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Abstract

Background: Metabolic reconstruction is the computational-based process that aims to elucidate the network of
metabolites interconnected through reactions catalyzed by activities assigned to one or more genes. Reconstructed
models may contain inconsistencies that appear as gap metabolites and blocked reactions. Although automatic
methods for solving this problem have been previously developed, there are many situations where manual
curation is still needed.

Results: We introduce a general definition of gap metabolite that allows its detection in a straightforward manner.
Moreover, a method for the detection of Unconnected Modules, defined as isolated sets of blocked reactions
connected through gap metabolites, is proposed. The method has been successfully applied to the curation of
iCG238, the genome-scale metabolic model for the bacterium Blattabacterium cuenoti, obligate endosymbiont of
cockroaches.

Conclusion: We found the proposed approach to be a valuable tool for the curation of genome-scale metabolic
models. The outcome of its application to the genome-scale model B. cuenoti iCG238 is a more accurate model ver-
sion named as B. cuenoti iMP240.
Background
Metabolic reconstruction is the computational-based
process that aims to elucidate the network of metabolites
interconnected through reactions catalyzed by activities
assigned to one or more genes [1-5]. The reconstruction
process begins with the functionally annotated genome of
an organism. Then, the identification of those genes
whose putative products catalyze some biochemical reac-
tion, i.e. gene products with an assigned enzyme commis-
sion number (EC) or transport commission number (TC),
should be done. This relational information can be orga-
nized in the so-called gene-protein-reaction association
tables (GPR) [1]. In a further step GPR tables will be used
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to infer candidate metabolic pathways coded in the organ-
ism’s genome [2].
In order to automate the process of reconstruction of

a target organism’s metabolic network, computational
methods have been previously developed that will yield
a first draft [6-8]. This first draft can be used to formu-
late a mathematical representation of an organism’s me-
tabolism, termed as genome-scale model (GSM). The
Constraint-Based-Modeling (CBM) is an approach that
combines the stoichiometric analysis with optimization
techniques to study genome-scale models [9-14]. The
CBM has been successfully used to predict metabolic cap-
abilities such as growth rates, as well as systems responses
to environmental or genetic perturbations [15-18].
When applying CBM to an initial draft of a metabolic

model, it is usual to find inconsistencies that can have
different causes. In the initial stages of a metabolic recon-
struction, due to annotation errors, as well as the exis-
tences of unknown enzyme functionality, GPR associations
can be incorrectly established. Thus, some reactions may
be not included in the model draft. As a consequence,
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some metabolic pathways will contain gaps that will create
dead-end metabolites [19]. These metabolites appear in the
model as only produced or only consumed by reactions,
and hence will never reach a steady state different than the
trivial, and then they will never participate in a feasible so-
lution. They will in turn block any reaction in which they
are involved. There are two classes of dead-end metabo-
lites: i) Root-Non-Produced metabolites (RNP) i.e. metabo-
lites that are only consumed by system’s reactions, and ii)
Root-Non-Consumed (RNC) that includes those metabo-
lites that are only produced by the network but never
consumed [20].
Detection of RNP and RNC can be conducted by

simply scanning the rows of the stoichiometric matrix.
However, the absence of flow through metabolites RNP
(or RNC) could be propagated downstream (or upstream)
by blocking reactions and thus, additional metabolites
would become gaps (see Figure 1). Those metabolites that
become a gap as a consequence of some RNP metabolite
are termed Downstream-Non-Produced (DNP). In a sym-
metric way, Upstream-Non-Consumed (UNC) metabo-
lites are defined as those metabolites that became a gap as
a consequence of some present RNC metabolite [20]. In
general, the detection of dead-end metabolites and
blocked reactions is referred commonly as the gap find-
ing problem [6,7,19,20].
Model’s gaps can be solved by adding one or more re-

actions that allow connecting a dead-end metabolite
with other metabolites of the network, a process known
as gap-filling [6,20]. In some cases, the incorporated re-
actions can be mapped into some coding gene. However,
there are some situations where even if a set of candi-
date reactions that fill the gaps has been successfully
predicted, it could not be possible to find the genes that
code for these activities. In such cases the reactions are
called orphan reactions. Methods to predict candidate
Figure 1 Description of gap metabolites. A schematic representation w
of missing reactions. Red crosses indicate the absence of some reaction. D
tions, respectively. Yellow and green circles represent gap and non-gap me
a) the absence of a reaction, causes metabolite A to become a Root-Non-P
erating new gap metabolites (Downstream-Non-Produced, DNP) and block
Root-Non-consumed metabolite (RNC) and this effect propagates upstream
(UNC), in a symmetric manner respect to case a).
genes to be assigned to orphan reactions have also been
previously developed [21,22]. Thus, the reconstruction
of metabolic models is an iterative process in which the
CBM plays an important role to detect inconsistencies
that should be resolved or curated in order to improve
model formulation [23].
Automated methods for model curation have been

previously developed (for a comprehensive review the
reader is referred to [24]). In order to solve the gap-
filling problem, an optimization-based method to iden-
tify the minimum number of reaction to be included in
the model has been proposed by different authors
[20,23]. These methods rely in the use of Mixed Integer
Linear Programming (MILP) combined with universal
reaction databases such as KEGG [25], BiGG [26] or
MetaCyc [27]. Other proposed approaches are based on
the use of experimental information to detect inconsist-
encies with model predictions that may suggest errors in
model formulation [28,29].
Even though automated methods for metabolic net-

work curation are of an undoubted help to improve
model formulation, there may be situations where the
manual inspections of a curator are still needed. This is
certainly the case of the reconstruction of networks from
genomes that suffer reductive evolution (e.g. intracellular
bacterial symbionts) and code for minimized metabo-
lisms. During the establishment of symbiosis, metabolic
redundancies with the host can result in the loss of en-
zymatic steps in the endosymbiont network, leading to
the emergence of obligate metabolic complementation.
These shared metabolic abilities take the form of inter-
rupted pathways when the endosymbiotic network is
reconstructed. Thus, the problem of gap-filling is a
complex decision making process where a visual repre-
sentation of the inconsistencies can help to a model’s
curator to understand how gap metabolites and blocked
here the four classes of gap metabolites are shown as a consequence
otted and continuous arrows represent blocked and non-blocked reac-
tabolites, respectively. Metabolites are labeled according to its class. In
roduced metabolite (RNP) and this effect propagates downstream gen-
ed reactions. In b) the absence of reactions consuming H makes it a
causing other metabolites to become Upstream-Non-Consumed
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reactions are related and thus find the nature of these
inconsistencies.
In this paper we present a method that combines the

CBM with an algorithm to compute Connected Compo-
nents over bipartite-graphs. The presented method al-
lows the detection of the isolated sets of blocked and
gap metabolites and the way in which these are inter-
connected in what we have termed unconnected mod-
ules (UM) (see Identification of Unconnected Modules in
section Methods). Then, the analysis of each individual
unconnected module simplifies and clarifies the visual
representation, and hence can be used to decide how
gaps should be filled during the curation of the model.
The availability of accurate GSM is especially relevant

in the case of bacterial obligate (primary) endosymbionts
since it is not possible the culture of these microorgan-
isms and hence there is an intrinsic difficulty for obtain-
ing direct experimental data from the system. In this
case, modeling can serve as an appropriate proxy for func-
tional characterizations. For instance, metabolic modeling
has been successfully used in the case of Buchnera aphidi-
cola (obligate endosymbiont of aphids) to evaluate the role
of the endosymbiont and the host in nitrogen metabolism
[30], in Sodalis glossinidius (facultative endosymbiont of
tse-tse flies) to characterize intermediate steps during the
reduction of the network as a result of the interaction with
the host metabolism [31], and in Blattabacterium cuenoti
(obligate endosymbiont of cockroaches) to better under-
stand the striking conservation of the endosymbiont me-
tabolism along the evolutionary time as well as its putative
role in the nitrogen economy of the system [32]. In this
paper we have used the GSM from B. cuenoti (iCG238) to
test the proposed method of curation. Our study allows
upgrading iCG238 to a more accurate model version
named iMP240, and it can be used as a guide for systems
biology experimental explorations of the interaction be-
tween cockroaches and their endosymbionts.

Methods
Constraint-based modeling
The study of the structural properties of biochemical re-
actions network relies on the analysis of the stoichiomet-
ric matrix [33,34]. Let denote by N the stoichiometric
matrix associated to a certain metabolic network with
m rows and n columns corresponding to the number of
metabolites and reactions, respectively. In the following
I and J will refer to the set of metabolite indexes (rows)
and reaction indexes (columns), respectively. Moreover,
the set of reaction indexes J will be partitioned into two
disjoint subsets: the set JINT which contains the indexes
of internal fluxes, i.e. the biochemical reactions that take
place inside the cell, as well the transport reactions that
operate between the cell and the surrounding medium.
On the other hand, the set JEX contains the indexes of
the exchange fluxes, which are the auxiliary variables
used to represent the rate at which certain metabolites are
consumed or produced by the system [35]. There will be
only one exchange flux per metabolite and these fluxes
will be associated to the metabolites belonging to the
extra-cellular compartment. By convention, the activity of
the exchange fluxes is defined as positive or negative if the
metabolite is produced or consumed by the system, re-
spectively [35].
The CBM approach relays on the use of different kinds

of constraints represented by mathematical equations to
define the so called flux space F, i.e. the set of all flux dis-
tributions compatible with the given constraints [9,36,37].
The steady state condition is imposed over the mass bal-
ance equation of each metabolite of the network yielding
the following homogeneous system of linear equations:

N :v ¼ 0 ð1Þ
where the vector v is a flux distribution compatible with
the steady-state condition. Moreover, lower and upper
bounds are imposed over each reaction to represent add-
itional constraints. For instance, the thermodynamic con-
straints that make some reactions to be irreversible are
represented by setting to zero the lower bound. Besides,
the surrounding environment of a metabolic system can
be modeled by setting bounds over the exchange fluxes.
For example, if a given metabolite is available in the
medium and thus can be consumed by the system, the
lower bound of the corresponding exchange flux should
have a negative value. The lower and upper bounds im-
posed over each flux can be written as the following sys-
tems of linear inequalities:

vlbj ≤ vj ≤ vubj ∀ j� J ð2Þ

where vj is the activity through the flux j, whereas vlbj
and vubj are its lower and upper bounds, respectively.

Together, the homogeneous system of linear equations
(1) and the system of linear inequalities (2) yields the
mathematical representation of the flux space F,
expressed as:

F ¼ v � Rn : N :v ¼ 0; vlbj ≤ vj ≤ vubj ∀j � J
n o

ð3Þ

Blocked reactions
A reaction in a metabolic model is defined as blocked
under a given medium condition if it cannot display a
steady-state flux other than zero:

j � JBlocked⇔vj ¼ 0; ∀v � F ð4Þ
where JBlocked is the set of blocked reaction indexes. This
set can be computed solving a set of linear programs, as
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proposed by Burgard et al. [38]. The approach consists
in calculating the minimum and maximum flux value
through each reaction of the system. When the max-
imum and minimum values found for a given reaction
are both equal to zero, the reaction is said to be blocked
under the defined medium condition. The formulation
of the set of linear programs is the following:

Min=Max : vj ∀ j� J
s:t:
N ⋅v ¼ 0
vlbj ≤ vj ≤ vubj ∀ j� J

ð5Þ

Gap metabolites
Gap metabolites in GSM are defined as those vertexes of
the network through which there can be no steady state
flow [24]. While the detection of RNP and RNC metabo-
lites (see the Introduction for a proper definition) is
straightforward by scanning of each row of the stoichio-
metric matrix N, the case of detecting UNP and DNC
metabolites cannot be accomplished by a simple inspec-
tion of the entries of N [20]. However, based on the def-
inition of blocked reaction (4) we found a way to define
gap metabolites that allow its identification in a straight-
forward manner.
Definition: a metabolite ί ∈ I in a network under

steady-state is a gap if and only if all the reactions in
which its participate (either as reactant or as product)
belongs to the set of blocked reactions JBlocked. This state-
ment implies that there cannot exists a stationary flow
through this metabolite.
Thus, if we name the set of reactions in which a me-

tabolite ί participate as:

σ ið Þ ¼ j � J : Nij ≠ 0
� �

∀i � I ð6Þ
then, the set of gap metabolites IGap⊆ I can be defined
as follows:

i∈IGap⇔σ ið Þ⊆ JBlocked ð7Þ
Hence, the detection of gap metabolites can be accom-

plished by finding the set JBlocked and applying equations
(6) and (7) for each metabolite. The given definition for
a gap metabolite doesn’t make any distinction between
the different classes of gap defined (i.e. RNP, RNC, UNP,
DNC). Although there is no general procedure for the
classification of gap metabolites as RNP, RNC, UNP, or
DNC once they have been found, this is possible in simple
cases. For example, if a gap metabolite ί is involved only in
an irreversible reaction by which it is consumed, or if all
the reactions in which this metabolite is involved are irre-
versible and in all it is consumed, then metabolite will be
a RNP. A similar reasoning can we argued for the sym-
metric case, leading to the identification of a RNC. For
more complex cases, a visual inspection of the underling
“Unconnected Module” (see section: Identification of Un-
connected Modules) may help to the classification.

The coenzyme pseudo-gap problem
In general gap metabolites can be identified using its re-
lation to the set of blocked reactions JBlocked as it was ex-
plained in previous subsection. However, there could be
some special metabolites that are not “gap” under the
definition given by (7). Nevertheless these metabolites
may be the cause that certain reactions get blocked, as
the example depicted in Figure 2 shows. The metabolite
D is not a gap but the mass balances equation for D* im-
plies that v5 is equal to v6, and the mass balance equa-
tion for D implies v4 + v6 = v5. As a consequence of
these relations v4 is restricted to zero, i.e. v4 is a blocked
reaction. This effect propagates downstream to v3, v2
and v1. This is why we name D as a pseudo-gap metab-
olite. In order to unblock v4, which in term will unblock
v1, v2 and v3, there must be added a sink for D or D*.
These kinds of situations may take place when the bio-

synthetic pathway of a coenzyme is present in a model,
but there are no fluxes draining or degrading the coen-
zyme produced by this pathway. These metabolites may
be involved in conserved moieties, and in such cases
they will be consumed and regenerated in a cyclic man-
ner. As a consequence they could not be detected as gap
metabolites because they will participate in at least two
active reactions. However, if the biosynthetic pathway
for a coenzyme is included in a metabolic model, the net
production of a coenzyme will not occur under steady
state unless some flux consumes it. Hence, the reactions
involved in the biosynthesis pathway may become blocked.
A common approach to solve this problem is to include
the coenzyme-like metabolite into the biomass equation
or alternatively to introduce an exchange flux that can
drain the metabolite out of the system. Either of these two
situations is equivalent to the addition of the above-
mentioned sink.
The way to detect the pseudo-gap metabolites may be

summarized as follow. When an UM overlap with the
biosynthetic pathway of a certain cofactor, two different
situations can be found: the cofactor is included in the
UM as a gap or it is not. If it is a gap, the cofactor must
be included in the biomass equation in order to solve
the UM (see “UM3 - Pyridoxal 5-phosphate biosynthetic
pathway” under section Results and discussion as en ex-
ample). If the cofactor is not included in the UM (i.e. is
not a gap), then it is quite probable that the cofactor
may be involved in a conservation relation which con-
nect the cofactor to active reactions and for this reason
is not detected as a gap under the definition given by
equation (7). However, even not detected as gap, the co-
factor could be the underlying cause that the UM become



Figure 2 Pseudo-gap metabolites. Schematic representation of a situation where there is a metabolite not detected as gap (metabolite D)
because of its participation in non-blocked reactions. However, the set of non-blocked reactions in which it participates forms a loop and there is
no net production/consumption of the metabolite. As a consequence, the pathway of synthesis of D becomes blocked. The color and line codes
are the same as in Figure 1.
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blocked, and for this reason was termed the cofactor a
“pseudo-gap” as has been pointed out at the beginning of
this section (as an example, see “UM1 - Menaquinol bio-
synthetic pathway”, under section Results and discussion).
The conservation relations can be detected by the analysis
of the conserved moieties, which were calculated as previ-
ously described [33]. Finally, by adding the corresponding
cofactor to the biomass equation the UM can be solved.

Identification of unconnected modules (UM)
When analyzing the set of blocked reactions and gap
metabolites of a metabolic model, it is common to find
relations between both sets due to the fact that blocked
reactions may be connected with other blocked reactions
through gap metabolite. In some cases, blocked reac-
tions are directly connected to a RNP/RNC metabolite.
However, this may be not the case of other blocked reac-
tions that may be not linked directly to a RNP or RNC
metabolite. For example, as it can be seen in Figure 1a,
reaction v3, although blocked, is not directly connected
to a RNP metabolite (A), but indirectly through metabol-
ite through a set DNC metabolites (B and C) and other
blocked reactions (v1 and v2). Similarly occurs in the
symmetric case (Figure 1b). As a consequence of these
relations, it is possible to systematically establish how
the blocked reactions are connected through the gap
metabolites.
Any metabolic network can be represented as a di-

rected bipartite graph by considering the sets of vertex
V = IUJ [39,40]. Then, a directed edge or arc will exist
between a metabolite and a reaction if the metabolite
participates in the reaction. The direction of the arc will
be incident to the reaction if the metabolite is a reactant
and incident to the metabolite if it is a product. In the
following, the graph associated to a metabolic network
will be referred as the metabolic graph.
Once the metabolic graph is constructed it is possible

to consider any possible sub-graph by selecting a pair of
subsets I'⊆ I and J'⊆ J of metabolites and reactions re-
spectively. In particular, it is possible to consider the sub-
graph defined by the subset of vertex V = IGapUJBlocked.
This sub-graph will contain the relation that exists
between gap metabolites and blocked reactions. Moreover,
the set of connected components can be computed over
this graph. In this context, each connected component
can be interpreted as a “module” of the metabolism that
becomes inactive or unconnected, possibly as a conse-
quence of model inconsistencies, such as the presences of
a set of RNP/RNC metabolites. For this reason the set of
connected component will be referred as an Unconnected
Modules (UM).
In simple cases, the reason that causes a certain UM

to be unconnected from the rest of the network may be
found by visual inspection of the graph representing the
UM. In such cases connectivity restoring of the RNC
and RNP metabolites present in the UM may, in general,
solve the problem of the UNC and DNP metabolites.
The set of elementary operations that can be applied to
solve UMs has been discussed by Kumar and collabora-
tors [20], and it includes: addition of biochemical reac-
tions of transport, incorporation of exchange fluxes and
relaxation of irreversibility constraint of some reactions.
More complex situations may include cases such as the
pseudo-gap problem described in the previous section.

Flux balance analysis
The Flux Balance Analysis (FBA) is an approach that
combines the description of the flux space F defined by
equation (3) with optimization techniques to find a flux
distribution v that maximizes the growth rate [17,37,41].
This problem can formulated as a linear program and
can be solved with standard techniques of Linear Pro-
gramming (LP).

Max : vBiomass

s:t:
N ⋅v ¼ 0
vlbj ≤ vj ≤ vubj ∀ j� J

ð8Þ

where the flux vBiomass represents the growth rate of the
organism. This flux, also refereed as the biomass equa-
tion, includes all the metabolites that are biomass com-
ponents, in its specific proportions [42,43].
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In-silico knockout experiments
The fragility analysis of a network was performed by simu-
lating knockout experiments for each metabolic gene
included in a GSM. An in-silico knockout experiment for
a given gene consists in bound to zero the flux for each re-
action coded by the gene, which are inferred through the
GRP association table. After so, FBA is used to find the
maximal value of the biomass reaction under the genetic
perturbation. If the optimal value of biomass reaction is
lower than a certain threshold, the knockout is said to be
lethal (i.e. essential), otherwise the gene is not essential.
The procedure is performed over all the genes in the
model.

Minimal medium prediction
The minimal medium may be defined as the smaller set
of metabolites that should be present in the medium
condition in order a feasible flux distribution v to exist,
with a biomass production rate greater than zero. The
minimal medium was calculated by solving a MILP algo-
rithm as previously described [44-46]. The MILP algo-
rithm is the following:

Min :
X
j � JEX

yj

s:t:
N ⋅v ¼ 0
vlbj ≤ vj ≤ vubj ∀ j� J INT
vBiomass ≥ vlbBiomass
vlbj yj ≤ vj ∀ j� JEX
yj � 0; 1f g ∀ j� JEX

ð9Þ

The algorithm requires the incorporation of a set of
binary yj variables, one for each exchange flux j ϵ JEX.
Moreover, a set of constraints that relates each binary
variable with its corresponding exchanges flux should be
incorporated to the problem. Then, whenever a binary
variable takes the zero value, the corresponding ex-
change flux is constrained to take a value greater or
equal than zero. Additionally, the lower bound corre-
sponding to the biomass production flux should be set
to a cutoff value greater than zero in order to guarantee
a positive growth rate. Finally, the optimization target is
defined in such a way that minimizes the number of ac-
tive exchange fluxes with a negative value. Due to the
fact that each exchange flux is related with one extracel-
lular metabolite this is equivalent to find the minimal set
of metabolites that the system must consume in order to
produce a biomass flux greater than zero.

Detection of reaction subsets
A Reaction Subsets (RS) [47,48] or Full Coupling Sets
[38] in a stoichiometric network is a group of reactions
that operate together in fixed flux proportions for any
flux distribution. Due to the fact that the relations be-
tween enzymes and reactions are not always biunivocal,
the reaction subset does not always match the concept
of Enzyme Subset previously introduce by Pfeiffer et al.
[49], and for this reason the term Reaction Subset seams
more appropriate [48]. The RSs are structural invariant
of network and for that they are independent on the kin-
etic parameters of the system. Moreover, they shed valu-
able information that may help to understand how the
network is regulated [50].For these reasons the concept
RS is important for the analysis of metabolic networks.
In order to compute reaction subset the following pre-

processing steps were applied to the network. First, rows
and columns corresponding to gap metabolites and blocked
reaction respectively were removed from the stoichiometric
matrix. As it was previously described [38], the constant
biomass composition imposed by the stoichiometry of the
biomass equation was relaxed by removing the correspond-
ing column, while allowing each biomass component to be
drained from the system in an independent way. Then, the
identification of RS was done by using the algorithm de-
scribed in [49].

Computational tools
Constraint-Based analysis was performed using the python-
based toolbox COBRApy [51]. LP and MILP problems
were solved using the Gurobi Solver [52] acceded through
COBRApy. Identification of conservation relations was
done by computation the set of extreme rays using the
Polco package [53]. Identification of RS was done by
using an implementation based on Python [54,55] of the
algorithm described in [49]. The detection of the con-
nected components of a graph was done using the im-
plementation of the algorithm available in the iGraph
library [56]. Graphs were drawn using the yEd Graph
Editor [57]. All computation was done on a desktop
computer with an Intel® Core™ i7 CPU 950 processor,
with 23.5 GiB, running under Fedora 17 Linux OS.

Results and discussion
The first step in the analysis of the GSM of B. cuenoti
iCG238 was to find the sets JBlocked and IGap of blocked
reactions and gap metabolites, respectively. The results
showed that 69 reactions over a total of 419 (~16%) are
blocked under any medium condition. Using this informa-
tion a set of 58 metabolites over a total of 364 (~15%)
were detected as gaps. A bipartite graph representation of
the metabolic network was constructed, and the sub-
graph defined by the subset of vertex IGap U JBlocked was
selected (see Identification of Unconnected Modules in
section Methods). Computation of connected components
over this sub-graph allows identifying 10 UM. After so,
each gap metabolite was classified in one of the four cat-
egories: RNP, RNC, UNC and DNP. A description of each



Table 1 Description of UMs

UM Related to subsystem No. reactions No. metabolites RNP RNC

1 Menaquinol Biosynthesis 23 21 Mev, 2ombzl 2ommbl

2 Nucleotide Salvage Pathway 22 15 - Hxan, xan, r1p, 2dr1p, thym, ura

3 Pyridoxal 5-phosphate Biosynthesis 7 6 - 4hthr

4 Lipopolysaccharide Biosynthesis 4 4 - u3hga

5 Siroheme Biosynthesis 4 4 - uppg3

6 Arginine and Proline Metabolism 2 2 - 1pyr5c

7 Transport, Extracellular (Fe2+) 2 2 - Fe2+

8 Transport, Extracellular (K+) 2 2 - K+

9 Superoxide Dismutase 1 1 O2
– -

10 Acyl-Carrier Protein Synthase 1 1 apoACP -

Total 68 58 8 4

UM identified in B. cuenoti iCG238 GSM. Metabolite abbreviations: Mev (mevalonate), 2ombzl (2-Octaprenyl-6-methoxy-1,4-benzoquinol), 2ommbl (2-Octaprenyl-3-
methyl-6-methoxy-1,4-benzoquinol), hxan (Hypoxanthine), xan (Xanthine), r1p (Ribose-1-phosphate), 2dr1p (2-deoxy-D-Ribose-1-phosphate, thym (Thymine), ura
(Uracil) 1pyr5c (1-Pyrroline-5-carboxylate), 4hthr (4-Hydroxy-L-threonine), u3hga (UDP-3-O-(3-hydroxytetradecanoyl)-D-glucosamine), uppg3 (Uroporphyrinogen),
apoACP (apoprotein [acyl carrier protein]). The relation between an UM and a subsystem was established according to the most frequent subsystem associated to
the reactions of the UM.
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different UM found in iCG238 is summarized in Table 1,
which was sorted according to the number of reactions in-
cluded in each UM.
When analyzing the reactions participation of each

UM, it was found that in many of the cases the set of
reactions belonging to an UM overlapped with known
biochemical subsystems (or metabolic pathways). For
example, all the reaction included in UM1 belongs to
the menaquinol biosynthetic pathway. It is worth to note
that in some cases UMs could be composed by an iso-
lated reaction as the cases of UM9 and UM10. After the
identification of all UM applying the proposed approach,
each sub-graph was drawn independently. Visual inspec-
tion of each graph was done to detect possible inconsist-
encies in the network formulation that may help to carry
out the manual curation of a GSM.

UM1 - Menaquinol biosynthetic pathway
The biggest UM found in the metabolic model (UM1)
was first analyzed. Figure 3 shows the graph that repre-
sents the UM. A visual inspection of these Figure shows
that UM1 includes all the reactions and metabolite that
conforms the menaquinol biosynthetic pathway. The
Figure also shows that from the 21 gap metabolites in-
cluded in the UM, two are RNP metabolites (mevalonate,
2-Octaprenyl-6-methoxy-1,4-benzoquinol), and one is
an RNC metabolite (2-Octaprenyl-3-methyl-6-methoxy-1,
4-benzoquinol), while the remaining metabolites are then
upstream/downstream gap metabolites.
Mevalonate is a precursor for the biosynthesis of isopen-

tenyl diphosphate that in turn is involved in the biosyn-
thetic pathway of many cofactors such as menaquinol and
2-demetyl-menaquinol. An inspection of the current gen-
ome annotation of B. cuenoti [58] was done to look for
candidate genes coding for enzymes belonging to the
mevalonate biosynthetic pathway. However, none of those
genes were identified indicating a plausible partial loss of
the mevalonate biosynthetic pathway. As a consequence
of this putative lost trait, mevalonate should be hypothet-
ically imported from the environment (i.e. the insect host),
a situation that would suggest a new case of metabolic
complementation between the bacterial endosymbiont
and its host. In favor of our hypothesis we point out that
the mevalonate pathway plays a key role in insect metab-
olism as the precursor of juvenile hormone (JH) and it is
active in the fat body of B. germanica ([59] and references
therein). Indirect evidence of the ability of mevalonate to
diffuse and reach the endosymbiont is given by feeding ex-
periments using mevalonate as a precursor of JH synthesis
in the corpora allata ([59] and references therein).
Moreover, the locus tag BLBBGE_110 has been anno-

tated as a homolog to ubiE [58], which codes for an en-
zyme, a C-methyltransferase, that catalyzes reactions in
both ubiquinone (Q) and menaquinone (MK) biosyn-
thesis [60]. In Q biosynthesis, UbiE catalyzes the con-
version of 2-octaprenyl-6-methoxy-1,4-benzoquinone to
2-octaprenyl-3-methyl-6-methoxy-1,4-benzoquinone (EC
2.1.1.201). In MK biosynthesis, UbiE catalyzes the con-
version of demethylmenaquinone to menaquinone (EC
2.1.1.163). While the genome of Blattabacterium has pu-
tative genes that code for the remaining activities for the
MK biosynthesis, it has not any other annotated gene that
accounts for the activities of the Q biosynthesis. As a con-
sequence the activity EC 2.1.1.201 has no biological mean-
ing in the metabolic network of B. cuenoti and for that
reason it should not be included in the model.
Assuming a case of metabolic complementation be-

tween the bacteria and its host where mevalonate is a



Figure 3 UM1 scheme. Schematic representation of the biggest UM found in B. cuenoti iCG238 model, which includes all the reactions
belonging to the Menaquinol Biosynthetic Pathway. Metabolites are represented by name labels and colored accordingly to its category
(yellow for RNP and RNC; black for DNP and UNC); reactions are represented as squares with its associated EC number.
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metabolite supplied by the host, a transport flux that
allow the uptake of mevalonate by the cell was incorpo-
rated to the model. After so UM where recomputed just
to find out that UM1 was still non-functional. A new in-
spection of the graph showed that there were two “dead
end” reactions (EC 2.5.1.31 and EC 3.3.1.1) for which no
products were included as RNC metabolites. A closer in-
spection of these reactions showed the following: reac-
tion EC 2.5.1.31 produces undecaprenyl diphosphate, a
metabolite that works as a coenzyme in the biosynthesis
of murein, whereas reaction EC 3.3.1.1 is the last step in
the biosynthesis of menaquinol, which is a known coen-
zyme that operates as an electron carrier. As it is ex-
plained in section Methods (The coenzyme pseudo-gap
problem), both metabolites were then included in the
biomass equation. After so, UM1 was completely solved,
meaning that all reactions got unblocked (Additional
file 1: Figure S1).

UM2 - Nucleotide salvage pathway
In this case, the set of 22 reactions contained in the UM
belongs to the nucleotide salvage pathway. The set of
genes coding for these activities was analyzed and it was
found that 12 of the reactions are orphans, i.e. they do
not have an associated coding gene (see Figure 4). The
remaining 10 reactions were grouped according to its cod-
ing gene and this showed that 3 genes code these activities
in the following way: seven reactions, that correspond to
the activity 2.4.2.1, are assigned to gene BLBBGE_377
Figure 4 UM2 scheme. Schematic representation of the UM2 that corresp
are represented as in Figure 1. However, in this case the reactions with no
represented with rounded rectangles and highlighted in yellow.
[GenBank: CP001487], annotated as purine-nucleoside
phosphorylase; two reactions defined by the activities EC
3.1.5.1 are associated to gene BLBBGE_612 [GenBank:
CP001487]; finally, the activity EC 3.5.4.1 is assigned to
the gene BLBBGE_353 [GenBank: CP001487]. Due to the
great number of orphan reactions contained in UM2 and
based on the fact that all of these reactions are predicted
as blocked, the first step to analyze this UM was to re-
move its orphan reactions. After so, the set of UMs were
recalculated to evaluate the impact of these changes. It
was found that the UM splits into two UMs: one of them
formed by all the reactions associated with the activities
EC 2.4.2.1 together with the two reactions associated with
activity EC 3.1.5.1; the other one was composed by the
isolated reaction EC 3.5.4.1. In both situations, most of
the metabolites involved in the UMs were classified as
RNP or RNC (Additional file 1: Figure S2b).
With the purpose of evaluating the functional assign-

ment of these three genes, a close inspection of the gen-
ome annotation was done. First, it was found that the
annotation of BLBBGE_612 [GenBank: CP001487] does
not have strong evidence supporting that this gene code
for the activity EC 3.1.5.1. Thus, considering the lack of
information supporting the association between the gene
and the activity and taking into account that the model
predicts that both reactions associated with activity EC
3.1.5.1 are blocked, it is more plausible to assume that
the activity does not take place in the metabolism of the
endosymbiont. Second, the association of the enzyme
onds to the Nucleotide Salvage Pathway. Reactions and metabolites
gene association (i.e. orphan reactions), or wrong EC assignations, are
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activities EC 2.4.2.1 and EC 3.1.5.1 to genes
BLBBGE_377 and BLBBGE_353 [GenBank: CP001487],
respectively, is supported by the genome annotation.
However, the activity EC 2.4.2.1 appears to have a broad
substrate specificity and seven different reactions associ-
ated with this activity are included in model iCG238, all of
them predicted to be blocked because their direct connec-
tion to an RNP, an RNC or to both. In the case of the ac-
tivity EC 3.1.5.1 the reaction becomes isolated being one
of its substrates and one of its products a RNP and a RNC
metabolites, respectively. Due to the complexity of this
situation and in the absence of experimental evidence that
could help to solve these metabolic puzzles it was not pos-
sible to find the role of these activities in the metabolism
of the bacterium, and thus the set of genes with its associ-
ated activities were excluded from the model until new ex-
perimental data shed some light over this problem.

UM3 - Pyridoxal 5-phosphate biosynthetic pathway
The seven reactions involved in this sub-graph corres-
pond to the complete Pyridoxal-5-phosphate pathway
(Additional file 1: Figure S3). Pyridoxal-5-phosphate,
also called Vitamin B6, functions as a cofactor of differ-
ent enzymes involved, among others, in transamination
reactions required for the synthesis and catabolism of
amino acids. Due to its importance in metabolism, this
metabolite was included in the biomass equation in the
same way that it has been done with other cofactors and
coenzymes. As a result all the reactions in the UM be-
come unblocked. It is worth to note that animals, in par-
ticular insects, do not possess any biosynthetic pathway
for pyridoxal-5-phosphate, and for this reason they need
to take it from their diet in order to survive [61]. As a
consequence B. cuenoti may provide its host with this
metabolite, suggesting another case of possible metabolic
complementation.

UM4 - Lipopolysaccharide biosynthetic pathway
The UM4 is composed by a linear chain of four reac-
tions that are related to the biosynthetic pathways of
different membrane lipids. The first two reactions are
involved in the palmitate biosynthetic pathway. However,
these reactions are not biochemically defined, but they
are in turn the condensation of a set of reactions. For
example, the first reaction labeled as C120SN is the net
sum of 19 activities that produce dodecanoyl-ACP from
acetoacetyl-ACP. Moreover, the reaction KAS16 is also
the condensation of the activities EC 2.3.1.41 and EC
1.1.1.100 (Additional file 1: Figure S4). The other two re-
actions of the UM are the first and second steps of the
Lipid IVA biosynthetic pathway. UM4 was reformulated
by decomposing the reactions C120SN and KAS16 in
its corresponding activities. After so, the structure of
the UM was analyzed to find the following. First, the
activities EC 4.2.1.58 and EC 4.2.1.59, seem to be orphan
in ICG238. Second, the activities assigned to the Lipid
IVA biosynthetic pathway were all orphan except for the
activity EC 3.5.1.108, which was assigned to the gene
BLBBGE_037 [GenBank: CP001487]. This scenario sug-
gests that this pathway may be absent, and thus it could
be the consequences of an error in the annotation of
BLBBGE_037 [GenBank: CP001487]. Indeed, it was found
that the set of ortholog genes identified in the genome of
other sequenced genomes from diverse B. cuenoti strains
have been annotated as coding for the activities EC
4.2.1.58 and EC 4.2.1.59. As a consequence, the annotated
activity of BLBBGE_037 [GenBank: CP001487] was chan-
ged from EC 3.5.1.108 to EC 4.2.1.58 and EC 4.2.1.59. The
remaining orphan activity present in the Lipid IVA path-
way was also removed from the model because it is as-
sumed that this pathway is not present in the metabolism
of B. cuenoti.

UM5 - Siroheme biosynthetic pathway
A linear chain of four reactions composes the UM5,
where the last reaction produces uroporphyrinogen III,
which was found to be a RNC (see Table 1). This metab-
olite acts as substrate in the biosynthesis of siroheme, a
prosthetic group which catalyzes the reduction of sulfite
to sulfide and of nitrite to ammonia in the assimilation
and dissimilation of sulfur and nitrogen compounds [62].
After an inspection of B. cuenoti genome annotation,

it was found that all the coding genes of the biosynthetic
pathway of siroheme are present. However, they had not
been previously included in the metabolic model. The
pathway consists in four reactions (arranged in a linear
pathway) coded by two genes: BLBBGE_281 [GenBank:
CP001487] that codes the enzyme with activity EC
1.3.1.76 and the gene BLBBGE_278 [GenBank: CP001487]
which codes an enzyme that catalyzes activities EC
2.1.1.107 and EC 4.99.1.4.
Since siroheme is an important cofactor involved in

sulfur and nitrogen metabolism, the cell would have to
be able to maintain certain pool of this cofactor. Hence,
during the bacterial growth phase, the organism will need
some production of siroheme. In order to take into ac-
count this fact, siroheme was included into the biomass
equation. After including this modification to the model,
FBA was applied to find a metabolic state that maximizes
biomass production. As expected, it was found that the
four reactions included in UM5 and the four new reac-
tions added to the model showed non-zero flux under op-
timal state (Additional file 1: Figure S5).

UM6 - Proline biosynthetic pathway
In this case two reactions were found: N-acetylornithine
deacetylase coded by gene BLBBG_320 (with no corre-
sponding EC number) and L-glutamate 5-semialdehyde
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dehydratase annotated to be spontaneous. Both reactions
were annotated as belonging to the proline biosynthetic
pathway. In this scenario suggest that the pathway only
lacks the last reaction step in order to be able to pro-
duce proline (Additional file 1: Figure S7). However a
closer look to the annotation of gene BLBBG_320
shows that it has been assigned to code the following 3
activities:

1. N-Acetyl-L-glutamate 5-semialdehyde + H2O→
Acetate + L-Glutamate 5-semialdehyde

2. N-acetyl-L-ornithine + H2O→ L-ornithine + acetate
3. N-succinyl-L,L-2,6-diaminopimelate + H2O→ L,L-

diaminopimelate + succinate

Reaction (1) could not be found in the BRENDA data-
base. However it was found as an entry in BiGG data-
base [26]. For these reason it is not clear whereas the
reaction has been biochemically characterized or not. In
addition, experimental results show that proline is the
most abundant amino acid in the cockroach’s hemolymph
[63] supporting the hypothesis that proline is provided by
the host. As a consequence, considering UM6 as an anno-
tation error seems a more plausible hypothesis and thus
these activities were not included in the new version of
the metabolic model.

UM7–UM10 - The case of isolated reactions
In the cases of UM7 and UM8, both of them correspond
to transport reactions associated to two different ions:
Fe2+ and Mg2+ and, the associated exchange fluxes. Both
ions are included in the biomass equation as described
by other authors [19,42] and in this way both UMs got
unblocked (Additional file 1: Figure S6). The isolated
reaction that defines UM9 is superoxide dismutase (EC
1.15.1.1), a reaction that together with the activity EC
1.11.1.6 works as a detoxification pathway against free
radicals such as superoxide and hydrogen peroxide
(Additional file 1: Figure S7b). Both activities have an
associated coding gene and there is also experimental
information suggesting the aerobic character of B. cue-
noti [32]. Taking together these facts it is expected that
superoxide dismutase plays an important role in the
metabolism of the endosymbiont. The graph analysis
showed the superoxide as a RNP metabolite. The ex-
planation of the previous finding rely in the fact that the
processes of free radical formation, e.g. as by product of
aerobic respiration, is out of the scope of the model and
hence the model does not include any reaction produ-
cing superoxide.
UM10 is also a case of an isolated reaction (EC 2.7.8.7)

which catalyzes the activation of the apoprotein into
acyl-carrier-protein (ACP), been this product a highly con-
served carrier of acyl intermediates, important for fatty
acid synthesis (Additional file 1: Figure S7c). The process
of protein biosynthesis is not included in the metabolic
model of B. cuenoti (neither the DNA nor RNA biosyn-
thesis) and for that reason the model doesn’t include any
reaction producing the apoprotein. As a consequence, the
apoprotein becomes a RNP metabolite that blocks the ac-
tivity EC 2.7.8.7. As in the case of UM9, some metabolite
(e.g. the apoprotein) is produced by a metabolic process
that is out of the scope of the model and thus appears as a
dead-end.

Model update
The curation process described in the previous section
resulted in the removal of 6 genes associated to 6 reac-
tions from iCG238 and the addition of 8 new genes corre-
sponding to a total of 9 reactions. Thus, the new model
version has two more genes (240) and for this reason has
been named as iMP240. Moreover, the reassignment and
the inclusion of activities as well as the removal of orphan
activities lead to elimination of 73 reactions (71 reactions
plus 2 exchange fluxes) from iCG238 and the inclusion of
59 new reactions (56 reactions plus 3 exchange fluxes) in
iMP240 (see Additional file 2). Since no experimental data
was available for Blattabacterium Bge, chemical compos-
ition of E. coli, adapted from [19], was used. In particular,
the stoichiometric coefficients of the new cofactor in-
cluded to the biomass of iMP240, were those found in
E. coli model iJO1366. Even if Blattabacterium and E. coli
are phylogenetically very distant organisms, it is worth to
note that these coefficients are approximations of the
order of magnitude meant to capture the needs of an or-
ganism during growth in a qualitatively fashion. For a de-
tailed comparison between both models see Additional
file 3.

Comparative analysis of the reaction subsets
The curation process involved addition and removal of
reaction and metabolites as well as changes in the formu-
lation of the biomass equation. These changes affected the
stoichiometric matrix, and then resulted in different struc-
tural properties of the network. In particular, we have ana-
lyzed the organization of the Reaction Subsets (RS).
Table 2 summarizes the number of RS identified for

the two models, as well the number of reaction within
each RS. The Jaccard index was used as a measure of simi-
larity between the RS from the two models. This index
was calculated for each pair of RS as the cardinality of the
intersection over the cardinality of the union between
both RSs. Thus its value is bounded between 0 and 1. The
higher the index value, the higher is the number of reac-
tion shared by both RS.
The major difference found in the reorganization was

the presence of a RS composed by 19 reactions present in
iMP240 but not found in iCG238. This difference is due



Table 2 Comparison of RS

No. reactions in RS iMP240 iCG238 J1.0 J.75

2 27 28 21 –

3 8 6 3 1 (+1)

4 2 4 1 –

5 4 3 2 –

6 3 3 2 –

7 3 1 1 1 (+1)

8 – 1 – –

9 4 3 3 –

10 1 1 – 1 (+1)

11 – 1 – –

13 1 – – –

17 – 1 – –

18 1 – – 1 (−1)

20 1 – – –

The first column indicates the number of reactions that belong to a RS. The
second and third columns indicate how many RS with a given number of
reaction are in model iMP240 and iCG238, respectively. The fourth column
shows how many RS pairs are equal in both models and for a given number
of reactions. In the last columns, the number out of the parenthesis indicate
how many RS with a Jaccard index greater than 0.75 have been found, taking
as the reference point the model iMP240. The number in parenthesis indicates
the difference of reactions between a pair of RS in the following way: a
positive number means that the RS in iCG238 has this number of additional
reactions whereas a negative indicate the opposite.

Table 3 Minimal medium

Medium components iMP240 iCG238

Thiamin Required Required

Nicotinate Required Required

Sodium Required Required

L-Glutamine Required Required

Sulfate Required Required

(R)-Pantothenate Required Required

Phosphate Required Required

L-Asparagine Required Required

L-Proline Required Required

Glycine Required Required

O2 Required Required

(S)-Dihydroorotate – Required

(R)-Mevalonate Required –

Glycerol Required –

Porphobilinogen Required –

Fe2+ Required –

K+ Required –

Mg2+ Required –

Comparative table showing the in-silico predicted minimal medium for the
new version model iMP240 and previous version iCG238.
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to the fact that model iCG238 has all these 19 reactions
condensed in a single step (Additional file 1: Figure S4).
This is also the case of both the RS that contains 13 reac-
tions and one of the RS composed by 7 reactions founded
in iMP240. Moreover, there is another RS of 7 reactions
only present in iMP240 that corresponds to the Pyridoxal
Biosynthetic Pathway. This pathway was blocked in
iCG238, and hence cannot be detected as an RS. Add-
itionally, there are three RS almost equal in both models,
but differing in only one reaction. For example, the RS of
18 reactions in iMP240 corresponds to the RS present in
iCG238 that contains 17 reactions. Despite the differences
described above, no major changes were found in the or-
ganizations of RS between both models.

Comparison of minimal medium
The in-silico minimal set of compounds needed for the
endosymbiont in order to produce all biomass compo-
nents was predicted for both model versions (iCG238
and iMP240), using an optimization algorithm (see Min-
imal Medium Prediction in Methods section). Table 3
shows the results. As it can be seen, all the metabolites
included in the minimal medium predicted for model
iCG238 are included in the minimal medium predicted
for iMP240, except for (S)-Dihydroorotate. This metab-
olite is a precursor in the biosynthesis of pyrimidines.
The reason for this difference is that iCG238 did not
include the activity EC 3.5.2.3, which catalyzes the conver-
sion of N-carbamoyl-L-aspartate into (S)-Dihydroorotate,
and thus the model predicts that (S)-Dihydroorotate
should be uptaken from an external source. The activity
EC 3.5.2.3 has been found to be coded by the gene
BLBBGE_317 [GenBank: CP001487], and its inclusion in
the new model predicts that (S)-Dihydroorotate can be
produced by the metabolism of the endosymbiont.
The predictions using the model iMP240 also suggest

six new compounds that need to be present in the
medium in order for the organism to be able to grow.
These sets of metabolites include: i) mevalonate, which
is needed to synthesize menaquinol and 2-demetyl-
menaquinol; ii) glycerol, which is phosphorylated by the
activity EC 2.7.1.30, and used in the biosynthesis of phos-
phatidylglycerol species. In model iGC238 glycerol-3-
phosphate is produced from dihydroxyacetonephosphate
through the reaction EC 1.1.5.3 operating in reverse sense.
However, it was not possible to found any evidence
suggesting that the reaction EC 1.1.5.3 could operate in a
reversible manner. Hence, if the reaction is considered
as irreversible, then the cell cannot produce glycerol-3-
phosphate. Then glycerol should be uptaken from the
medium and phosphorylated inside the cell. iii) Porpho-
bilinogen that is converted into hydroxymethylbilane,
the first precursor in the synthesis of siroheme, which
in turn requires Fe2+; iv) the case of K+ and Mg2+ are
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trivial: these ions become required in the minimal
medium after their inclusion into the biomass equation.

Network fragility
The set of essential metabolic genes were computed by
an in-silico analysis of the model iMP240. These results
were then compared with the set of essential genes pre-
viously predicted for model iCG238 [32]. Figure 5 sum-
marizes the results of the comparative analysis between
both models. The set of 172 genes (~72.3%) predicted as
essential in iCG238 remains as essential in iMP240. In
addition, a set of 30 genes was predicted as essential in
iMP240, resulting in total of 202 metabolic genes pre-
dicted as essential (~84%). As it is depicted in Figure 5,
25 of those 30 genes were present in the previous ver-
sion of the model (iCG238), while the remaining 5 are
new genes.
This increase in the predicted network fragility ob-

tained after model curation is explained, in greater ex-
tent, due to the addition of new components to the
biomass equation. For example, the genes coding for the
biosynthetic pathway of menaquinol where predicted as
non-essential in model iCG238 because the cofactor was
not included in the biomass equation. However, the co-
factor must be essential to the organism, due to its strict
aerobiosis, and then it should be included as a biomass
component. As a consequence most of the genes coding
the biosynthetic pathway of menaquinol are predicted as
essential in the new scenario. Moreover, the 5 new genes
included in iMP240 that are predicted as essentials, in-
clude two genes that code for three steps in the biosyn-
thesis of siroheme, two genes that code for the transport
of nicotinamide and Mg+2, and the gene that encode
Ftsl, an essential cell division protein.
Figure 5 Differences between models iCG238 and iMP240. Venn diagra
iMP240. The sets drawn with a thin continuous line represents the genes in
the set of genes present in both models, i.e. the intersection. Finally, sets d
in-silico simulations over each model.
Conclusion
In this paper we have introduced a general definition of
gap metabolite that allows its detection in a straightfor-
ward manner, even for the cases of upstream-non-
produced and downstream-non-consumed metabolites.
Moreover, a method for the detection of Unconnected
Modules (UM), defined as isolated sets of blocked reac-
tions connected through gap metabolites have been pro-
posed. The visual representation of UM can shed useful
information that may help the model’s curator to solve
inconsistencies. Furthermore, the present approach can
be combined with existing tools in order to find a set of
model modifications that solves the inconsistencies and
thus improves model’s predictions.
This method was applied to the curation of the GSM

of the cockroach endosymbiont B. cuenoti iCG238. In
this way every blocked reaction detected in the model
was successfully unblocked or alternatively removed, in
those cases where there was not enough information
supporting the existence of such reactions. As an ex-
ample, those reactions found as blocked and with no
gene association were excluded. Moreover, new reactions
were added to the model based on the careful revision
of the genome annotation that allows the identification of
gene functions previously not included, as well as the in-
corporation of new compounds into the biomass equation.
As a consequence of model curation a new GSM version
of B. cuenoti, named as iMP240, is proposed. The impact
of these modifications, with respect to some structural
properties of the networks, was analyzed by performing
different in-silico analysis over each model’s version.
As a final commentary, the method here presented

can be considered as a semi-automatic approach that
has the advantage of allowing a quick representation of
m representing the main differences between models iCG238 and
cluded in each model. The set delimited by thick solid line represents
efined by dotted lines indicate genes predicted as essential by the
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the gaps of the model but that needs the supervision of
an expert in the biology of the studied organism. This
issue may be seen as a drawback of the method but, as in
the case of automatic genome annotation, there is a trade-
off between the degree of automation of the metabolic re-
construction and the quality of the generated model.

Additional files

Additional file 1: Schematic representation of UMs. The file contains
schemes and a brief description of each UM.

Additional file 2: New GSM model of B. cuenoti iMP240. Spreadsheet
with the model description. The file contains three sheets corresponding to
Metabolites, Reactions, and Exchange Fluxes, respectively.

Additional file 3: Comparative table iCG238 vs iMP240. Spreadsheet
describing the main differences between both model versions. The file
contains three sheets: the first one includes the genes added as well the
genes that were removed; the second one presents the removed
reactions; and the third one shows the set of added reactions.

Abbreviations
RNP: Root-non-produced; RNC: Root-non-consumed; DNP: Downstream-non-
produced; UNC: Upstream-non-consume; UM: Unconnected module;
FBA: Flux balance analysis; CBM: Constraint based modeling; GSM: Genome
scale model; RS: Reactions subset; LP: Linear programming; MILP: Mixed
integer linear programming; GPR: Gene-protein-reaction; EC: Enzyme
commission number; TC: Transport commission number.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
JP, FM and MPL presented the original idea of the work and designed the
study. MPL conceived the algorithmic procedure, implemented the code,
and carried out the in-silico experiments. All authors contributed in
designing research, analyzing the data, and writing the paper. All authors
have read and approved the manuscript.

Acknowledgments
MPL would like to thank Fundación Parque Científico de Madrid for allowing
him to carry out the research activities corresponding to this paper. Financial
support from Spanish Government is grateful acknowledged (grant
references: BFU2009-12895, BFU2012-39816).

Received: 22 April 2013 Accepted: 23 October 2013
Published: 31 October 2013

References
1. Feist AM, Herrgård MJ, Thiele I, Reed JL, Palsson BØ: Reconstruction of

biochemical networks in microorganisms. Nature reviews Microbiology
2009, 7:129–143.

2. Santos F, Boele J, Teusink B: A practical guide to genome-scale metabolic
models and their analysis. Methods in enzymology 2011, 500:509–532.

3. Haggart CR, Bartell JA, Saucerman JJ, Papin JA: Whole-genome metabolic
network reconstruction and constraint-based modeling. Methods in
enzymology 2011, 500:411–433.

4. Karp PD, Keseler IM, Shearer A, Latendresse M, Krummenacker M, Paley SM,
Paulsen I, Collado-Vides J, Gama-Castro S, Peralta-Gil M, Santos-Zavaleta A,
Peñaloza-Spínola MI, Bonavides-Martinez C, Ingraham J: Multidimensional
annotation of the Escherichia coli K-12 genome. Nucleic acids research
2007, 35:7577–7590.

5. Francke C, Siezen RJ, Teusink B: Reconstructing the metabolic network of
a bacterium from its genome. Trends in microbiology 2005, 13:550–558.

6. Latendresse M, Krummenacker M, Trupp M, Karp PD: Construction and
completion of flux balance models from pathway databases.
Bioinformatics (Oxford, England) 2012, 28:388–396.
7. Henry CS, DeJongh M, Best A, Frybarger PM, Linsay B, Stevens RL: High-
throughput generation, optimization and analysis of genome-scale
metabolic models. Nature biotechnology 2010, 28:977–982.

8. Thiele I, Palsson BØ: A protocol for generating a high-quality genome-
scale metabolic reconstruction. Nat Protoc 2010, 5:93–121.

9. Lewis NE, Nagarajan H, Palsson BO: Constraining the metabolic genotype-
phenotype relationship using a phylogeny of in silico methods.
Nature reviews Microbiology 2012, 10:291–305.

10. Gianchandani EP, Chavali AK, Papin JA: The application of flux balance
analysis in systems biology. Wiley interdisciplinary reviews Systems biology
and medicine 2010, 2:372–382.

11. Feist AM, Palsson BØ: The growing scope of applications of genome-scale
metabolic reconstructions using Escherichia coli. Nature biotechnology
2008, 26:659–667.

12. Schuster S, De Figueiredo LF, Schroeter A, Kaleta C: Combining metabolic
pathway analysis with evolutionary game theory: explaining the
occurrence of low-yield pathways by an analytic optimization approach.
BioSystems 2011, 105:147–153.

13. Oberhardt MA, Palsson BØ, Papin JA: Applications of genome-scale meta-
bolic reconstructions. Molecular systems biology 2009, 5:320.

14. Schellenberger J, Que R, Fleming RMT, Thiele I, Orth JD, Feist AM, Zielinski DC,
Bordbar A, Lewis NE, Rahmanian S, Kang J, Hyduke DR, Palsson BØ:
Quantitative prediction of cellular metabolism with constraint-based
models: the COBRA Toolbox v2.0. Nature protocols 2011, 6:1290–1307.

15. Segrè D, Vitkup D, Church GM: Analysis of optimality in natural and perturbed
metabolic networks. Proc Natl Acad Sci USA 2002, 99:15112–15117.

16. Shlomi T, Berkman O, Ruppin E: Regulatory on/off minimization of
metabolic flux changes after genetic perturbations. Proc Natl Acad Sci
USA 2005, 102:7695–7700.

17. Edwards JS, Palsson BO: The Escherichia coli MG1655 in silico metabolic
genotype: its definition, characteristics, and capabilities. Proc Natl Acad
Sci USA 2000, 97:5528–5533.

18. Joyce AR, Reed JL, White A, Edwards R, Osterman A, Baba T, Mori H, Lesely
S a, Palsson BØ, Agarwalla S: Experimental and computational assessment
of conditionally essential genes in Escherichia coli. Journal of bacteriology
2006, 188:8259–8271.

19. Orth JD, Palsson B: Gap-filling analysis of the iJO1366 Escherichia coli
metabolic network reconstruction for discovery of metabolic functions.
BMC Syst Biol 2012, 6:30.

20. Satish Kumar V, Dasika MS, Maranas CD: Optimization based automated
curation of metabolic reconstructions. BMC Bioinformatics 2007, 8:212.

21. Chen L, Vitkup D: Predicting genes for orphan metabolic activities using
phylogenetic profiles. Genome biology 2006, 7:R17.

22. Yamada T, Waller AS, Raes J, Zelezniak A, Perchat N, Perret A, Salanoubat M,
Patil KR, Weissenbach J, Bork P: Prediction and identification of sequences
coding for orphan enzymes using genomic and metagenomic
neighbours. Molecular systems biology 2012, 8:581.

23. Reed JL, Patel TR, Chen KH, Joyce AR, Applebee MK, Herring CD, Bui OT,
Knight EM, Fong SS, Palsson BO: Systems approach to refining genome
annotation. Proc Natl Acad Sci USA 2006, 103:17480–17484.

24. Orth JD, Palsson BØ: Systematizing the generation of missing metabolic
knowledge. Biotechnology and bioengineering 2010, 107:403–412.

25. Kanehisa M, Goto S: KEGG: Kyoto encyclopedia of genes and genomes.
Nucleic acids research 2000, 28:27–30.

26. Schellenberger J, Park JO, Conrad TM, Palsson BØ: BiGG: a biochemical
genetic and genomic knowledgebase of large scale metabolic
reconstructions. BMC Bioinformatics 2010, 11:213.

27. Caspi R, Altman T, Dreher K, Fulcher CA, Subhraveti P, Keseler IM, Kothari A,
Krummenacker M, Latendresse M, Mueller LA, Ong Q, Paley S, Pujar A, Shearer
AG, Travers M, Weerasinghe D, Zhang P, Karp PD: The MetaCyc database of
metabolic pathways and enzymes and the BioCyc collection of pathway/
genome databases. Nucleic acids research 2012, 40:D742–D753.

28. Kumar VS, Maranas CD: GrowMatch: an automated method for
reconciling in silico/in vivo growth predictions. PLoS computational
biology 2009, 5:e1000308.

29. Herrgård MJ, Fong SS, Palsson BØ: Identification of genome-scale meta-
bolic network models using experimentally measured flux profiles.
PLoS computational biology 2006, 2:e72.

30. Macdonald SJ, Lin GG, Russell CW, Thomas GH, Douglas AE: The central
role of the host cell in symbiotic nitrogen metabolism. Proceedings
Biological sciences / The Royal Society 2012, 279:2965–2973.

http://www.biomedcentral.com/content/supplementary/1752-0509-7-114-S1.pdf
http://www.biomedcentral.com/content/supplementary/1752-0509-7-114-S2.xls
http://www.biomedcentral.com/content/supplementary/1752-0509-7-114-S3.xls


Ponce-de-León et al. BMC Systems Biology 2013, 7:114 Page 15 of 15
http://www.biomedcentral.com/1752-0509/7/114
31. Belda E, Silva FJ, Peretó J, Moya A: Metabolic networks of Sodalis
glossinidius: a systems biology approach to reductive evolution.
PLoS One 2012, 7:e30652.

32. González-Domenech CM, Belda E, Patiño-Navarrete R, Moya A, Peretó J,
Latorre A: Metabolic stasis in an ancient symbiosis: genome-scale meta-
bolic networks from two Blattabacterium cuenoti strains, primary endo-
symbionts of cockroaches. BMC Microbiol 2012, 12(1):S5.

33. Heinrich R, Schuster S: The modelling of metabolic systems: structure,
control and optimality. BioSystems 1998, 47:61–77.

34. Palsson BO: Systems biology: properties of reconstructed networks. New York:
Cambridge University Press; 2006.

35. Schilling CH, Letscher D, Palsson BO: Theory for the systemic definition of
metabolic pathways and their use in interpreting metabolic function from a
pathway-oriented perspective. Journal of theoretical biology 2000, 203:229–248.

36. Heinrich R, Schuster S: The regulation of cellular systems. New York: Chapman
& Hall; 1996:416.

37. Varma A, Palsson BO: Metabolic flux balancing: basic concepts, scientific
and practical use. Nat Biotechnol 1994, 12:994–998.

38. Burgard AP, Nikolaev EV, Schilling CH, Maranas CD: Flux coupling analysis
of genome-scale metabolic network reconstructions. Genome research
2004, 14:301–312.

39. Lacroix V, Cottret L, Thébault P, Sagot M-F: An introduction to metabolic
networks and their structural analysis. IEEE/ACM transactions on computa-
tional biology and bioinformatics / IEEE, ACM 2008, 5:594–617.

40. Warren PB, Queiros SMD, Jones JL: Flux networks in metabolic graphs.
Physical biology 2009, 6:046006.

41. Orth JD, Thiele I, Palsson BØ: What is flux balance analysis? Nature
biotechnology 2010, 28:245–248.

42. Feist AM, Palsson BO: The biomass objective function. Current opinion in
microbiology 2010, 13:344–349.

43. Varma A, Palsson BO: Metabolic capabilities of Escherichia coli: I: synthesis
of biosynthetic precursors and cofactors. Journal of theoretical biology
1993, 165:477–502.

44. Suthers PF, Dasika MS, Kumar VS, Denisov G, Glass JI, Maranas CD:
A genome-scale metabolic reconstruction of mycoplasma genitalium,
iPS189. PLoS Computational Biology 2009, 5(2):e1000285.

45. Burgard AP, Vaidyaraman S, Maranas CD: Minimal reaction sets for
Escherichia coli metabolism under different growth requirements and
uptake environments. Biotechnology progress 2001, 17:791–797.

46. Klitgord N, Segrè D: Environments that induce synthetic microbial
ecosystems. PLoS computational biology 2010, 6:e1001002.

47. Montero F, Nuño JC, Meléndez-Hevia E, Olasagasti F, Vázquez S, Morán F:
Stoichiometric analysis of self-maintaining metabolisms. Journal of
theoretical biology 2008, 252:427–432.

48. Poolman MG, Sebu C, Pidcock MK, Fell DA: Modular decomposition of
metabolic systems via null-space analysis. Journal of theoretical biology
2007, 249:691–705.

49. Pfeiffer T, Sánchez-Valdenebro I, Nuño JC, Montero F, Schuster S:
METATOOL: for studying metabolic networks. Bioinformatics (Oxford,
England) 1999, 15:251–257.

50. Notebaart RA, Teusink B, Siezen RJ, Papp B: Co-regulation of metabolic
genes is better explained by flux coupling than by network distance.
PLoS computational biology 2008, 4:e26.

51. Ebrahim A, Lerman JA, Palsson BO, Hyduke DR: COBRApy: COnstraints-
based reconstruction and analysis for python. BMC Syst Biol 2013, 7:74.

52. Gurobi Optimization I: Houston, Texas: Gurobi Optimization, Inc.; 2012.
http://www.gurobi.com/.

53. Terzer M, Stelling J: Parallel extreme ray and pathway computation.
Parallel Processing and Applied Mathematics 2010, 6068:300–309.

54. Jones E, Oliphant T, Peterson P, others: SciPy: open source scientific tools
for python. PythonLabs, Virginia, USA 2013. http://www.scipy.org.

55. Python Reference Manual. Edited by Van Rossum G, Drake FL. Virginia, USA:
PythonLabs; 2001.

56. Csardi G, Nepusz T: The igraph software package for complex network
research. InterJournal 2006:1695. Complex Systems.

57. yEd Graph Editor: yWorks: the diagramming company; 2013. http://www.
yworks.com.

58. López-Sánchez MJ, Neef A, Peretó J, Patiño-Navarrete R, Pignatelli M, Latorre
A, Moya A: Evolutionary convergence and nitrogen metabolism in
Blattabacterium strain Bge, primary endosymbiont of the cockroach
Blattella germanica. PLoS genetics 2009, 5:e1000721.
59. Bellés X, Martín D, Piulachs M-D: The mevalonate pathway and the synthe-
sis of juvenile hormone in insects. Annual review of entomology 2005,
50:181–199.

60. Lee P, Hsu A, Ha H, Clarke C: A C-methyltransferase involved in both ubi-
quinone and menaquinone biosynthesis: isolation and identification of
the Escherichia coli ubiE gene. J Bacteriol 1997, 179:1748–1754.

61. Tanaka T, Tateno Y, Gojobori T: Evolution of vitamin B6 (pyridoxine)
metabolism by gain and loss of genes. Molecular biology and evolution
2005, 22:243–250.

62. Crane BR, Siegel LM, Getzoff ED: Structures of the siroheme- and Fe4S4-
containing active center of sulfite reductase in different states of oxida-
tion: heme activation via reduction-gated exogenous ligand exchange.
Biochemistry 1997, 36:12101–12119.

63. Sowa SM, Keeley LL: Free amino acids in the hemolymph of the
cockroach, Blaberus discoidalis. Comparative biochemistry and physiology
Part A, Physiology 1996, 113:131–134.

doi:10.1186/1752-0509-7-114
Cite this article as: Ponce-de-León et al.: Solving gap metabolites and
blocked reactions in genome-scale models: application to the
metabolic network of Blattabacterium cuenoti. BMC Systems Biology
2013 7:114.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://www.gurobi.com/
http://www.scipy.org
http://www.yworks.com
http://www.yworks.com

	Abstract
	Background
	Results
	Conclusion

	Background
	Methods
	Constraint-based modeling
	Blocked reactions
	Gap metabolites
	The coenzyme pseudo-gap problem
	Identification of unconnected modules (UM)
	Flux balance analysis
	In-silico knockout experiments
	Minimal medium prediction
	Detection of reaction subsets
	Computational tools

	Results and discussion
	UM1 - Menaquinol biosynthetic pathway
	UM2 - Nucleotide salvage pathway
	UM3 - Pyridoxal 5-phosphate biosynthetic pathway
	UM4 - Lipopolysaccharide biosynthetic pathway
	UM5 - Siroheme biosynthetic pathway
	UM6 - Proline biosynthetic pathway
	UM7–UM10 - The case of isolated reactions
	Model update
	Comparative analysis of the reaction subsets
	Comparison of minimal medium
	Network fragility

	Conclusion
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgments
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


