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Abstract
Model-based optimization approaches are valuable in developing new drugs for human

metabolic disorders. The core objective in most optimal drug designs is positive therapeutic

effects. In this study, we considered the effects of therapeutic, adverse, and target variation

simultaneously. A fuzzy optimization method was applied to formulate a multiobjective drug

design problem for detecting enzyme targets in the presynaptic dopamine metabolic net-

work to remedy two types of enzymopathies caused by deficiencies of vesicular mono-

amine transporter 2 (VMAT2) and tyrosine hydroxylase (TH). The fuzzy membership

approach transforms a two-stage drug discovery problem into a unified decision-making

problem. We developed a nested hybrid differential evolution algorithm to efficiently identify

a set of potential drug targets. Furthermore, we also simulated the effects of current clinical

drugs for Parkinson’s disease (PD) in this model and tried to clarify the possible causes of

neurotoxic and neuroprotective effects. The optimal drug design could yield 100% satisfac-

tion grade when both therapeutic effect and the number of targets were considered in the

objective. This scenario required regulating one to three and one or two enzyme targets for

50%–95% and 50%–100% VMAT2 and TH deficiencies, respectively. However, their corre-

sponding adverse and target variation effect grades were less satisfactory. For the most

severe deficiencies of VMAT2 and TH, a compromise design could be obtained when the

effects of therapeutic, adverse, and target variation were simultaneously applied to the opti-

mal drug discovery problem. Such a trade-off design followed the no free lunch theorem for

optimization; that is, a more serious dopamine deficiency required more enzyme targets

and lower satisfaction grade. In addition, the therapeutic effects of current clinical medica-

tions for PD could be enhanced in combination with new enzyme targets. The increase of

toxic metabolites after treatment might be the cause of neurotoxic effects of some current

PD medications.
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Introduction

Parkinson's disease (PD) is a chronic and progressive neurodegenerative disorder and is the most
common movement disorder, affectingmore than 1% of the population aged more than 65 years
worldwide [1–4]. PD is mainly characterized by a progressive loss of dopamine neurons in the
pars compacta of the substantia nigra, and a loss of dopamine neurons in the extrapyramidal sys-
tem contributes to the motor symptoms of PD. Consequently, the treatment options for PD have
been focusedon restoring the dopamine function by replacing dopamine precursors and agonist
or inhibiting dopamine degradation. Several drugs affecting enzymes involved in dopamine
metabolismhave been used for treating PD. For many years, L-3,4-dihydroxyphenylalanine
(L-DOPA) has been administered for treating PD symptoms. However, whether L-DOPA exac-
erbates PD because of L-DOPA oxidation and side products has been debated [5]. By contrast,
the deprenyl and tocopherol antioxidative therapy of Parkinsonism (DATATOP) study and
other follow-up trials have demonstrated that monoamine oxidase inhibitor (MAOI) delays the
use of L-DOPA [6–9] and reduces the rate of motor fluctuations [10]. Such observations indicate
that the treatment of PD has to consider therapeutic and adverse effects simultaneously.

The process of making a new medicine is a challenging and endurance task [11–12]. Recent
advances in molecularmedicine and powerful tools to enhance computational capacity are
enabling researchers to better understand the inner workings of human disease at the molecular
level. Model-based optimization methods are recently applied to the early drug discovery process
[13–15]. This study introduces a fuzzy decision-making approach to screen candidate targets in
the early stage of drug discovery process. The approach is a model-basedoptimization method
which can include multiple objectives in the optimization problem. Such a drug discoveryprocess
may involve conflicting specifications,making it a challengingmultiobjective optimization prob-
lem where numerous pharmaceutically crucial objectivesmust adequately be satisfied [16, 17]. A
drug discovery problem is characterized by vast, complex solution spaces further perplexed by
the presence of conflictingobjectives.Mathematical modeling and optimization are the emerging
technologies in drug development for human metabolic disorders [18–22]. Most optimal drug
designs consider yielding positive therapeutic effects as the design specification; however, pro-
duction of toxic metabolites after drug usage causes adverse effects. Therefore, achieving positive
therapeutic effects and avoiding adverse effectsmust be simultaneously considered in drug design
problems. Moreover, using the systems approach, identifying drug targets with high enzyme
activities and low drug doses to minimize adverse effects is essential. The minimum effective
dose (MED) is the lowest dose level of a pharmaceutical product that provides a clinically signifi-
cant response with average efficacy that is significantly superior to the response provided by a
placebo [23]. In this study, minimizing the variations of the identified enzymes, equivalent to
MED, is considered a representative of the low-dose objective.

Materials and Methods

Optimization formulation

Most of optimal drug discovery problems use the therapeutic effect as the key criterion. A two-
stage procedure shown in Fig 1 is a common approach to discover a new target, such as the opti-
mization program for drug design (OPDD) to identify enzyme targets for remedying hyperurice-
mia [21, 22]. The first stage in Fig 1 is that a designer assigns a specification, e.g. therapeutic
effect, and then such a specification is applied to formulate an optimization problem with con-
straints. An optimization solver is then applied to solve the single objective problem to obtain an
optimal solution. The design is then altered a series of requirements, and then the problem is
resolved repeatedly in order to obtain a set of targets. The second stage is a decision-making
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procedure wherein the designer uses some additional criteria, such as adverse effect and lower
drug dose, to make a decision for selecting a desired drug target among the candidates.

The criteria in the first stage and second stage can be combined together to formulate as a
multiobjective drug discovery problem shown in Fig 2. The mathematical formulation of the

Fig 1. A two-stage optimization procedure to discover a new drug target. In the first stage, a designer

assigns the therapeutic effect as the single objective in the optimization problem to obtain an optimal candidate

target, and then to alter series requirements to be repeatedly resolved the problem to obtain a set of candidate

targets. In the second stage, the designer considers some additional requirements to carry out a decision-making

procedure for selecting a desired drug target among the candidates.

doi:10.1371/journal.pone.0164589.g001

Fig 2. Computational procedures for multiobjective drug discovery problems. The left flowchart of the figure

explains a posteriori decision-making method. A generating method is applied to yield a Pareto front of the MOO

problem. For instance, the Pareto front for a two objective optimization problem is shown as the red curve. Some

additional requirements are applied to make a decision for selecting a desired drug target from the candidate

targets of the Pareto front. The green block diagram of the figure explains a priori decision-making design that the

drug target discovery problem is formulated as a fuzzy multiobjective optimization problem. The decision-making

conditions, such as a membership function for each objective, are included into the problem, and then a

preference-based method is applied to obtain the desired drug target.

doi:10.1371/journal.pone.0164589.g002
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multiobjective drug discovery problem is a type of multiobjective optimization (MOO) problems.
Many methods are available for solving MOO problems, and each method has advantages and
disadvantages [16, 17, 24, 25]. These methods are classified into two categories: generating and
preference-basedmethods. Generating methods are applied for yielding a Pareto front of the
MOO problem (left-hand side of Fig 2), where each point of the Pareto front is an optimal candi-
date of the MOO problem. Designers use decision-making criteria for performing a trade-off
procedure to obtain the desired optimal target. Such methods are referred as a posteriori deci-
sion-makingmethod. Preference-basedmethods are applied to solve problem wherein designers
have certain expectations of the optimal solution; in this scenario, a priori condition can be
implemented along with the preference-basedmethod. Such a trade-off procedure is then applied
in the priori decision-makingmethod to obtain the desired target.

This study introduces a fuzzy decision-makingmethod for formulating the aforementioned
preference-basedmethod into a fuzzy multiobjective drug discovery (FMDD) problem as
shown in the green box of Fig 2. The mathematical formulation of the FMDD problem is
expressed as follows:

Objectives :(
Fuzzy equal

x;â j;uj;zj

xi � x
HS
i ; i 2 O

TE

Fuzzy min
x;â j;uj;zj

xj; j 2 O
AE

Fuzzy equal
x;â j;uj;zj

ak � abasalk ; k 2 O
VE

Fuzzy equal
x;â j;uj;zj

uk � u
basal
k ; k 2 O

VE

Fuzzy min
x;â j;uj;zj

ul; l 2 O
VE

min
x;â j;uj;zj

X
zj

ð1Þ

Equality constraints :(
Kinetic model :

X
j ¼ 1nvNijvj þ

X
j ¼ 1nuBijuj ¼ 0; i 2 O

Species

wj ¼ â j þ
X

k ¼ 1nvgjkyk; j 2 O
rxn

vj ¼ expðwjÞ ðnonlinear equationÞ

xi ¼ expðyiÞ ðnonlinear equationÞ

Disease restriction :

â j ¼ âDSj ; j 2 O
DS

ð2Þ
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Inequality constraints :
(
xLBi � xi � x

UB
i ; i 2 O

Species

zjâLBj þ ð1 � zjÞâ
basal
j � â j � zjâUBj þ ð1 � zjÞâ

basal
j ; j 2 O

VE

zkuLBk þ ð1 � zkÞu
basal
k � uk � zkuUBk þ ð1 � zkÞu

basal
k ; k 2 O

VE

ð3Þ

The first objective in Eq (1) uses a fuzzy equal operation to evaluate therapeutic effects,
where OTE is the set of metabolites to be evaluated. For example, this study is to consider the
dopamine level is as close to the healthy level as possible. Fuzzy minimization is applied in the
second objective to evaluate the adverse effects of a set of metabolites OAE that the targets can
achieve to lower side effects. The third fuzzy equal is used to evaluate variation effects for the
regulated enzyme targets, and the fourth and fifth objectives use fuzzy equal and fuzzy minimi-
zation to compute variation effects of external controls, where OVE is the set of target enzymes
and external controls excluding a set of disease enzymes ODS. The variation effect is applied to
evaluate that the targets are regulated as small perturbation to their normal levels as possible.
This objectivemeans that we would like to find smaller change of the identified enzyme activity
in order to achieve the therapeutic and adverse effect minimization goals. The external controls
are considered as the regulable independent variables in the metabolic network. In general, we
are difficult to use only one target to achieve all objectives as mentioned above. Some combina-
tions of targets can be used to fulfill the requirements. The last objective is to consider the total
number of the identified targets as less as possible.

Kinetic model

The material balance model in Eq (2) can be generically governed by a set of nonlinear differ-
ential equations with the following structure:

dx
dt
¼ Nvðx;αÞ þ Bu ð4Þ

where x ∊ Rn is a vector of n-dimensional metabolite concentrations or pools, α ∊ Rr is a vector
of the r-dimensional enzyme activities, v ∊ Rr is a vector of reaction rates,N ∊ Rn×r is the stoi-
chiometric matrix describing the interconnecting fluxes, u ∊ Rm is a vector of m-dimensional
external controls, and B ∊ Rn×m is the connectivitymatrix describing the interaction between a
metabolite and its corresponding control. The connectivitymatrix is similar to the stoichiomet-
ric property of a network. The model in Eq (4) with the external controls is a more general for-
mulation, which differs from our previous study [26]. The reaction rate in this study is
expressed according to the power law function described in Eq (5).

vk ¼ ak

Y
l ¼ 1nxgkll ð5Þ

where αk is the rate constant or enzyme activity for the kth reaction rate and gkl is the kinetic
order. The power law function is based on the law of mass action in chemistry and biochemis-
try to express a mathematical model of a reaction rate [27, 28]. It has several benefit to formu-
late a biological system [27, 28], but is a nonconvex constraint in the MOO problem (2) that
may result in a computational failure when the concentration approaches zero. We use the log-
arithmic expression for each rate, wk, and for each rate constant, âk, in Eq (2) to prevent this
numerical problem. The reaction rate and concentration are computed through the
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exponential operation. The advantage of this formulation is that the equality and inequality
constraints in the optimization problem form a convex domain.

Solving strategy

To solve the FMDD framework, we defined a membership function for each fuzzy equal objec-
tive and fuzzy minimizing objective for quantifying each corresponding satisfaction grade. The
generalizedmembership function for each fuzzy equal objective is described in Eq (6) as fol-
lows:

ZiðxiÞ ¼

0; xi � xLBi
dxLi ; xLBi � xi � x

basal;LB
i

1; xbasal;LBi � xi � x
basal;UB
i

dxRi ; xbasal;UBi � xi � xUBi
0; xi � xUBi

ð6Þ

8
>>>>>>><

>>>>>>>:

The left-hand side membership function is a strictly monotonically increasing function, dxLi ,
whereas the right-hand side is a strictly monotonically decreasing function, dxRi . A membership
function is similar to assess the effects of inaccuracies in control variables and independent var-
iables [29]. Monte Carlo simulation is generally applied to assess such an experimental impre-
cision. However, a designer can define a membership function for fuzzy optimization problems
in advance. Sakawa [30] proposed five types of membership functions, namely linear, exponen-
tial, hyperbolic, inverse, and piecewise linear functions, for quantifying the behavior of fuzzy
objectives or the constraints. Here, xLBi and xUBi are the lower and upper bounds of the ith

metabolite concentration or enzyme activity provided by the designer. The satisfaction grade is
zero when the metabolite concentration or enzyme activity is beyond its lower or upper
bounds. The satisfaction grade or membership function value is equal to one when the corre-
sponding metabolite concentration or enzyme activity is between the lower and upper bounds
of the basal value, represented as xbasal;LBi , xbasal;UBi , and xbasali , respectively. The satisfaction grade
is between zero and one when the metabolite concentration or enzyme activity is within its
range on the left- or right-hand side membership function. For each fuzzy minimizing objec-
tive, the membership function is defined as a strictly monotonically decreasing function on the
right-hand side.

ZjðxjÞ ¼

1; xj � xbasali

dxRi ; xbasali � xi � xUBi
0; xi � xUBi

ð7Þ

8
><

>:

According to the membership functions expressed in Eqs (6) and (7), we conclude that the
intersection for these membership functions is zero when either the fuzzy equal objective func-
tions are outside the corresponding lower and upper bounds or the fuzzy minimizing objectives
are greater than the corresponding upper bounds. By contrast, when all objectives are within
their corresponding bounds, the intersection for all membership functions should show a cer-
tain degree of satisfaction. For each membership function being introduced by the designer,
the FMDD problem is designed for determining a maximum intersection for all membership
functions between the desired bounds. The FMDD framework is then transferred to the maxi-
mizing decision framework, which is a discontinuous function. The detailed procedures have
been discussed previously [26, 30, 31]. Thus, the maximizing decision problem can be rewritten
as an equivalent optimization problem on the solving domain to avoid a discontinuous
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computation, as follows:

max
l;ðx;α̂;u;zÞ2C

ZUB �
X

zj
ZUB � 1

 !

l

ZiðxiÞ � l; i 2 O
TE

ZjðxjÞ � l; j 2 O
AE

ZkðâkÞ � l; k 2 O
VE

ZlðulÞ � l; l 2 O
VE

ð8Þ

where the crisp feasible domain ψ includes the kinetic model and inequality constraints
described in Eqs (2) and (3), respectively. The total number of the identified enzyme targets is
the crisp objective so that it is transformed to a normalized value as expressed in Eq (8), where
ZUB is the upper bound. The advantage of this method is that the optimal membership grade
corresponds to the satisfaction level for each objective, and the optimal decision λ represents
the overall satisfaction grade (equivalent to the lower bound) of the problem.

Nested hybrid differential evolution

The maximizing decision problem (8) is a mixed-integer nonlinear programming (MINLP)
problem, which is typically difficult for solving to obtain a global solution. In general, MINLP
problems are highly nonlinear and non-differentiable because of the combinatorial nature of
the associated integer-valued variables. Conventional methods widely used to solve MINLP
problems include the cutting plane, branch-and-bound, and decomposition methods and their
variants [32–34]. These methods have been successfully applied to many practical problems;
however, they require a suitable starting point and gradient information. Wu et al. [31] applied
mixed-integer hybrid differential evolution (MIHDE) for identifying an enzyme intervention
problem in metabolic networks; however, it was suitable only for low-dimensional problems.
The computational time increased significantly when MIHDE was applied to a high-dimen-
sional MINLP problem. Wang and Wu [35] proposed a nested hybrid differential evolution
(NHDE) method for solving multilevel optimization problems derived to design mutant strain
of genome-scalemetabolic networks. This study modifies the NHDE algorithm for solving the
MINLP problem.

The basic operations of MIHDE are similar to those of the modifiedNHDE algorithm, and
the flowchart of the modifiedNHDE algorithm is shown in Fig 3. The core procedure of modi-
fied NHDE is the integer variable coding strategy and fitness evaluation operation, which dif-
fers from that in MIHDE. The integer variable coding strategy of modifiedNHDE is used to
represent which enzyme targets are selected to be regulated. Each target is then applied to solve
the corresponding nonlinear programming problem and to sequentially compute the fitness of
modifiedNHDE. Such a procedure is a parallel process to evaluate the objective function value
of the MINLP problem. The evaluation operation in modifiedNHDE consists of two selection
steps. The first selection step is a one-to-one competition that selects enzyme target for the
next generation. The second step determines the best enzyme target in the population. How-
ever, the MIHDE algorithm directly uses the objective function in the MINLP problem as a fit-
ness function for evaluating whether each selected target replaces its competitor or is rejected.
Moreover, the convergence rate is low when MIHDE is applied to solve high-dimensional
MINLP problems. The modifiedNHDE algorithm can overcome such drawbacks and is dis-
cussed in supporting information (S1 File).
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Results

Design specifications

In this study, the kinetic model of the nigrostriatal dopaminergic pathway reported in Qi et al.
[36] was applied to formulate the fuzzy optimal drug design problem for identifying enzyme
targets to remedy two types of enzymopathies caused by deficiencies of vesicular monoamine
transporter 2 (VMAT2) and tyrosine hydroxylase (TH). This generalizedmass action (GMA)
model included 34 metabolites, 18 independent variables, and 68 target enzymes. The drug dis-
covery problem had three external controls exerted to tyrosine, L-DOPA, and the intracellular
dopamine, as shown in Fig 4. The detailed definition of the GMA model is expressed in sup-
porting information (S2 File).

Deficiencies of VMAT2

To illustrate the performance of the drug discovery problem, the first case study considered
four different severities of enzymopathies: 50%, 70%, 90%, and 95% VMAT2 deficiencies
(referred as VM50, VM70, VM90, and VM95, respectively). The enzyme activity for each defi-
ciency was calculated using aDSVMAT2

¼ ð1 � d=100ÞabasalVMAT2
, where δ is the percentage deficiency

for VMAT2. The DA-e concentration was zero for deficiencies>90%. First, we considered
only the therapeutic effect objective for identifying enzyme targets for each deficiency level; the
optimal results are shown in Table 1. The therapeutic objective could achieve 100% satisfaction

Fig 3. Flowchart of the modified algorithm for nested hybrid differential evolution. The core procedure of

the NHDE algorithm is the evaluation and selection operation as shown in the second and third block diagram of

the flowchart. The evaluation step is to solve each nonlinear programming (NLP) problem produced from the

maximizing decision problem for each target candidate. The fitness of each NLP problem is computed for selecting

the better individuals in the population, and then to generate the next individuals.

doi:10.1371/journal.pone.0164589.g003
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grade for all cases. The activity of dopamine transporter (α13) decreased from 3.36 (relative
unit) to the basal values of 1.57 and 0.52 for VM50 and VM70, respectively, indicating that
only one enzyme target was sufficient to completely recover to the healthy state. This outcome
also implies that α13 was downregulated to reduce the DA-e transport rate, which restores
intracellular dopamine (DA-i). In addition, we computed the satisfactory grades for both the
adverse and target variation scenarios in VM50 and VM70. The adverse effect yielded satisfac-
tory scores for both VM50 and VM70, but the target variation effect for VM70 required more
perturbation, indicating low satisfaction levels. For VM90 and VM95, two and three enzyme
targets were required to fulfill the therapeutic objective; however, their corresponding adverse
and target variation effect grades were less satisfactory.

Fig 4. Schematic network diagram of the presynaptic dopamine metabolic pathway. The extracellular dopamine (DA-e)

concentration of 400 (relative unit) under a healthy state (HS) was first obtained from the kinetic model. The concentrations of the

metabolites for various deficiencies of VMAT2 and TH are listed in supporting information (S1 Table). DA-e is the therapeutic

objective: the dopamine level as close to its healthy level as possible that the identified enzyme targets can achieve. Other

metabolites of interest included toxic species, reactive oxygen species (ROS), and reactive nitrogen species (RNS). Toxic species

considered in this model were dopaquinone (DOPA-Q), 3-methoxytyramine (3-MT), 3,4-dihydroxyphenylacetaldehyde (DOPAL),

extracellular DOPAL (DOPAL-e), 3,4-dihydroxyphenylacetate quinone (DOPAC-Q), and dopamine quinone (DA-Q). ROS included

superoxide (O2
−), intracellular hydrogen peroxide (H2O2), extracellular H2O2 (H2O2-e), and hydroxyl radical (HO), whereas RNS

included peroxynitrite (HO–NO2) and nitrogen dioxide (NO2). In this study, the toxic species, ROS, and RNS were considered the

objectives for evaluating adverse effects.

doi:10.1371/journal.pone.0164589.g004
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We next considered the therapeutic and adverse effect objectives simultaneously for identi-
fying the set of drug targets shown in the second column of Table 1. For VM50 and VM70,
downregulation of α13 was sufficient for achieving 100% satisfaction level, which was similar to
the aforementioned case. However, three and four enzyme targets were identified for VM90
and VM95, respectively, both showing satisfaction levels; however, their corresponding target
variation effects were unsatisfactory.

Subsequently, we considered the therapeutic, adverse, and target variation effects simulta-
neously. VM50 yielded overall 83.9% satisfaction level despite α13 replacement by monoamine
oxidase (α15) downregulation. Application of α13 to this case yielded 78.5%, 98.2%, and 78.5%
satisfaction levels for the therapeutic, adverse, and target variation effects, respectively, provid-
ing an overall grade less than that observed for α15. The material balance equation on DA-i
required four influxes and seven effluxes (Fig 5) to explain the aforementioned difference. In
the case of downregulation of α13 (0.41-fold), v14 reduced the transport rate by 0.52 times, and
the other fluxes changed insignificantly. Consequently, the concentrations of DA-i, DA-Q,
H2O2, and DOPAL increased by 1.04, 1.16, 1.04, and 1.04 times, respectively. By contrast, in
the case of downregulation of α15 (0.91-fold), v14 reduced the transport rate by 0.88 times; in
addition, the other fluxes changed significantly: v17, v18, and v20 changed by a factor of 1.33,
and v19 changed by a factor of 1.27. Hence, the concentrations of DA-i, DA-Q, H2O2, and
DOPAL increased by a factor of 1.75, 2.45, 0.92, and 0.81, respectively. These different meta-
bolic redistributions caused by the downregulation of α13 or α15, yielded different results for
the therapeutic, adverse, and target variation effect objectives.

For VM70, VM90, and VM95, we required two, three, and four enzyme targets, respectively,
to achieve the Pareto optimal design. From the results, we observed that Pareto optimal solu-
tions followed the no free lunch theorem for optimization (i.e., a more severe dopamine defi-
ciency requires more enzyme targets and lower satisfaction grades). Moreover, we compared
objectives, namely therapeutic effect only and therapeutic effect plus the adverse effect, that
could achieve 100% satisfaction level for the VM95 case. However, the overall satisfaction
grade of 57.4% could only be realized when all three objectives (Table 1) were considered
simultaneously. Furthermore, we compared the effects on the numbers of enzyme targets. We
fixed the number of enzyme targets to three, five, and six and applied NHDE to solve each
drug discovery problem. Optimal solutions for the aforementioned conditions are presented in

Table 1. Optimal results for the drug discovery problems with different deficient conditions.

Therapeutic effect Therapeutic and adverse effects Therapeutic, adverse and variation effects

Disease T* A V Detected target T* A* V Detected target T* A* V* Detected target

VM50 1 1 0.636 α13 1 1 0.636 α13 0.839 0.839 0.926 α15

VM70 1 1 0.107 α13 1 1 0.107 α13 0.818 0.873 0.818 α15, α60

VM90 1 0.651 0.009 α13, α15 0.994 0.994 0 α2, α13, α15 0.697 0.749 0.697 α13, α15, α60

VM95 1 0.052 0.019 α10, α13, α15 1 1 0.13 α6, α13, α15, α31 0.574 0.611 0.574 α13, α15, α16, α60

TH50 1 0.975 0.958 α56 1 1 0.543 α31 0.999 0.974 0.974 α42

TH70 1 0.945 0.826 α56 1 1 0.426 α9 0.97 0.92 0.92 α56

TH90 1 1 0.329 α2, α14 1 1 0.334 α2, α14 0.851 0.998 0.851 α14, ut

TH100 1 0.929 0.087 ut, ul 0.951 0.951 0.105 ut, ul 0.651 0.588 0.588 α2, α8, ut, ul, ud

VM50 and VM95 reflect 50% and 95% deficiency of VMAT2, respectively, whereas TH50 and TH100 indicate 50% and 100% deficiency of TH, respectively.

Furthermore, ut, ul, and ud denote the external control for tyrosine, L-DOPA, and intracellular dopamine, respectively. αj is the enzyme activity for the jth

reaction rate. T, A, and V denote the satisfaction grade for therapeutic, adverse, and variation effects, respectively.

* indicates the optimal solution.

doi:10.1371/journal.pone.0164589.t001
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Fig 6. The overall satisfaction grade obtained using three enzymes was less than that obtained
using four enzymes. By contrast, the optimal grade obtained using five and six enzymes were
higher than that obtained using four enzymes. Notably, the overall satisfaction grade was 64%
when five enzyme targets were used, but the adverse effect was 85.4%.

Deficiencies of TH

The second case study considered four severities of TH: 50%, 70%, 90%, and 100% deficiencies
(referred as TH50, TH70, TH90, and TH100, respectively). Despite a complete TH deficiency
(TH100), for HS, the DA-e concentration levels changed from 400 to 245.7 becauseDOPA
decarboxylase converts L-DOPA to DA-i and is sequentially transported to the DA-e pool.

Following the procedures discussed in the first case study, we obtained the optimal enzyme
targets for different design specifications and deficiencies (Table 1). For TH50, TH70, and
TH90, using both one and two enzyme targets fulfilled the therapeutic and adverse effects
when one or two objectives were considered in the drug discovery problem. Moreover, the
overall satisfaction grade could reach 85.1% regulating with α14 and ut when the therapeutic,
adverse, and target variation effects were considered. However, for TH100, the overall satisfac-
tion grade was 58.8% with five enzyme targets when the three objectives were considered
simultaneously (Table 1). Furthermore, we compared the effects on the numbers of enzyme
targets. We fixed the number of enzyme targets to four, six, and seven and applied NHDE to
solve each drug discovery problem. Each optimal solution is presented in Fig 6. Although the
therapeutic level could achieve nearly 100%, the overall satisfaction grade of 41.6% obtained

Fig 5. Steady-state material balances of the intracellular dopamine. 50% deficiency of VMAT2 is

downregulated by α15 and α13, respectively. The first element in the parentheses indicates the fold change in the

concentration and the flux, which is downregulated by α15, and the second element is the fold change

downregulated by α13. Fold change is defined as the optimal regulated solution divided by its values in a healthy

state.

doi:10.1371/journal.pone.0164589.g005
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with four enzymes was less than that obtained with five enzymes. By contrast, the optimal
grades when using six and seven enzyme targets were higher than that obtained with five
enzymes (Fig 6).

Current Parkinson’s disease medications

Several prescription drugs and their corresponding enzyme targets are currently used for treat-
ing PD. The current medication are as following. The treatment of tyrosine intake control (ut)
is a diet control. Madopar and Sinemet are a clinical remedy for providing L-DOPA (ul). Bro-
mocriptine, Pergolide, Pramipexole and Ropinirole the prescription drugs for dopamine ago-
nist (ud). Entacapone and Tolcapone are catechol-O-methyl transferase (COMT) inhibitors,
which correspond to the rate constants of α22 and α26. Selegiline and Rasagiline are prescribed
for inhibiting MAO activities (MAOI), which correspond to the rate constants of α15, α23, and
α24. These current clinical drugs were respectively applied to treat PD caused by deficiencies of
VMAT2 and TH in order to evaluate the therapeutic, adverse, and target variation effects; the
computational results for various cases were listed in supporting information (S2 and S3
Tables). We observed that the current clinical drugs were unable to remedy diseases for 90 and
95% deficiencies of VMAT2, i.e. optimal solutions in the drug discovery problem for VM90
and VM95 were unable to be found. We found that MAOIs could remedy PD with the highest
satisfaction grades among PD medications for VM50 and VM70 (S2 Table). Similarly, several
deficiencies of TH were incapable of treatment by the current clinical drugs (S3 Table). How-
ever, for TH50, the current PD medications could achieve>90% overall satisfaction level. For
TH70, MAOIs, COMT inhibitors and tyrosine intake control yielded>80% satisfaction
grades.

In the case of VM50 (S2 Table), satisfactory therapeutic efficacy (>56%) could be achieved
with the clinical drugs examined in this model. However, the satisfaction level of adverse effects
varied from 22% to 80%. We investigated the concentrations of the neurotoxic species in
VM50, to clarify the possible causes of neurotoxic and neuroprotective effects of the current
medications for PD. Table 2 shows the concentrations of toxic, ROS and RNS species at healthy
state (HS), their fold changes and the corresponding satisfaction grades of the adverse effect in

Fig 6. Number of enzyme targets for VMAT2 and TH. Optimal drug discovery considered with therapeutic,

adverse, and variation effects simultaneously, at the specified number of enzyme targets. The left figure (A) is the

case for 95% deficiency of VMAT2, and the right (B) for 100% deficiency of TH, whereas ut, ul, and ud denote the

external control for tyrosine, L-DOPA, and intracellular dopamine, respectively. Furthermore, αj is the enzyme

activity for the jth reaction rate.

doi:10.1371/journal.pone.0164589.g006
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VM50 and various treatments. Four neurotoxic species in VM50, namely DOPA-Q, DA-Q,
HO, and HO–NO2, were higher than 1.2 fold change (or less than 0.94 satisfaction grade) to
their levels in HS. L-DOPA, dopamine agonist, MAOI, and COMT inhibitors were respectively
applied to treat the disease caused by VM50. The extracellular dopamine level was remedied
from the fold change of 0.486 to 0.673 after treating L-DOPA. However, the concentrations of
DOPA-Q, DA-Q, HO, and HO–NO2, increased about 8.0, 4.4, 2.5, and 2.3-folds, respectively,
i.e. induced more neurotoxic species.We obtained the similar results by treating dopamine
agonist, MAOI, and COMT inhibitors, respectively, as shown in Table 2. MAOI could achieve
100% therapeutic satisfaction grade and 80% adverse satisfaction grade for treating VM50.

To remedy the most severe illnesses, namely VM95 and TH100, the NHDE algorithm was
then applied for identifying a new set of formulated drugs, which included each current pre-
scription drug with their detected targets. Table 3 lists the optimal detected targets combined
with their prescription drugs. For VM95, the COMT inhibitors combined with four enzyme
targets (α13, α15, α31, and α61) could achieve 62.6% satisfaction level, which was higher than the
previous result obtained using four targets, as shown in the first row of Table 3. Thus, targets
α13 and α15 were found in each medication. By contrast, for TH100, the MAOIs combined
with five enzyme targets (α2, α8, ut, ul, and ud) achieved 63.7% satisfaction level, which was
higher than the previous result obtained using five targets, as shown in the first row of Table 3.
Thus, targets α2 and α8 were found in each medication.

Discussion

The main strategy in treating motor symptoms of PD is dopamine replacement. However, neu-
ronal death and adverse effects were observeddespite medical treatments. Severalmetabolites
in the dopamine metabolism, including ROS, RNS, and toxic species, were speculated to be
neurotoxic and might cause neurodegeneration in PD. Therefore, considering the therapeutic,
adverse, and target variation effects simultaneously is essential for making a PD treatment

Table 2. Concentrations (relative unit) of metabolites at healthy state, their concentration fold changes and their corresponding satisfaction

grades of the adverse effect in VM50 and various treatments by current prescription drugs.

Concentration Fold change (ηj(xj))

Metabolite HS VM50/HS L-DOPA/HS DA-AG/HS COMT/HS MAOI/HS Status

DA-e, x9 400 0.486(0.43) 0.673 (0.636) 0.806 (0.784) 0.735 (0.756) 1.0 (1.0) Therapeutic

DOPA-Q, x5 5 1.512 (0.943) 7.962 (0.226) 5.429 (0.508) 3.192 (1.0) 2.634 (0.818) Toxic

3-MT, x10 20 1.101 (0.989) 1.057 (0.994) 1.032 (0.996) 0.1 (1.0) 1.035 (0.996) Toxic

DOPAL-e, x11 10 0.241 (1.0) 0.457 (1.0) 0.653 (1.0) 0.262 (1.0) 0.706 (1.0) Toxic

DA-Q, x16 10 1.548 (0.939) 4.413 (0.621) 6.953 (0.339) 3.593 (0.712) 2.801 (0.8) Toxic

DOPAL, x24 5 1.095 (0.989) 1.271 (0.97) 1.463 (0.949) 1.294 (0.967) 0.738 (1.0) Toxic

DOPAC-Q, x26 10 1.127 (0.986) 1.446 (0.95) 1.672 (0.925) 1.41 (0.954) 0.757 (1.0) Toxic

O2
−, x27 5 1.182 (0.98) 1.857 (0.905) 2.042 (0.884) 1.613 (0.932) 0.921 (1.0) ROS

H2O2, x28 5 1.13 (0.986) 1.543 (0.94) 1.694 (0.923) 1.422 (0.953) 0.872 (1.0) ROS

H2O2-e, x29 2 0.763 (1.0) 0.854 (1.0) 0.915 (1.0) 0.344 (1.0) 0.97 (1.0) ROS

HO, x30 2 1.287 (0.968) 2.471 (0.837) 3.001 (0.778) 2.074 (0.881) 0.758 (1.0) ROS

HO-NO2, x31 2 1.24 (0.973) 2.301 (0.855) 2.553 (0.827) 1.862 (0.904) 0.961 (1.0) RNS

NO2, x32 2 1.144 (0.984) 1.77 (0.914) 1.902 (0.9) 1.508 (0.943) 1.002 (1.0) RNS

HS and VM50 denote as the healthy state and 50% VMAT2 deficiency, respectively. L-DOPA/HS, DA-AG/HS, COMT/HS and MAOI/HS are the

concentration fold changes for treating L-DOPA, dopamine agonist, MAOI, and COMT inhibitors, respectively. ηj(xj) in parentheses is the corresponding

satisfaction grade of the adverse effect.

doi:10.1371/journal.pone.0164589.t002
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plan. In the study, the concentration of DA-e in VM95 was lower than that in TH100, whereas
VM95 showed high concentrations of neurotoxic metabolites, namely DOPA-Q, DA-Q, HO.,
and HO.-NO2, compared with those observed in TH100. The results are compatible with the
experimental findings that a reduction in VMAT2 levels causes a severe reduction in dopamine
levels; elicits the nigrostriatal neurodegeneration,making neurons vulnerable to various toxic
agents; and causes motor deficits [37–39]. When considering only the therapeutic objective,
two and three enzyme targets were detected in TH100 and VM95, respectively, to completely
restore the concentration of DA-e to the basal levels. However, after treatment, the concentra-
tions of neurotoxic metabolites in VM95 were still substantially higher than those in TH100.
The fuzzy multiobjective optimization approach was performedwith a trade-off procedure for
obtaining a compromise design to yield reduced therapeutic effect in order to improve adverse
and target variation effects.

This study also aimed to reduce the target variation effect and minimize the number of
enzyme targets. Reducing target variation effect leads to less perturbation in the enzyme activi-
ties, implying usage of low drug doses and subsequently minimizing the adverse effects. Fur-
thermore, combination therapies are frequent in current PD treatments, and the simulation
shows that multiple enzyme targets are detected in treatments for severe enzymopathies. How-
ever, drug combination may cause unexpected effects beyond those caused by an individual
drug [40]. Consequently, the number of enzyme targets should be minimizedwhen the thera-
peutic, adverse, and target variation effects are satisfied.

One of the pathological hallmarks of PD is the loss of dopaminergic neurons in the substan-
tia nigra pars compacta; the hypothesis is that dopamine itself may be toxic through oxidative
stress caused by auto-oxidation [41, 42]. Clinically, the precursor of dopamine, L-DOPA, is the
most effective therapeutic agent for symptomatic relief of PD. However, chronic L-DOPA
treatment might be harmful [43, 44], and L-DOPA could be neurotoxic [45, 46]. In addition,
many in vitro studies have shown that L-DOPA and dopamine are cytotoxic [47, 48]. Gandhi
et al. [5] reported that midbrain cell death increased in wide type and PINK1 gene knockout
mice when the dopamine concentration increased. A complex of ROS production and calcium

Table 3. Optimal detected targets combined with their prescription drugs for the multiobjective drug discovery problem to remedy the most

severe dopamine deficiency.

Disease T* A* V* Detected target Specified target (Prescription drugs)

VM95 0.574 0.611 0.574 α13, α15, α16, α60 - -

0.425 0.493 0.425 α13, α15 ut (Diet control)

0.588 0.588 0.588 α13, α15, α31, α60 ul (Madopar, Sinemet)

0.605 0.605 0.605 α13, α15, α31, α61 ud (Bromocriptine, Pergolide, Pramipexole, Ropinirole)

0.626 0.626 0.626 α13, α15, α31, α61 α22, α26 (Entacapone, Tolcapone)

0.576 0.611 0.576 α13, α16, α60 α15, α23, α24 (Selegiline, Rasagiline)

TH100 0.651 0.588 0.588 α2, α8, ut, ul, ud - -

0.651 0.588 0.588 α2, α8, ul, ud ut (Diet control)

0.651 0.588 0.588 α2, α8, ut, ud, ul (Madopar, Sinemet)

0.651 0.588 0.588 α2, α8, ut, ul ud (Bromocriptine, Pergolide, Pramipexole, Ropinirole)

0.503 0.682 0.508 α2, α8, ut, ul α22, α26 (Entacapone, Tolcapone)

0.637 0.637 0.637 α2, α8, ut, ul, ud α15, α23, α24 (Selegiline, Rasagiline)

The current prescription drugs for PD treatment are shown in parentheses. VM95 reflect 95% deficiency of VMAT2 and TH100 indicate 100% deficiency of

TH. Furthermore, ut, ul, and ud denote the external control for tyrosine, L-DOPA, and intracellular dopamine, respectively. αj is the enzyme activity for the jth

reaction rate. T, A, and V denote the satisfaction grade for therapeutic, adverse, and variation effects, respectively.

* indicates the optimal solution.

doi:10.1371/journal.pone.0164589.t003
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signaling were proposed to be the cause of dopamine induced cell death. Contrarily, the
DATATOP study and other follow-up trials have demonstrated that MAOI delays the use of
L-DOPA [6–9]. The computational results (Table 3, S2 and S3 Tables) confirmed the afore-
mentioned clinical observations. The computation using MAOI yielded concentrations of most
neurotoxic metabolites below the basal levels; however, concentrations of several neurotoxic
metabolites elevated when using L-DOPA.

In the work of Qi et al. [36], gain analysis was used to aid the screening and selection of phar-
macological therapies. In their simulation, increasing VMAT2 and MAO inhibition could elevate
concentrations of extracellular dopamine. Furthermore, combined targeting of VMAT2 and
MAO increased the extracellular dopamine and reduced the concentrations of toxic species. This
method examined enzyme targets in turn, and failed to simulate all the combinations. In OPDD
[21, 22], optimization search and decisionmaking were separated into two stages. The first stage
of the OPDD is to enumerate each enzyme to identify a set of candidate enzyme targets that fulfill
the therapeutic objectives. The second stage of the OPDD is a posterior decisionmaking deter-
mining a satisfactory target from the candidate enzyme targets. This method is less competent by
reason of the manual process of decisionmaking. In our work, we introduce a fuzzy multi-objec-
tive optimization approach to solve the enzyme target design problem. The problem is a unified
optimization framework, in which the identification of enzyme targets is combined with multi-
criteria decision-making.This proposed method can consider all the objectives simultaneously
and identify the optimal enzyme targets for drug discovery efficiently.

It should be noted that there are limitations for the simulation of human metabolic disor-
ders. The prediction accuracy of the computation depends on the accuracy of the mathematical
model. Currently, the models of human metabolic networks are still under construction.
According to the advances in computational biology, some algorithms, such as the machine
learning methods for identification of multi-functional enzymes [49, 50], can be valuable for
the construction of metabolic network. The results of our simulations may becomemore pre-
cise to experimental results when the models become more complete. In this work, we propose
the method to act as a computer-aided design (CAD) of the drug discovery. This method
maybe unable to identify the exact targets for new drugs but can narrow down the targets for
further trial and error method. Eventually, the results of simulation should be verifiedwith the
results of experiment.

Conclusions

A model-baseddrug target discovery problem is a decision-making problem, which can con-
sider many criteria in the optimization formulation. This study introduced a fuzzy decision-
making method for identifying enzyme targets of model-baseddrug discovery problems in pre-
synaptic dopamine metabolic networks. This method combined several objectives in a unified
framework to perform a trade-off procedure for obtaining a compromise design. In the case
study, three fuzzy objectives, namely therapeutic, adverse, and target variation effects, and a
number of targets were applied simultaneously for identifying enzyme targets. Moreover, the
effects and adverse effects of current medications can be compared in this model to clarify the
possible causes of neuroprotective and neurotoxic effects. Although the optimization approach
is a trend in drug discovery, meaningful and exact modeling is the core facilitator of the desired
outcome.
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22. Vera J, González-Alcónb C, Marı́n-Sanguino A, Torres N. Optimization of biochemical systems

through mathematical programming: Methods and applications. Computers & Operations Research.

2010; 37: 1427–1438.

23. Filloon TG. Estimating the minimum therapeutically effective dose of a compound via regression

modelling and percentile estimation. Stat Med. 1995; 14: 925–932. PMID: 7569511

24. Rangaiah GP, Bonilla-Petriciolet A. Multi-objective optimization in chemical engineering: develop-

ments and applications. Chichester: Wiley; 2013. pp. 12.

25. Sawaragi Y, Nakayama H, Tanino T. Theory of multiobjective optimization. Orlando: Academic

Press; 1985. pp. 296.

Drug Discovery of Presynaptic Dopamine Deficiency

PLOS ONE | DOI:10.1371/journal.pone.0164589 October 13, 2016 17 / 18

http://dx.doi.org/10.1371/journal.pcbi.1004609
http://www.ncbi.nlm.nih.gov/pubmed/26683341
http://dx.doi.org/10.1371/journal.pcbi.1000670
http://dx.doi.org/10.1371/journal.pcbi.1000670
http://www.ncbi.nlm.nih.gov/pubmed/20169176
http://dx.doi.org/10.1371/journal.pone.0037564
http://dx.doi.org/10.1371/journal.pone.0037564
http://www.ncbi.nlm.nih.gov/pubmed/22662171
http://www.ncbi.nlm.nih.gov/pubmed/2509910
http://www.ncbi.nlm.nih.gov/pubmed/8417384
http://www.ncbi.nlm.nih.gov/pubmed/8572664
http://www.ncbi.nlm.nih.gov/pubmed/8572663
http://dx.doi.org/10.1002/14651858.CD006661.pub2
http://www.ncbi.nlm.nih.gov/pubmed/19821381
http://www.phrma.org/sites/default/files/pdf/rd_brochure_022307.pdf
http://www.phrma.org/sites/default/files/pdf/rd_brochure_022307.pdf
http://www.ncbi.nlm.nih.gov/books/NBK92015/
http://dx.doi.org/10.1111/j.1476-5381.2010.01127.x
http://www.ncbi.nlm.nih.gov/pubmed/21091654
http://www.ncbi.nlm.nih.gov/pubmed/17129827
http://www.ncbi.nlm.nih.gov/pubmed/12047873
http://dx.doi.org/10.1016/j.ddtec.2013.02.001
http://www.ncbi.nlm.nih.gov/pubmed/24050140
http://dx.doi.org/10.1371/journal.pone.0043487
http://www.ncbi.nlm.nih.gov/pubmed/23028457
http://dx.doi.org/10.1186/1471-2105-10-386
http://www.ncbi.nlm.nih.gov/pubmed/19930714
http://www.ncbi.nlm.nih.gov/pubmed/17395089
http://www.ncbi.nlm.nih.gov/pubmed/17586544
http://www.ncbi.nlm.nih.gov/pubmed/7569511


26. Hsu KC, Wang FS. Fuzzy optimization for detecting enzyme targets of human uric acid metabolism.

Bioinformatics. 2013; 29: 3191–3198. doi: 10.1093/bioinformatics/btt564 PMID: 24078686

27. Voit EO, Martens HA, Omholt SW. 150 years of the mass action law. PLoS Computational Biology.

2015; 11: e1004012. doi: 10.1371/journal.pcbi.1004012 PMID: 25569257

28. Voit EO. Biochemical systems theory (BST): A review. International Scholarly Research Network

(ISRN)—Biomathematics; 2013. pp. 1–53.

29. Voit EO, Signore MD. Assessment of effects of experimental imprecision on optimized biochemical

systems. Biotechnology and Bioengineering. 2001; 74: 443–448. PMID: 11427946

30. Sakawa M. Fuzzy sets and interactive multiobjective optimization. New York: Plenum; 1993. pp. 308.

31. Wu WH, Wang FS, Chang MS. Multi-objective optimization of enzyme manipulations in metabolic net-

works considering resilience effects. BMC Syst Biol. 2011; 5: 145. doi: 10.1186/1752-0509-5-145

PMID: 21929795

32. Bussieck MR, Vigerske S. MINLP solver software, Wiley encyclopedia of operations research and

management science, John Wiley & Sons; 2011. pp. 95–113.

33. Polisetty PK, Gatzke EP, Voit EO. Yield optimization of regulated metabolic systems using determin-

istic branch-and-reduce methods. Biotechnology and Bioengineering. 2008; 99: 1154–1169. PMID:

18064703

34. Marin-Sanguino A, Voit EO, Gonzalez-Alcon C, Torres NV. Optimization of biotechnological systems

through geometric programming. Theoretical Biology and Medical Modelling. 200; 74: 38.

35. Wang FS, Wu WH. Optimal design of growth-coupled production strains using nested hybrid differen-

tial evolution. Journal of the Taiwan Institute of Chemical Engineers. 2015; 54: 57–63.

36. Qi Z, Miller GW, Voit EO. Computational systems analysis of dopamine metabolism. PLoS One. 2008;

3: e2444. doi: 10.1371/journal.pone.0002444 PMID: 18568086

37. Colebrooke RE, Humby T, Lynch PJ, McGowan DP, Xia J, Emson PC. Age-related decline in striatal

dopamine content and motor performance occurs in the absence of nigral cell loss in a genetic mouse

model of Parkinson’s disease. Eur J Neurosci. 2006; 24: 2622–2630. PMID: 17100850

38. Mooslehner KA, Chan PM, Xu W, Liu L, Smadja C, Humby T, et al. Mice with very low expression of

the vesicular monoamine transporter 2 gene survive into adulthood: potential mouse model for parkin-

sonism. Mol Cell Biol. 2001; 21: 5321–5331. PMID: 11463816

39. Takahashi N, Miner LL, Sora I, Ujike H, Revay RS, Kostic V, et al. VMAT2 knockout mice: heterozy-

gotes display reduced amphetamine-conditioned reward, enhanced amphetamine locomotion, and

enhanced MPTP toxicity. Proc Natl Acad Sci USA. 1997; 94: 9938–9943. PMID: 9275230

40. Foucquier J, Guedj M. Analysis of drug combinations: current methodological landscape. Pharmacol

Res Perspect. 2015; 3: e00149. doi: 10.1002/prp2.149 PMID: 26171228

41. Chan CS, Gertler TS, Surmeier DJ. Calcium homeostasis, selective vulnerability and Parkinson’s dis-

ease. Trends Neurosci. 2009; 32: 249–256. doi: 10.1016/j.tins.2009.01.006 PMID: 19307031

42. Rodgers KJ, Hume PM, Morris JG, Dean RT. Evidence for L-dopa incorporation into cell proteins in

patients treated with levodopa. J Neurochem. 2006; 98: 1061–1067. PMID: 16771833

43. Olanow CW, Agid Y, Mizuno Y, Albanese A, Bonuccelli U, Damier P, et al. Levodopa in the treatment

of Parkinson’s disease: current controversies. Mov Disord. 2004; 19: 997–1005. PMID: 15372588

44. Rascol O, Payoux P, Ory F, Ferreira JJ, Brefel-Courbon C, Montastruc JL. Limitations of current Par-

kinson’s disease therapy. Ann Neurol. 2003; 53 Suppl 3: S3–12; discussion S-5. PMID: 12666094

45. Melamed E, Offen D, Shirvan A, Ziv I. Levodopa—an exotoxin or a therapeutic drug? J Neurol. 2000;

247 Suppl 2.

46. Muller T, Hefter H, Hueber R, Jost WH, Leenders KL, Odin P, et al. Is levodopa toxic? J Neurol. 2004;

251 Suppl 6.

47. Pardo B, Mena MA, Casarejos MJ, Paino CL, De Yebenes JG. Toxic effects of L-DOPA on mesence-

phalic cell cultures: protection with antioxidants. Brain Res. 1995; 682: 133–143. PMID: 7552304

48. Walkinshaw G, Waters CM. Induction of apoptosis in catecholaminergic PC12 cells by L-DOPA. Impli-

cations for the treatment of Parkinson’s disease. J Clin Invest. 1995; 95: 2458–2464. PMID: 7769091

49. Zou Q, Chen W, Huang Y, Liu X, Jiang Y. Identifying multi-functional enzyme by hierarchical multi-

label classifier. J Comput Theor Nanosci. 2013; 10: 1038–1043.

50. Che Y, Ju Y, Xuan P, Long R, Xing F. Identification of multi-functional enzyme with multi-label classi-

fier. PLoS ONE. 2016; 11: e0153503. doi: 10.1371/journal.pone.0153503 PMID: 27078147

Drug Discovery of Presynaptic Dopamine Deficiency

PLOS ONE | DOI:10.1371/journal.pone.0164589 October 13, 2016 18 / 18

http://dx.doi.org/10.1093/bioinformatics/btt564
http://www.ncbi.nlm.nih.gov/pubmed/24078686
http://dx.doi.org/10.1371/journal.pcbi.1004012
http://www.ncbi.nlm.nih.gov/pubmed/25569257
http://www.ncbi.nlm.nih.gov/pubmed/11427946
http://dx.doi.org/10.1186/1752-0509-5-145
http://www.ncbi.nlm.nih.gov/pubmed/21929795
http://www.ncbi.nlm.nih.gov/pubmed/18064703
http://dx.doi.org/10.1371/journal.pone.0002444
http://www.ncbi.nlm.nih.gov/pubmed/18568086
http://www.ncbi.nlm.nih.gov/pubmed/17100850
http://www.ncbi.nlm.nih.gov/pubmed/11463816
http://www.ncbi.nlm.nih.gov/pubmed/9275230
http://dx.doi.org/10.1002/prp2.149
http://www.ncbi.nlm.nih.gov/pubmed/26171228
http://dx.doi.org/10.1016/j.tins.2009.01.006
http://www.ncbi.nlm.nih.gov/pubmed/19307031
http://www.ncbi.nlm.nih.gov/pubmed/16771833
http://www.ncbi.nlm.nih.gov/pubmed/15372588
http://www.ncbi.nlm.nih.gov/pubmed/12666094
http://www.ncbi.nlm.nih.gov/pubmed/7552304
http://www.ncbi.nlm.nih.gov/pubmed/7769091
http://dx.doi.org/10.1371/journal.pone.0153503
http://www.ncbi.nlm.nih.gov/pubmed/27078147

