed pathway facilitate the visualization of paths and events followed by the system 
from the preliminary cause to the ultimate outcome.

Typically, the immune signalling pathways are triggered by the HCV particle which targets the hepatocytes 
and releasing its RNA. The primary line of defence is the generalized innate immune response against the viral 
infection which afterwards activates more specified adaptive immune response elements16. The intercellular sig-
nalling (systematized by chemokine, cytokines and cell surface receptors) and intracellular signalling (achieved 
by the network of signalling pathways) is induced through several vital regulatory immune elements17. Once 
the HCV RNA is released, the type I and III interferons are produced through innate response4. Subsequently, it 
stimulates the adaptive responses via activating the NK cells and DCs residing in the liver18. DCs are crucial for 
recognizing pathogens in addition to the triggering of adaptive immunity. Then they further activate NK cells 
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(reciprocal activation), T-cells (CD4+ cells, CD8+ cells and T-regulatory cells, Cytotoxic T lymphocytes (CTLs)), 
by releasing interferon γ, λ along with several other cytokines as shown in the Fig. 118,19.

Crosstalk between innate and adaptive immunity mediated by NK cells. Initially, NK cells estab-
lish host innate defence to counter viral infections. In case of HCV infection, NK cells are triggered through type 
IFN-I (α, β) produced by affected hepatocytes20. In addition to it, NK cells can also be activated via IL-12 secreted 
by DCs, hence sanctioned to eradicate infected cells21. Although classically NK cells are viewed as components 
of innate immune system, but it has been shown clearly in several studies that they have a substantial part to play 
during adaptive immune response as well22. They are a major source of IFN-γ and tumour necrosis factor-alpha 
(TNF-α) which hinder viral replication without destroying the hepatocytes22. Moreover, they may bring about 
partial or complete DCs maturation. NK cell activity is rigorously directed by the stimulating and inhibiting NK 
receptors (NKRs) which mainly consist of inhibitory killer Ig–like receptors (KIRs)20–24. Furthermore, NK cells 

Figure 1. HCV infection and key adaptive immune responses: As soon as HCV RNA is recognized by host cells 
in the liver (Hepatocytes). In response, innate immune system produces Type I and II interferons to trigger an 
antiviral state16,18. While adaptive immune response is initiated by several main entities in the immune system. 
They include, (a) memory Dendritic cells (mDC) that activate CD8+ cells, CD4+ cells and natural killer (NK) 
cells by releasing cytokines IL-15, IL-4, IL-1218 (b) NK cells produce interferon-γ to mediate antiviral effects.  
(c) CD8+ cells and CD4+ cells control the T- helper cells (Th1 & Th 2) which as a result regulate the macrophages 
functionality, induce Cytotoxic T cells (CTLs) and T-regulatory cells (Tregs)7 (d) CD81 NK receptor is blocked 
by HCV E2 protein, reducing release of interferon-γ and cytotoxic particles by NK cells23 (e) MHC class I 
expression is increased on affected hepatocytes by HCV core protein, hence reducing activity of NK cell against 
affected cells88. HCV also rises the regulatory T cells in liver24. (f) NK cells activity is reduced by regulatory 
T cell secreting IL-10 and transforming growth factor–β (TGF -β)24. (g) Humoral responses are activated via 
CD4+ cells by the release of IL-21, IL-4, IL-6 and IL-5.
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also exhibit reciprocal and regulatory interactions with DCs, macrophages, T and B cells thus operating to inten-
sify or diminish immune response reactions25,26.

Virus-specific T-cell mediated responses. T-cells specific antiviral response is the main component of 
the immune system to control viremia7. Many T cell subsets have been characterized depending upon the expres-
sion of distinct cell surface markers and/or the effector molecules produced by a particular T-cell population. 
HCV-specific CD8+ T cells are able to control virus by two effector approaches (a) they can cytotoxically destroy 
affected target cells (mainly liver cells) that use HLA class I molecules to present viral antigens on their surface 
and (b) they also play a role in controlling viruses by non-cytolytic mechanisms, including cytokines secretion 
(such as TNF-α, IFN-γ)2,3,5,16,17,20,27. Helper CD4+ T cells support the functional mechanisms of cytotoxic CD8+ 
T cells28. Along with that, the initiation of co-stimulatory signalling pathways facilitate the cytotoxic potential by 
the release of cytokines including IFN–γ and IL-229. Various regulatory T cells (Tregs) also participate in HCV 
immunology. Tregs have been associated to HCV-specific exhausted T cell phenotype during early infection 
phase, causes failure of T-cell and chronic infection. Tregs act as a shield from immunopathological effects by 
chronic inflammation7. Induction of Tregs can be enhanced by elevated levels of TGF-β, mainly produced by 
affected liver cells24,30.

Humoral immune responses during HCV infection. Majority of the patients chronically infected with 
HCV have HCV-specific neutralizing antibodies but they are limited in functionality. Several mechanisms are 
involved in evasion of viral particles from humoral immune response2,4,16. Hence, viral quasispecies evolution that 
exhibit alterations within target epitopes leading to viral escape from neutralizing antibodies31. Thus, their ability 
to control and clear the infection is limited in case of HCV.

Adaptive immune response failure in controlling HCV. Several mechanisms that exhibit an 
HCV-specific anomaly towards immunity have been stated in previous studies2,16,27. Amongst them, failure of 
sustained antiviral responses by T cell is major determinant of persistent/chronic HCV infection. The important 
mechanisms in T-cell response failure include (a) incapability of effector T cells to migrate towards the site of 
infection in liver as well reduced antigenic presentation (b) another contributing mechanism to T cell dysfunction 
include expression of inhibitory receptors. The key factors in failure of immune process include constant anti-
gen activation, reduced help of CD4+ T cell along with the activation of Tregs2,3,27. T cell responses (CD4+ and 
CD8+) specifically against HCV are noticeable in persistent infection but ineffective against HCV. Nevertheless, 
CD4+ and CD8+ T cells obtained from HCV infected chronic patients exhibit maturation anomalies consisting 
of decreased cytotoxic capacities, lesser Th1-type cytokines secretion as well as a minimum proliferative potential 
as a result of ex vivo antigenic stimulation16. T-helper cells prompt DCs to prime CD8+ T cells, identify antigens 
by CD8+ T, CD4+ T cells on the same APC (antigen-presenting cell) is probably the major characteristic of 
antigen-specific T cell help. Therefore CD4+ T cells failure may restrict chances of CD8+ T cells priming via 
completely stimulated HCV antigen- loaded DC2,3,27.

Model based insights into the adaptive immune system during HCV infection. Several studies 
demonstrate that the consequences of a viral infection are governed by the host potential to elicit strong antiviral 
responses as well as viral preventive mechanisms2–4,7,16,17,20,21,32. The current study attempts to model these diverse 
mechanisms and explores the critical balance and limiting factors associated with the elimination of the virus. The 
HCV adaptive immune response model comprises of almost all the known players of the adaptive immune sys-
tem. The cells include mainly CD4+ and CD8+ T cells, NK cells, macrophages, Tregs, Exhausted T cells, B-cells, 
antibodies and various cytokines (IFN-y, TNF-α, TGF-β, IL-10, IL-12, IL-21, IL-15, IL-2) mediating the cellular 
signalling (Fig. 1). All of these key players have been seen to be involved in viral clearance as reported in various 
studies3,5,27. Therefore, it is quite plausible to have a well-synchronized interaction of diverse kind of immune cells 
to estimate an effective immune response against HCV, nevertheless, very limited information about the exact 
interaction amongst these cross-talks are available.

We have attempted to generate PN models taking the knowledge based logic diagram (Fig. 1) into account, 
depicting various states during HCV infection. First, a baseline model (Supplementary File 1) was constructed 
exhibiting the basal levels of all the entities in the absence of any kind of infection. We refer to it as Baseline Model. 
The Baseline model efficiently demonstrates the normal behaviours of a control system. It was then extrapolated to 
include the effects of HCV infection and its proteins (Core, E2) on the system which resulted into two additional 
models. One representing the successful immune response leading towards clearance of infection, referred to as 
Effective Adaptive Immune Response Model, while the second model signifies that the system is moving towards 
chronicity and persistence of infection, referred to as Failed Adaptive Immune Response Model. Subsequently, a 
treatment response model was created to analyse the effect of IFN-α/RBV therapy on the immune system. Later, 
the predictive ability of the PN models was used to examine various immunomodulatory conditions and to pre-
dict and propose the best immunomodulatory therapeutic possibilities.

The model assumes that once acute infection is established, host machinery reacts to eliminate the virus by 
triggering immune responses. Alongside, the virus continues propagation by utilizing the available nucleotides 
and amino acids for replication and translation within the host. Viral and host proteins/cells and subtypes in 
the model are represented by continuous places, whose input transitions continuously add tokens to them with 
time. The immune cells and various subtypes, based on the expression of markers, are given a separate “place” in 
the model in order to easily differentiate and study the behaviour. Initially a token is transferred to each place by 
input transitions, which represents the existence of a protein and does not ascribe to the definite expression level 
of a protein. Furthermore, the processes occurring in the cells are represented by transitions. Here, the groupings 
of input and output edges (arcs) are dependent entirely upon the kind of cellular mechanisms and molecular 
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interactions involved within. Thus, input and output edges are used in combinations to model various biological 
mechanisms that facilitate the flow of cellular signals. Time units are denoted by specific time blocks, in which 
each transition fires once. The mass action kinetics (1) is used to fire the transitions and the signal flow is primar-
ily based on the interconnecting arcs of the network.

To verify the correctness of the model, simulations run was used to get relative expression values for all the 
cellular and cytokine responses. These values were then compared with the Baseline model (supplementary file 1) 
to get insights into the differential system behaviours during each state. These results emphasize on the multifac-
eted dynamics which triggers the adaptive immune response against HCV and also specifies the variable levels of 
biological implications at several stages of infection. For clarity in PN illustrations, cytokines are highlighted by 
green colour while immune cells are represented by blue colour.

Model of the Effective Adaptive Immune Response system: NK cells mediators of innate and 
adaptive immune response crosstalk. Cytokine dynamics is thought to be the main regulatory factor in 
the entire immune system6,33,34. Cytokines have generally been divided into various categories depending upon 
its function, (a) pro-inflammatory cytokines including TNF-α and IL-6 (b)Th1 cytokines (IL-2, IL-12, IFN-γ), 
that are produced by Th1 activated lymphocytes, (c) Th2-type cytokines (IL-5, IL-4, IL-10). Th2 cytokines play 
a significant role in the downregulation of Th1 response, this leads to the inhibition of antigen-presentation on 
macrophage and promotes B-cell proliferation, resulting in specific antibody release.

PN model of the Effective Adaptive Immune Response is illustrated in Fig. 2. The behaviour of significant 
entities and plausible relationship amongst various cytokines concentration is observed via simulations of the 
model and have been represented in Figs 3 and 4. These and many other biological observations are reproduced 
efficiently by the models generated in this study which verify the correctness and soundness of the models.

As observed in the model simulations of cellular response (Fig. 3), there is a surge in HCV CD4+ response 
(Fig. 3A) which helps in the increase of percentage and functional effects of CD8+ T cells (Fig. 3B). HCV CD4+ 
T cells are vital to adaptive response as they trigger both cytotoxic and humoral responses35. They are able to 
produce Th1- cytokines like IFN-γ that aids in the recruitment of neutrophils and macrophages and cause a 
robust inflammatory response. A multi-specific, robust, continuous, CD4+ -T-cell-specific Th1 response dur-
ing HCV infection results in the clearance of infection. CTLs being the key effector cells, facilitate viral clear-
ance using apoptosis-related cytolytic mechanisms by releasing type I cytokines; IFN-γ and TNF-α. The model 
clearly depicts that CTLs are substantially activated (Fig. 3C), leading to strong cytotoxicity and have the ability 
to produce strong IFN-γ response. The relative effect of helper CD4+ cells in spontaneous clearance of acute 
HCV infection was observed by Smyk-Pearson et al. and established the although HCV-specific CTLs are present 
during infection, and they are able to produce IFN – γ, proliferate, have cytotoxic behaviour but they still did 
not certify resolution of infection, but either these CTLs are initially primed with CD4+ T cell help or not was 
a vital factor36. An initial increase in exhausted T cells (Fig. 3D) is observed but later on the relative expression 
tappers down as the system moves towards resolution of infection. Amongst other cellular responses, a notice-
able increase in NK cells (Fig. 3E) is detected during early infection. NK cells employ their antiviral activity via 
direct, non-MHC-restricted cytotoxic processes and production of IFN-γ21. NK cells also regulate other adaptive 
immune mechanisms either directly or indirectly. The crosstalk of NK cells particularly with DCs macrophages 
and T cells is important21. NK cells seem the chief cellular player mediating a crosstalk amongst innate and 
adaptive immune components. A plausible role of NK cells during HCV immune biology is also reinforced by 
the fact that they are stimulated during acute infection phase, as shown by an amplified expression of subsets 
NK cells37. This is contemporary to strong induction of IFN-γ and associated cytotoxicity. NK cells are crucial 
to the resolution of infection because NK cell lines that have been stimulated by cytokines and primary NK cells 
obtained from naive individuals and might lead to the lysis of HCV-replicating cells, predominantly at elevated 
effector-to-target ratios38 also, simultaneously secreting IFN-γ which inhibits HCV replication39. A small amount 
of Tregs (Fig. 3F) is also observed to be expressed during adaptive immune response. Although Tregs are negative 
regulators of T cells and promote the infection towards chronicity but their regulatory effect is required to protect 
the liver from damaging effects of inflammation40. The inhibitory effect is negligible here in these circumstances.

The notable cytokines whose variations strongly affect the outcome of infection are shown in Fig. 4. Among 
cytokine responses, IFN-γ is the main mediator of adaptive immunity, sets in motion various cellular responses 
and seems to be highly expressed as a response to infection. However, it was noted that the higher amounts of 
IFN-γ do not ensure recovery alone. Thus, in all the models’ simulations a very high amount of IFN-γ is present. 
A surge in the amount of TNF-α (Fig. 4A) signifies clearance of infection as it is an antiviral cytokine which 
effect the viral clearance as well as limiting the tissue damage. TGF-β (Fig. 4B) promotes infection related tumour 
development and tissue injury. In the resolved infection, comparatively lesser amount of TGF-β is observed. 
Importantly, the ratio of TGF-β and TNF-α is important rather than absolute standalone quantities. In resolved 
infection higher TNF-α to TGF-β is present (Fig. 4). As Tregs are activated in a small number thus, thus IL-10 
(Fig. 4C) is also noted to be low as compared to chronic infection. IL-12 (Fig. 4D) is highly important cytokine 
regulating CD8+ cells and sanctioning their differentiation. On the other hand, IL-2 (Fig. 4E) is important for 
CD4+ mediated immune response and survival of CD8+ cells. The increase in the levels of IL-21 (Fig. 4F) is 
noted which is also a critical determinant in CD4+ T-cell response41. It helps in proliferation of NK cells and 
also mediating crosstalk amongst B-cells and T cells leading towards humoral responses. Thus, it induces both an 
adequate isotype switching in B-cells and an ADCC specialized NK cell subset response (Fig. 1)41,42. Main effects 
of successful adaptive immune response include but not limited to, increase in cytotoxicity via CTLs, increase in 
TNF-α and IFN-γ production, lower level of Tregs and IL-10. These effects have been reciprocated by our model 
making the model a good base to experiment further.
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Model of the Failed Adaptive Immune Response: Persistence of viremia leading towards chronic 
infection. In case of failed host immune response, it leads towards the persistence of viremia and chronic 
infection. The key regulators in such a scenario have been modelled and are represented in Figs 5, 6 and 7. The 
PN is illustrated in Fig. 5 while simulation results are shown in Figs 6 and 7 comparing the relative concentration 
levels of cellular and cytokine responses (in case of failed immune response) with baseline model (Supplementary 
File 1).

Figure 2. Illustration of the PN model representing Effective Adaptive Immune Response against HCV. A 
circle represents a continuous place, signifying HCV proteins, host signalling proteins, receptor complexes 
and cellular enzymes. A square box represents continuous transition, demonstrating all cellular mechanisms 
comprising of replication, transcription, translation, activation, deactivation, endocytosis and exocytosis. 
A directed arc links a standard transition to a standard place and vice versa. An inhibitory edge denotes the 
inhibitory outcome on a biological process by an entity (Enzymes, host and viral proteins). Arcs weights are 
equal to 1 except stated otherwise. Green coloured circles represent important cytokines, blue coloured circles 
represent cells involved in immune response, while red coloured circles represent HCV and its proteins.
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It is observed in Fig. 6, in the absence of viral clearance, there is a decrease in CD4+ cellular response (Fig. 6A) 
as compared to a resolved infection (Fig. 3A). This results in scarce production of Th1-type cytokines along with 
decreased proliferation in response to stimulation by an antigen. CTLs are lower in concentration (Fig. 6C) and 
with impaired proliferation and cytokine production as a result of comparatively low IFN-γ production. Evidence 
also suggests that during chronic HCV infection, HCV specified CTLs are few exhibiting decreased performance, 
they also display anergic features with reduced inducement of type I IFNs6. The CD8+ T cells experience exhaus-
tion phenomenon (Fig. 6D) due to chronic antigenic stimulation leading to the increased expression of inhib-
itory receptors such as Programmed cell death protein 1 (PD-1), Cytotoxic T-lymphocyte-associated protein 4 
(CTLA4) and T cell immunoglobulin and mucin domain 3 (TIM3) receptors. T-cell exhaustion is believed to be a 
critical determinant during chronic infection leading towards reduced cytotoxicity and persistence of infection43. 
Convincing evidences are present for exhaustion and anergic T cells during HCV chronic infection44,45. Elevated 
levels of PD-1, TIM3 and CTLA4 expression are related to CTL dysfunction, resulting in lesser quantities of 
TNF-α and IFN-γ, as compared to their counterparts44,45. The core protein of HCV also disrupts host adaptive 
immune response by effecting the expression of PD-L1, which supports T cell dysfunction. Thus, leading towards 
lower CD8+ cell functionality. NK cells count lowers (Fig. 6E) as a result of HCV E2 protein inhibiting the func-
tion of NK cells by crosslinking CD 81receptor46. Furthermore, a relatively high level of Tregs (Fig. 6F) is observed 
during chronic infection which downregulates the effecter function of immune cells.

The analysis of cytokines response revealed that TNF-α to TGF-β ratio is low as compared to resolved infec-
tion. It is observed that TNF-α (Fig. 7A) is relatively reduced while TGF-β (Fig. 7B) production is increased. 
IL-10 (Fig. 7C) is highly increased which strongly attenuate the proliferation of CD8+ T cells and CD4+ T cells. 
TGF-β being a regulator of thymic T–cell development and differentiation, maintains T-cell homeostasis47. These 
immunomodulatory cytokines are believed to be negative repressors of inflammation and regulate hepatic immu-
nity. Alternative probable mechanism of aberrantly regulated cytokines in chronic infection results from Tregs 
mediated immune regulation. These cells release both IL-10 and TGF-β in high amount thus inhibiting prolifer-
ation as well as cytokine release via T cells, either directly or by other related mechanisms48. Suppression of IL-12 
(Fig. 7D) and IL-2 (Fig. 7E) occurs during chronic infection leading to low production of IFN-γ via T cells. Also, 
it leads towards more Th-2 mediated mechanisms. IL-21 expression is also lowered (Fig. 7F) which might lead to 
impaired humoral responses. IL-21 is negatively correlated with HCV RNA49 thus IL-21 producing CD4+ cells 
might help in the rescue of HCV specified CD8+ T cells for the control of viremia.

Figure 3. Comparison of relative change in expression levels of cellular entities during HCV infection and 
Effective Adaptive Immune Response. Y-axis represents the relative expression level of cellular entities during 
in Effective Adaptive Response Model as compared with baseline model, while X-axis shows time units. Black 
line signifies the relative activity level prior to HCV infection while red line represents the relative activity level 
afterward successful response to HCV.
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The main effects of failure of immune response are characterized by inhibition of NK cells and T cells by HCV 
proteins (core, E2), lower cytotoxicity by CTLs and CD8+ cell dysfunction leading to exhausted T cells response.

Treatment response model. Once it is established that the model satisfies all the major features of var-
ious stages of infection, we further explored how the system supposed to behave on introduction of any treat-
ment into the system. Hence, the current immunomodulatory treatment of HCV, which comprises of PEGylated 
interferon-α (IFN-α) and ribavirin (RBV), has been employed in the model. As PegIFN-α/RBV have been 
regarded as standard of care (SOC) for a long time, with sustained virological response (SVR) rate estimated at 
40–50% in patients infected with genotypes 1 and 4 and up to 80% SVR rates in individuals with genotypes 2 and 
350. Where SVR is defined as the HCV RNA that is undetectable after completion of treatment and even after six 
months50. Although direct antiviral agents have shown a promising result in terms of lowering the viral infection 
but these treatments are reportedly hindered by resistance and relapse. The prime goal of DAAs is to inhibit the 
specific viral proteins which helps in its replication. Contrary to it, the immunomodulatory treatments enhance 
the hosts own immune response mechanisms to eliminate the virus from the body. Therefore, the immunomod-
ulatory treatments cannot be ruled out of HCV treatment regimens.

Consequently, we extended the model by introducing the entities such as PEGylated-IFN-α and RBV to 
explore the performance of various cellular and cytokine responses during treatment stage (Fig. 8). Accordingly, 
a Treatment response model was generated and verified that it can accurately recapitulate the basic mechanisms 
and adaptive responses during IFN-α/RBV treatment of chronic HCV infection. The effects observed during 
the treatment response model are analysed according to the mechanism of action of both agents mentioned in 
literature.

Several theories regarding the mechanism of action of ribavirin have been developed. RBV is known to be a 
guanosine analogue supposed to elevate the effector function of IFN51 and avert relapse by raising the mutation 
rate of HCV52. RBV is also known to deplete the intracellular guanosine triphosphate (GTP) reservoir by acting 
as an inhibitor of inosine mono-phosphate dehydrogenase (IMPDH)53. HCV RNA–dependent RNA polymerase 
is directly affected by antiviral RBV51–55. Moreover, RBV greatly effects the adaptive immune responses as it is 
involved in tipping the T helper balance from a Th2 cytokine profile to an effective antiviral Th1 cytokine profile 
(Fig. 8).

Besides, IFN-α therapy induces high rates of SVR by preservation of substantial multi-specific HCV-specific 
CD4+ T cell responses (Fig. 8C)56. It is predicted that the treatment restores the IFN-γ production (Fig. 8H) via 

Figure 4. Comparison of relative change in expression levels of cytokines response during HCV infection 
and Effective Adaptive Immune Response. Y-axis represents the relative expression level of cytokines during in 
Effective Adaptive Response Model as compared with baseline model, while X-axis shows time units. Black line 
signifies the relative activity level prior to HCV infection while red line represents the relative activity level 
afterward successful response to HCV.
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NK cells as they induce cytotoxicity that is related to virologic response57. Therefore, NK cell activation specifies 
responsiveness to IFN-α–based treatment and proposes the connection of the innate immune cells to viral clear-
ance. However, in the model the there is no significant elevation in the NK cells levels which might explain the 
treatment failure or reduced response to treatment. IFN-α has several effects in stimulating the immune system. 
However, some mechanisms of IFN-α could perhaps have negligible effects or more significant ones as treatment 
lingers on.

Figure 5. Illustration of the PN model representing Failed Adaptive Immune Response against HCV infection. 
A circle represents a continuous place, signifying HCV proteins, host signalling proteins, receptor complexes 
and cellular enzymes. A square box represents continuous transition, demonstrating all cellular mechanisms 
comprising of replication, transcription, translation, activation, deactivation, endocytosis and exocytosis. 
A directed arc links a standard transition to a standard place and vice versa. An inhibitory edge denotes the 
inhibitory outcome on a biological process by an entity (Enzymes, host and viral proteins). Arcs weights are 
equal to 1 except stated otherwise. Green coloured circles represent important cytokines, blue coloured circles 
represent cells involved in immune response, while red coloured circles represent HCV and its proteins.
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It was observed through the model simulations that HCV replication is halted to downregulate the produc-
tion of HCV proteins. However, we are interested to demonstrate the important cytokine and cellular regula-
tors of adaptive immunity which are differentially affected during the course of HCV treatment. Several cellular 
responses and cytokines levels altered during treatment perturbations introduced in the model. Amongst them, 
a noteworthy rise in CD4+ cells (8 C), cytokine such as IL-21 (8I) and IL-4 (8 J) and a strong reduction in IL-10 
is observed (8 G). It is also known that higher IL-10 concentration levels are present in the chronic infection58–60. 
After therapy response, the IL-10 levels were observed to be downregulated (Fig. 8G). Moreover, the IL-12 levels 
are found low in response to treatment as compared to chronic infection (Fig. 8L). However, high expression 
levels of IL-12 are determinants of resolved infection33,55. Both IFN-α and RBV differentially regulate the Th1 and 
Th2 cytokines as shown in several studies51,55,61. Their combined effects result in the suppression of IL-10 pro-
duction but maintains a relatively good expression levels of IL-12, this eventually favours effector T cells for viral 
clearance. However, it is not always the case during the patients’ treatment response. That is why this balance can 
be toppled very easily by various other related partners involved which might result in the failure of the treatment. 
In the case of treatment failure, the chronic increase in PD-1 and other inhibitory receptors expression on T lym-
phocytes is observed, and hence an increase in exhausted T cells and Tregs. The most critical factors highlighted 
during the analysis of the Treatment response model include IL-10, IL-21, IL-12, IL-2 which determine the treat-
ment outcome in terms of clearance of infection by modulating pro-inflammatory response. These determinants 
were selected for further analysis to propose combination therapy of immunomodulatory agents in conjunctions 
with PEGylated-IFNα/RBV treatment.

In summary, IFN-α/RBV acts to enhance the immune system and regulate the negative effects of immune 
activation. The discrepancies observed in responders and non-responder patients seem to be mediated by the 
inherent defects or differences in baseline activation of several cytokines in various individuals. It is primarily 
based on the immune signatures unique to every individual. It is noteworthy that the microenvironment of each 
cell is different and it might affect the cytokine balance very precisely. Pinpointing those limiting factors during 
treatment response is of great importance for immunomodulatory therapies of HCV.

Proposed therapeutic interventions: Effect of perturbations by inhibition of specific targets.  
In the context of PN, we had a liberty to showcase various types of inhibitions and knockout experiments. 
therefore, we studied various host immune regulatory mechanisms which effect the proliferation and survival 
of immune cells (CD8+ and CD4+ T cells, CTLs, Tregs, Exhausted T cells, and NK cells). Such regulatory 

Figure 6. Comparison of relative change in expression levels of cellular response during HCV infection and 
Failed Adaptive Immune Response. Y-axis represents the relative expression level of cellular entities during in 
Failed Adaptive Response Model as compared with baseline model, while X-axis shows time units. Black line 
signifies the relative levesl prior to HCV infection while red line represents the relative levesl afterward failure of 
immune response to HCV.
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mechanisms are necessary in maintaining the normal physiology and to help maintain a balance amongst 
immune related responses by attenuating them and limit the injury to the tissue due to increased inflamma-
tion24,34,62–64. As discussed earlier, in the context of viral infections, specifically the HCV, similar mechanisms 
are activated to help the survival and propagation of the virus58,64,65. Based on these facts, it is assumed that 
HCV regulates hepatic adaptive immunity by activating such regulatory mechanisms. These mechanisms are 
correspondingly potential therapeutic targets, in order to recover the host immune responses. The critical factors 
selected during the study of treatment response model (IL-12, IL-21, IL-10, exhausted T cells) were perturbated in 
further in silico experiments by increasing or decreasing the levels of various cytokines in the model. IL-12 was 
not included in further analysis as literature shows that IL-12 is not an effective treatment option for HCV66. The 
simulation analysis enabled us to propose three therapeutic options which might be helpful in immunomodula-
tion during HCV infection treatment along with classical therapy.

Reversal of T cells exhaustion. The exhausted HCV-specific T cells displaying anergy are present in 
chronic HCV infection. This could be exploited through a possible therapeutic approach which could effectively 
reverse the T-cell exhaustion and enable the immune cells to control the virus. As T-cell dysfunction/exhaustion 
is promoted by several immune regulatory mechanisms including but not limited to as presented in the Fig. 9. The 
proposed therapeutic options are discussed below where the varying levels of CD4+, CD8+, CTLs, Exhausted T 
cells, NK, and Tregs can be exploited for the proposed treatments. The proposed Immunomodulatory treatments 
may include IL 21 therapeutics, blocking of inhibitory receptors and introduction of anti-IL-10 antibodies to 
helps in a sustained adaptive immune response.

IL-21 therapeutics can partially restore cytolytic activity. As discussed earlier, IL-21 is a crucial fac-
tor in CD4+ T-cell response and also helps in NK cells proliferation as well as mediating the crosstalk amongst 
T-cells and B-cells41. IL-21 may exert its controlling function on Tregs while positively contributing to CD8+ 
T-cell responses49. In the first perturbation experiment, a hypothetical recombinant IL-21 was studied as a 
co-stimulating immunomodulatory agent in HCV treatment. The levels of IL-21 were increased by introducing 
a continuous source place in the model, such that its effect on various cells involved in HCV clearance could 
be analysed simultaneously. Analysis of the simulation results (Fig. 9C (i)) revealed that not only CD4+ T cell 
response is improved (Black line, Fig. 9C (i)) but also there is a marked increase in the CTLs activity (Blue line). 
This observation reveals that the hypothetical recombinant IL-12 treatment recovers the CD4+ T-cells in the 

Figure 7. Comparison of relative change in activity levels of cytokine responses to chronic HCV infection 
and Failed Adaptive Immune Response. X-axis depicts time units while the Y-axis signifies relative activity level 
variation in the cytokine entities during failed adaptive immune response when compared with baseline model 
PN (Supplementary File 1). Black line shows the relative activity level before any sort of HCV infection is 
present while red line shows the relative activity level after establishment of chronic HCV infcetion.
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system and also significantly stimulates cytolytic mechanisms. It aids the control of viremia and facilitate HCV 
clearance. In terms of a co-stimulatory agent, IL-21 appears be a quite effective cytokine, which can sustain T-cells 
responses and thus has a potential to be considered in combination therapy to augment the current therapies in 
controlling the viral infection49,67,68.

Figure 8. Adaptive immune response during treatment (PEGylated IFN-α/RBV). (A) Represents probable 
effects of PegIFN-α and RBV on adaptive responses during treatment. The treatment model was simulated 
and the resulting graphs are presented. x-axis represents time while y-axis depicts relative concentration levels. 
Black line represents the relative expression levels of the entity during chronic infection, red line represents the 
activity levels during resolved infection, while blue line represents the change in activity levels after treatment is 
introduced in the system.
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Blocking of inhibitory receptors lowers exhausted T-cells count. As discussed earlier the 
loss of CD4+ T cell help in proliferation of CD8+ T-cells results in CD8+ T cell exhaustion and persistent. 
Helper CD4+ T cells are significant in the activation of DCs to prime CD8+ T cells. However, the sustained 
up-regulation of inhibitory receptors PD-1, CTLA4 and Tim3. The HCV core protein strongly upregulates the 
expression of PD-L1, a ligand for PD-1 receptor, which is known to promote T cell dysfunction69. Blocking these 
inhibitory receptor poses a significant therapeutic option as several studies on various viruses have shown a 
significant degree of therapeutic promise70. Subsequently, in the next perturbation experiment, we blocked the T 
cells expressing inhibitory receptors to measure the effects on cellular responses. PD-1 blockage does not seem 
clinically wise decision based on its importance in maintaining normal physiology of the liver. Thus blockade of 
Tim-371 or CTLA-4, may hold some immunotherapeutic promise. Upon inhibition of cells expressing the inhib-
itory receptors a considerable reduction in the viremia along with expression of Th1 profile is observed. From 
Fig. 9C (ii), it can be observed that the exhausted T cells are comparatively low in proportion (Pink line) and the 
CD8+ T cell (red line) are seen to be slightly highly expressed.

Anti-IL-10 antibody helps in a sustained NK cell response. Another plausible immunomodula-
tory strategy could be counteracting IL-10 to reduce its regulatory effect on T-cell maturation and proliferation. 
Enhanced production of IL-10 cytokine is noted in earlier studies due the effects of core protein of HCV72. As 
IL-10 is an immunomodulatory cytokine which is primarily considered to reduce the cytotoxic potential of T cells 
as well as NK cells58. However, the immunomodulatory potential of IL-10 is also essential for regulating inflam-
matory responses and helps to reduce immune related tissue injury59. IL-10 also inhibits IL-12 production65,73, 
even though IL-12 helps in the activation of NK cells via DCs. The inhibitory effects of IL-10 on activated mac-
rophages has also evidence by decreasing TNF-α74. Furthermore, it is also known that IFN-γ suppresses the IL-10 
concentration levels58,60. Thus, the ratio of IL-10 to IFN-γ is critical for deciding the fate of infection6. The hypoth-
esis saying that if IL-10 production is blocked/inhibited, it will result in the improvement of HCV specific T-cell 
response was tested further. Hence, we designed an in-silico experiment to check the effect of decreased concen-
trations of IL-10 in the system by introducing anti-IL-10 antibody. Figure 9C (ii) shows the simulation results 
of the perturbation experiment. Apart from the rescue of HCV-specific CD8+ T cell responses, an increase in 
CD4+ response is also observed. IL-10 antibody treatment result in a sustained NK cell response which is quite 
necessary for the upregulation of innate and adaptive immunity. Thus, it seems that the higher percentage of IL-10 

Figure 9. Proposed immunomodulatory treatments and their effect on key cellular immune responses. (A) 
Factors involved in T-cell exhaustion. (B) Proposed treatment possibilities and perturbations introduced in the 
model. (C) Relative expression levels of key cellular responses of adaptive immunity including CD4+, CD8+, 
CTLs, Exhausted T cells, NK, and Tregs. Time units are presented on X-axis while relative expression levels 
are presented on y-axis represents. (i) The relative expression levels of key cells after IL-21 cytokine treatment. 
(ii) Relative expression levels of key cells after blocking of exhausted T cells inhibitory receptors. (iii) Relative 
expression levels of key cells after anti-IL-10 antibody treatment.
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in chronic HCV infection represses the NK cell function. This repression can be overcome by anti-IL-10 antibody 
as shown by the model simulation experiment.

Hence, it is suggested that inhibition of various co-inhibitory pathways via hypothesized inhibitors, IL-21 
treatment and IL-10 antibody may differentially enhance CTL effector functions, CD4+ cells and likely to 
improve a therapeutic response when used in combination to other conventional therapies available such as 
IFN-α/RBV.

Discussion
Adaptive immune responses take weeks or sometime months to initiate after established viral infection. The role 
of liver specific aspects as well as viral proteins in the attenuation of adaptive immune responses during HCV 
infection is still unclear. Immunomodulatory activity of HCV proteins mediated by envelope protein E2 and 
core proteins is reinforced by in vitro cell culture experiments46,75. NK cells are a vital direct mediator of immune 
responses and it might be suppressed by the HCV E2 protein. Similarly, HCV core-mediated DC dysfunction 
occurs via attenuating of IL-12. Thus, inhibition of antigen presentation on DCs might be interceded further by 
the effects of viral proteins. Furthermore, T-cell exhaustion is critical determinant in chronic infection. Similarly, 
it is observed that those patients who can clear the infection show mature CD8+ memory cells maintained by 
increased number of HCV specific CD8+ cells. Failure to clear the infection results in the persistent display of 
HCV peptides on the hepatocyte surface, Immune mediate liver injury is the consequence of chronic activation or 
presence of CTLs. Additionally, the increased production of TGF-β and other related pro-inflammatory cytokines 
activates stellate cells, which are the primary cause of fibrosis, which results in significant liver damage. A strong 
antibody response to HCV infection is detected quite early in the infection phase. However, the functional capa-
bility of the neutralizing antibodies is quite low. Clearance of infection require vigorous, robust and multi-specific 
antiviral host immune response76.

However, the fact that despite such an adverse scenario, a considerable percentage of individuals clear the virus 
without any treatment, termed as spontaneous clearance. This phenomenon offers hope that somehow fine-tuning 
the system towards T cells may provide a plausible direction for the resolution of viral infection in the infected 
individuals. The treatment options available for now are classical IFN-α/RBV immunomodulatory therapy and 
recently introduced DAAs which work by blocking specific viral proteins. Immunomodulatory therapy of HCV 
involving IFN-α is still considered SOC therapy for most of the patients. The introduction of direct acting antivi-
rals (DAAs) have significantly increased the treatment outcomes but it is important to note that these treatments 
have associated limitations. Resistance, toxicity and pre-mature cessation of therapy is a major concern for these 
targeted therapies. This suggests that the host immune response is essential element of therapy for HCV elimina-
tion. Thus, immune modulation might prove to be an effective regimen when considering combination therapies. 
The strongest evidence that immune modulation is a key component of DAA-based therapies is the difficulty to 
remove ribavirin from the treatment regimen77. Also, it is important to note that it is not enough to stop RNA rep-
lication (the goal of DAAs). Eradication of virus completely from the host is also quite significant in maintaining 
SVR and preventing relapse. Intrinsic immune signatures of the individual host may also determine the outcome 
of treatment. That is why it is quite significant to overcome immune failure in order to clear the virus from the 
host body. Also, those patients who have already not responded to IFN-α/RBV therapy, need new therapies which 
are a long way off. Although both treatments have resulted in good response to therapy in various individuals 
but still large proportion of patients are null responders and many patients suffer from toxicity and negative side 
effects of these treatments. Consequently, a need for new therapies and treatments are still quite challenging task 
ahead. In this regard, new immune modulatory agents which can tweak the system towards more specific T-cell 
responses with Th1 profile are need of the hour. However, limitation of wet-lab studies does not have the liberty 
to study all the related immune parameters in single experiment. Similarly, the high rate of data being generated 
by various individual studies also needs to be analysed as a single system.

In this regard, we have successfully applied PN approach to model a biological signalling network which can 
be used to study various dynamics of the system in the presence of internal or external stimulus. Most mathe-
matical/computational models require detailed parameters describing the kinetic characteristics of the network, 
which are typically quite difficult to obtain for all the entities present in the highly interconnected signalling 
network of proteins. Instead, method used in this study does not necessarily require the detailed quantitative 
data rather it models signal flow in the PN by token accumulation and dissipation within places (proteins) over 
time. The tokenized activity-levels computed by this kind of method are abstract quantities whose changes over 
time correlate to changes that occur in the relative quantities of active proteins present in the cell. Furthermore, it 
can be assumed that the in silico experiments performed, compared the changing levels of proteins relative to the 
“control”. Moreover as several researchers have observed that the connectivity of a biological network commands, 
to a great degree, the network’s dynamics15,78,79. Many have postulated that biological network connectivity has 
evolved to have a stabilizing effect on the overall network dynamics, making the network more robust to local 
fluctuations. Thus, quantitative data such as network parameters, kinetic rates and protein binding affinities are 
not necessarily required to qualitatively model the network. After verifying and validating the models with refer-
ence published data, we utilized the predictive ability of the model to narrow down and tested various immuno-
modulatory agents in combination with IFN-α/RBV. IL-10 antibody, IL-21 treatment and blocking of inhibitory 
receptors of T cells which produced promising results in terms of improving CD8+ and CD4+ T cells responses 
including the reversal of exhausted T cells, increased cytotoxic potential of CTLs and NK cell response. Thus, 
in our opinion current treatments should be used in conjunction with immunomodulatory agents which can 
remove the repressive effects of those cytokines responsible for failure of the adaptive responses. IL-10 antibody 
therapy showed promising results via PN model analysis, the finding postulate that it might be able to better 
use in prognosis of disease, leading towards reduction in chronicity. This observation is in close agreement with 
experiments carried out on HBV by Brooks et al.80. Although IL-10 helps to decrease the disease activity by 



www.nature.com/scientificreports/

1 5SCIeNTIfIC REPORTs |  (2018) 8:8874  | DOI:10.1038/s41598-018-27163-0

reducing inflammation mediated tissue damage81,82. It is also known from some instances that IL-10 inhibits 
CD8+ priming and cytolytic mechanisms in HCV infection83. Nevertheless, the blockade of IL-10 via antibody 
therapy showed promising simulation results (Fig. 9). Also, IL-21 perturbation experiment demonstrated decent 
outcomes in terms of NK cells, CD4+ T cells and CTL responses. IL-21 has been previously shown to regulate 
effector function of CD8+ T cells49. The constructed therapeutic PN model also highlighted the importance of 
IL-21 cytokine in relation to improvement in treatment response.

Thus, in our opinion these treatment options should be considered for combination therapy regimens includ-
ing other direct acting antivirals and immunomodulatory agents. hence, HCV replication could be better con-
trolled simultaneously DAA along with improving immune responses. These and other potential combinations 
can be widely tested through our PN models and the best outcome can be subjected to in vitro experimentations. 
We believe that these approaches will contribute immensely to complement other methods in the biological pre-
dictions regarding immune control of other infections as well.

Methodology
The modelling approach employed in this study is demonstrated in Fig. 10. The approach is adapted from our 
previous pilot study32 to systematically build an adaptive immune signalling PN model.

Overview of the modelling approach. In-depth literature survey of the experimental studies facilitated in 
generating a logic-based diagram of a comprehensive adaptive immune signalling pathways in response to HCV 
infection. It signifies imperative signalling pathways triggered during HCV infection in the form of a comprehen-
sive integrated network. This constructed logical network was then subjected to PN modelling, a mathematical 
formalism for network construction, analysis, and simulation13,14,84. After model generation, various dynamic 
behaviours were studied via simulations run to check for uniformity and agreement with the published data. The 
modelling framework efficiently represent the constructed immune signalling network along with computing 
the eminence of various components and processes occurring within the network. The basic model was then 
extended to perform some in silico experiments to predict various outcomes under altering inducements.

Conversion of the pathway into computable format. PN model of integrated signalling pathway for 
adaptive immune responses against HCV was constructed employing continuous Petri net approach using tool 
Snoopy 2.085. It was a step-wise process to build the baseline model and later extending it to include other related 
parameters of treatment response. The model was then checked and verified for correctness, completeness and 
consistency according to the PN theory.

Continuous Petri net (CPN). CPN is an extension of PN84 in which the marking is given by positive real 
number represented by tokens. The value of token represents concentration. The semantic of a continuous PN 
is given by the corresponding set of ordinary differential equations (ODEs), describing the continuous change 
over time on the token value of a given place. Where the pre-transition flow results in a continuous increase and 
post-transition flow results in a continuous decrease. CPNs are presented as a single holistic system to analyse 
the biological behaviour of each entity especially for in silico experiments. Biological regulatory networks, phys-
iochemical networks, gene regulation, transcriptional, epigenetic, protein-protein interactions and signal trans-
duction can be easily modelled using CPN86.

In a typical PN model, circles represent places and boxes represent transitions which are continuous in nature, 
depicting their true nature within complex biological processes. Transitions in PN represent interactions among 
proteins exhibiting the effects of a source entity on a target entity. Transition firing triggers the source place to 
release the assigned tokens, called as the token-count, which as a result influences the target place. Flow of token 
in such a way enables the signal propagation through directed interactions within a cellular signalling pathway. 
This token flow also depends upon the rates of transitions which corresponds to relative concentration levels of 
reactants and thus can be used to model biological interactions and related enzyme kinetics. PNs can easily create 
models having all continuous transitions, whose rates are differential equations depending on the place mark-
ings or tokens (represented by dots or numbers within the places). The constructed PN models include places 
(representing genes/proteins) and transitions (representing processes such as activation, inactivation) connected 
via arcs (edges). Inhibitory arcs are also supported in CPNs where an inhibitory arc inhibits the token flow from 
either an input place to a transition or from a place to the transition. This feature is very useful to model gene/
protein repression in regulatory networks and to perform various in silico knockout/inhibitory experiments, 
network dynamics of the designed model were obtained by executing the simulation run for each model. The 
transitions are fired randomly to simulate the signalling rates through random interaction occurrences. The aver-
aged token-counts are comparable with experimentally measured variations in the relative expression concen-
trations of distinct entities in the signalling pathway, which reduces the need of kinetic parameters11. Thus, the 
exact kinetic parameters for each enzymatic reaction are not used in the model rather, the relative activity change 
is determined by simulations run. The model is based on the assumption that the main protagonist in the signal 
propagation through a network are the connections amongst various entities involved15. These connections (pos-
itive, negative) determine the effector functions of the signalling network. The model uses this interconnectivity 
of the entities and forms a dynamic system which evolves which time.

Formal definition of Petri nets are as follows:

Directed Bipartite Graph. A directed bipartite graph is a special case in graph theory having two distinct subsets 
of vertices in such a way that subsets do not have any common elements, and edges always link the members from 
different subsets.
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Definition 1 (Standard Petri net):
“A standard Petri net is a quadruple N = (P, T, f, m0),
where:
 P, T are finite, non-empty, disjoint sets. = … …P P P P P{ , , , }n1 2 3  is the set of places and = … …T T T T T{ , , , , }m1 2 3  
is the set of transitions.

∪× × → ≥f P T T P: (( ) ( )) 0defines the set of directed arcs, weighted by non-negative integer values.
→ ≥m P:0 0gives the initial marking87”. (Section 2.2, Page number 6)

Definition 2 (Continuous Petri net):
“A continuous Petri net is a quintuple CPN = (P, T, f, v, m0), where:
P, T are finite, non-empty, disjoint sets. P is the set of continuous places. T is the set of continuous transitions.

∪× × → +f P T T P: (( ) ( )) 0 defines the set of directed arcs, weighted by non-negative integer values
→v T H:  is a function, which assigns a firing rate function ht to each transition t, whereby

 ∪= | →∈
⋅ +H h h: { : }t T t t
t  is the set of all firing rate functions, and =v t h( ) t for all transitions ∈t T

→ +m P:0 0  gives the initial marking”. (Section 5.2, Page no.5287)

Figure 10. The flowchart represents basic framework of methodology followed to model HCV-induced 
immune responses using Petri Nets (PN).
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Verification of the model. The initial verification of the model representing HCV-induced adaptive 
immune signalling was performed using theoretical assumptions, where token numbers represent the relative 
expression level of an entity, corresponding to a gene inhibitory/knockout model. Simulation of the system is car-
ried out using the PN algorithm in which the initial marking is either 0 (null expression) or 100 (expressed gene) 
for entry nodes (HCV). It demonstrated that the model suitably imitates the observations derived from multiple 
experimental analysis. In order to verify and validate our generated models, appropriate simulations were used 
to measure the key parameters of immune function which presented an integrated view of the entities involved 
in acute, chronic and resolved HCV infection under stress of various internal and external stimuli. Comparing 
the results of these simulations with the inferences from published data led to the verification of the model. 
Subsequently, perturbations were introduced in the model to get insights into the trends in molecular activity in 
response to exterior stimuli such as therapy (IFN-α/RBV) or immune modulation. In this study, we only analysed 
the qualitative aspect of data and behaviours and not the absolute quantitative values, to present the system in a 
convenient and manageable way and to provide simplifications over the in vivo conditions to study the phenom-
enon of cytokine dynamics and treatment responses against HCV infection.

Conclusion
In addition to expanding the knowledge of signalling pathways of the immune system, a major challenge for the 
future studies is to pinpoint exact functions of the entities involved in these pathways in the context of infectious 
diseases. The role of several cytokines in varying conditions and/or in conjunction with other inflammatory 
responses are determining factors of the outcome of infection, and hence critical in understanding the dynamics 
of specific immune responses. This will also be very essential for progressing towards the design of an effec-
tive vaccine against HCV. As one of major challenges in this area has been the lack of understanding of the 
requirements for the induction of protective immunity. Though, challenging but we were able to construct a 
comprehensive model of the adaptive immune system provoked in responses to HCV infection. The model pro-
vided significant insights into the immune dynamics in response to viral infections as well as effective perturba-
tion experiments. We strongly believe that similar prior knowledge based modelling approach could be better 
exploited to test several hypotheses and would poses a great benefit in terms of analysis time, cost and labour. 
Such model-based studies can be extended to other infections systems to test specific hypotheses and introduce 
a real-time interventions experiments, the best scenarios could later be verified and confirmed for promising 
outcomes through in vitro/in vivo experiments.
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