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Abstract

Mitochondrial fatty-acid beta-oxidation (mFAO) plays a central role in mammalian energy

metabolism. Multiple severe diseases are associated with defects in this pathway. Its kinetic

structure is characterized by a complex wiring of which the functional implications have

hardly been explored. Repetitive cycles of reversible reactions, each cycle shortening the

fatty acid by two carbon atoms, evoke competition between intermediates of different chain

lengths for a common set of ‘promiscuous’ enzymes (enzymes with activity towards multiple

substrates). In our validated kinetic model of the pathway, substrate overload causes a

steep and detrimental flux decline. Here, we unravel the underlying mechanism and the role

of enzyme promiscuity in it. Comparison of alternative model versions elucidated the role of

promiscuity of individual enzymes. Promiscuity of the last enzyme of the pathway, medium-

chain ketoacyl-CoA thiolase (MCKAT), was both necessary and sufficient to elicit the flux

decline. Subsequently, Metabolic Control Analysis revealed that MCKAT had insufficient

capacity to cope with high substrate influx. Next, we quantified the internal metabolic regula-

tion, revealing a vicious cycle around MCKAT. Upon substrate overload, MCKAT’s ketoa-

cyl-CoA substrates started to accumulate. The unfavourable equilibrium constant of the

preceding enzyme, medium/short-chain hydroxyacyl-CoA dehydrogenase, worked as an

amplifier, leading to accumulation of upstream CoA esters, including acyl-CoA esters.

These acyl-CoA esters are at the same time products of MCKAT and inhibited its already

low activity further. Finally, the accumulation of CoA esters led to a sequestration of free

CoA. CoA being a cofactor for MCKAT, its sequestration limited the MCKAT activity even

further, thus completing the vicious cycle. Since CoA is also a substrate for distant enzymes,

it efficiently communicated the ‘traffic jam’ at MCKAT to the entire pathway. This novel

mechanism provides a basis to explore the role of mFAO in disease and elucidate similar

principles in other pathways of lipid metabolism.
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Author summary

Burning of fat is essential to provide energy to our bodies. However, fat metabolism is also

involved in well-known diseases, such as metabolic syndrome and type 2 diabetes. In

severe, inherited deficiencies of enzymes in the fatty-acid oxidation pathway, children run

the risk of life-threatening low glucose levels or ‘hypoglycemia’. This typically occurs

during overnight fasting, when the body depends on fat stores for its energy supply. To

understand the sequence of events leading to hypoglycemia and eventually provide novel

therapies, we simulated the process with a validated computer model. We found that

when the supply of fat to the liver was increased beyond a critical value, the rate of fatty-

acid oxidation declined. Under these circumstances, intermediate metabolites accumu-

lated, very much like the situation in a traffic jam. The risk of a metabolic traffic jam was

enhanced in fatty-acid oxidation disorders. In the body this would lead to insufficient

energy to maintain blood glucose levels. In this paper we unravel the vicious cycle that

leads to the detrimental flux decline and identify a critical role for the last enzyme of the

pathway, MCKAT. Our results suggests that MCKAT or its regulators may be promising

drug targets.

Introduction

The mitochondrial fatty-acid oxidation (mFAO) in the liver is of key importance for the pro-

duction of ATP and ketone bodies during fasting. It allows glucose to be spared for utilization

in the periphery, can supply the energy for de novo glucose production, and provides precur-

sors for ketone-body synthesis. Thus, mFAO is intricately connected with other pathways of

energy metabolism. For almost all enzymes of the pathway, inborn deficiencies associated with

human disease have been identified [1,2]. All these disorders share the risk of ‘hypoketotic

hypoglycemia’, a life-threatening condition with low blood levels of glucose and ketone bodies

[1,2]. The severity of the disease symptoms depends on which enzyme is missing, whether

there is residual activity, but there is also an unexplained variability between individuals. For

example, some children with a loss-of-function mutation in the enzyme medium-chain acyl-

CoA dehydrogenase (MCAD) present with a life-threatening drop in blood glucose, while oth-

ers with the same mutation never show any phenotype [3–6]. Moreover, MCAD-deficient chil-

dren do oxidize medium-chain fatty acids normally under non-challenging conditions [7]. It

seems therefore that not the oxidation capacity, but the capability to use this capacity under all

circumstances, hence the robustness of the mFAO pathway, is compromised in these patients.

Recently, we constructed and experimentally validated a dynamic computational model of

mFAO pathway in rat liver [8]. Model simulations showed that the pathway is intrinsically

sensitive to becoming overloaded with its substrate palmitoyl-CoA, a sixteen-carbon (C16),

saturated acyl-CoA derivative of the dietary fatty acid palmitic acid. At high substrate concen-

trations the mFAO flux declined, intermediate acyl-CoA esters accumulated and the acyl car-

rier coenzyme A (CoA) was depleted. Subsequent simulations of mFAO in MCAD-deficient

mouse liver [9], based on detailed experimental characterization of these mice, showed that

the enzyme deficiency reduced the tolerated substrate concentration and aggravated the risk of

overload [9]. We hypothesize that in patients with a mFAO disorder a similar phenomenon

may be induced during fasting, due to the recruitment of fatty acids from adipose stores, possi-

bly in combination with accidental perturbations of other CoA-dependent processes. Related

to this, it has been proposed that an imbalance between fatty acid uptake into the mitochon-

dria and mFAO, accumulation of mFAO intermediates, and incomplete mFAO lie at the basis
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of insulin resistance in the muscle [10]. To get more insight into the mechanisms underlying

these different diseases, it is important to understand how the imbalance arises, and the

computational model gives us some first hints, as outlined below.

A special feature of the mFAO biochemistry is the promiscuity of its enzymes, meaning

that each enzyme catalyses the conversion of fatty-acid derivatives of a range of chain lengths

[2,8]. Oxidation of a long-chain fatty acid requires uptake into the mitochondrial matrix by

the acyl-carnitine shuttle and multiple rounds of mFAO (Fig 1). In each round, the acyl-CoA

ester is shortened by two carbon atoms and one acetyl-CoA molecule is produced. Each cycle

consists of four consecutive reactions catalysed by acyl-CoA dehydrogenase (E.C. 1.3.99.3 and

E.C.1.3.8.1), enoyl-CoA hydratase or crotonase (CROT, E.C. 4.2.1.74 and E.C. 4.2.1.150),

hydroxyacyl-CoA dehydrogenase (E.C. 1.1.1.211 and E.C. 1.1.1.35) and ketoacyl-CoA thiolase

(E.C. 2.3.1.16)). Four isoenzymes (the Very-Long-, Long-, Medium-, and Short-Chain Acyl-

CoA Dehydrogenases VLCAD, LCAD, MCAD, and SCAD) catalyse the first reaction of the

cycle, accepting a range of acyl-CoA substrates of different, overlapping chain lengths. Mito-

chondrial Trifunctional Protein (MTP) then catalyses the next three reactions for substrates

of 8 carbon atoms or longer, while shorter substrates (C6 and C4) are exclusively converted by

a distinct CROT, medium/short-chain hydroxyacyl-CoA dehydrogenase (M/SCHAD), and

medium-chain ketoacyl-CoA thiolase (MCKAT). Since each enzyme is promiscuous and catal-

yses reactions in multiple rounds, the different substrates and resulting products compete for

binding to the active site.

In the construction of the model [8], the total concentration of CoA has been considered as

a conserved moiety, i.e. free CoA and CoA esters are only interconverted and CoA synthesis is

outside the scope of the model. All reactions were treated as reversible and product sensitive.

Taking into account the promiscuity of the enzymes, reversible Michaelis-Menten equations

Fig 1. Schematic representation of the modelled mFAO pathway in rat. Metabolites in blue are fixed parameters,

while other metabolites are free variables. The sum of variable CoA esters and free CoA is a conserved moiety.

Green: enzymes participating in the carnitine cycle; purple: enzymes participating in the short-chain branch; grey:

enzymes participating in the medium-and long-chain branch. All processes are reversible and the size of the

arrowheads indicates the net direction of the flux. This model is exactly the same as published before [8], without

modifications.

https://doi.org/10.1371/journal.pcbi.1005461.g001
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were modified to include all CoA esters that an enzyme can produce or consume as competi-

tive inhibitors, with their affinity constant Km serving as competitive inhibition constant. An

example of such a rate equation, for the conversion of C16-acyl-CoA by the enzyme VLCAD,

is:

vVLCAD;C16 ¼

sfVLCAD;C16 � Vmax;VLCAD �
½C16� acyl� CoA�

KmVLCAD;C16� acyl� CoA
�

½FAD�
KmVLCAD;FAD

�
½C16� enoyl� CoA�

KmVLCAD;C16� acyl� CoA
�

½FADH2 �

KmVLCAD;FAD�Keq;VLCAD

� �

1þ
½C16� acyl� CoA�

KmVLCAD;C16� acyl� CoA
þ

½C16� enoyl� CoA�
KmVLCAD;C16� enoyl� CoA
|fflfflfflfflfflfflfflfflfflfflffl{zfflfflfflfflfflfflfflfflfflfflffl}

inhibition by reaction product

þ
Pn¼14

n¼12

½Cn� acyl� CoA�
KmVLCAD;Cn� acyl� CoA

þ
½Cn� enoyl� CoA�

KmVLCAD;Cn� enoyl� CoA
|fflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflffl{zfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflfflffl}

inhibition by substrates and products of other chain lengths

�

� 1þ
½FAD�

KmVLCAD;FAD
þ

½FADH2 �

KmVLCAD;FADH2

� �

0

B
@

In this equation, the metabolites in the grey box are the substrates and products of

competing reactions and act as inhibitors. If this promiscuity was removed in silico by taking

out all competitive inhibition terms except direct product inhibition (i.e. all terms in the grey

box), the flux exhibited normal saturation behaviour. This suggests that the enzyme promiscu-

ity and the resulting metabolic competition cause the flux decline at high substrate concentra-

tions [8,9]. How competition mediates this emergent and potentially deleterious flux decline

phenomenon has, however, not been studied yet. To be able to explore its role in disease and

get a better insight into the normal functioning of the mFAO pathway, it is important to

unravel the complete sequence of events. This will be crucial to understand how a healthy

mFAO is protected against this phenomenon on the one hand and how the risk for patients

can be minimized on the other hand.

The aim of this study is to dissect the mechanism via which enzyme promiscuity and the

resulting metabolic competition induces flux decline at high substrate concentrations. Specifi-

cally, we will dissect (i) the role of promiscuity of each individual enzyme and (ii) the role of

each of the metabolites in the internal regulation of the pathway. To this end we use computa-

tional modelling and metabolic control analysis [11], and quantify the regulatory strength of

the metabolites by a previously published method [12]. We will reveal a vicious cycle that starts

at the very end of the pathway around MCKAT and is amplified and transmitted throughout

the entire pathway. We will discuss how natural regulation and proper embedding in sur-

rounding pathways may prevent this phenomenon in healthy individuals and how it may

potentially be attenuated or aggravated in disease.

Results

Description of the phenotype

In our previous studies we showed that the flux decline at high cytosolic palmitoyl-CoA con-

centrations ([palmitoyl-CoA]CYT) (Fig 2A) was due to the depletion of the free CoA pool,

which resulted from the accumulation of CoA esters (Fig 2B). We first calculated which CoA

esters accumulated, and these turned out to be predominantly the CoA esters of chain lengths

C4 and C6 (Fig 2B). From enoyl-CoA onward the mFAO pathway consists of two branches:

the MTP branch (grey in Fig 1), which exclusively converts the longer chain lengths of C8 and

higher, and the broad specificity CROT-M/SCHAD-MCKAT branch (purple in Fig 1), which

covers the complete range of chain lengths from C4 through C16. Thus, the C4- and C6 CoA

esters can only be oxidized via the CROT-M/SCHAD-MCKAT branch, while longer chain

lengths can be oxidized via both branches. However, the actual flux of C8 and longer enoyl-

CoA esters went almost exclusively via the MTP route (Fig 2C). Only C4 and C6 CoA esters,

which had no other option, took the CROT-M/SCHAD-MCKAT branch (Fig 2D). Therefore,

(1)
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we refer to the latter as the short-chain branch. The fact that precisely the esters in the short-

chain branch accumulated was a first indication for a bottleneck in this branch.

The flux decline originates at the promiscuous MCKAT enzyme

To gain more insight into the mechanism via which enzyme promiscuity induces the flux

decline, we first dissected the role of promiscuity of each individual enzyme. To this end,

enzyme promiscuity was removed computationally–either from all enzymes simultaneously

or from each enzyme individually–by partitioning an enzyme pool to distinct fractions dedi-

cated to a single chain length (see Methods). In the non-promiscuous rate equation, the

enzyme was still inhibited by its own product, but not by products and substrates of other

chain lengths. At the same time the total catalytic capacity (Vmax) was partitioned over the dif-

ferent reactions catalysed by each enzyme (see Methods for a mathematical description). The

flux decline in the published model with full promiscuity was plotted as a reference (Fig 3A). If

promiscuity was removed from all enzymes simultaneously, the flux did not decline anymore,

Fig 2. Simulated steady-state fluxes and concentrations in the mFAO model. (A) The effect of cytosolic

palmitoyl-CoA concentration ([palmitoyl-CoA]CYT) on the steady-state flux. The steady-state uptake flux of

palmitoyl-CoA (Juptake) is plotted (calculated as the steady-state flux of palmitoyl-carnitine through CACT, i.e. the

uptake of palmitoyl-carnitine into the mitochondria), in contrast to van Eunen et al. 2013 [8] in which the NADH flux

was plotted. The two are uniquely linked with the latter being 7-fold higher. (B) The steady-state concentrations of

free CoA (identical to data from [8]), the sum of all intermediate CoA esters, the sum of all C4- and C6 CoA esters

and the subset of C4- and C6 CoA esters (new results). (C-D) Distribution of steady-state fluxes (J) of different

chain-length substrates through MTP and MCKAT, respectively. Only the chain lengths which are converted by

these enzymes (cf. Fig 1) are included.

https://doi.org/10.1371/journal.pcbi.1005461.g002
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but approached a maximum at saturating palmitoyl-CoA concentration (Fig 3A). In contrast,

removing the promiscuity from any enzyme individually did not prevent flux decline (figure A

in S1 Fig), except when promiscuity was removed from the MCKAT reaction (Fig 3A). Con-

versely, when promiscuity was removed from all enzymes except MCKAT, the flux dropped

even more steeply than in the original model with full promiscuity (Fig 3A). These results

show that–under the given conditions—promiscuity of MCKAT is both necessary and suffi-

cient for the flux decline at a critical concentration of about 50 μM of palmitoyl-CoA. Of note,

when the palmitoyl-CoA concentration was increased to supraphysiological concentrations

above 250 μM, even the model lacking MCKAT promiscuity exhibited a flux decline (figure

B in S1 Fig). In the model with promiscuity in MCKAT only, the flux dropped at a higher pal-

mitoyl-CoA concentration than in the model with full promiscuity (Fig 3A). Together, this

demonstrates that the promiscuity of the other enzymes could in principle contribute to flux

Fig 3. The role of the short-chain branch. (A) Steady-state flux versus [palmitoyl-CoA]CYT in the published model (black line), a model without any

enzymatic promiscuity (black dashed line, reproducing results from [8] as a reference), a model without promiscuity of MCKAT (green line), and finally a

model with only promiscuity of MCKAT, but not of any of the other enzymes (purple line). (B) The flux control coefficients in the original model as a function

of [palmitoyl-CoA]CYT. Only enzymes with a substantial contribution are included; for a complete set of flux control coefficients, see figure A in S2 Fig. (C-D)

Top 15 flux response coefficients with the highest absolute values at 25 μM (C) and 60 μM (D) of [palmitoyl-CoA]CYT. The parameters p for which the flux

response coefficient was calculated is indicated on the Y-axis. Dark grey bars represent CPT1-related parameters, pink bars represent M/SCHAD-related

parameters, purple bars represent MCKAT-related parameters and the light blue bar represents a crotonase-related parameter. (E) Flux response

coefficient of [NAD+]/[NADH] (RJuptake
½NADþ�=½NADH�) partitioned in contributions of individual NAD+-dependent reactions at 5 palmitoyl-CoA concentrations

according to RJ
½NADþ�=½NADH� ¼

P
iC
J
i � ε

vi
½NADþ�=½NADH�. (cf. Eq 4). The contributions of M/SCHAD reactions C8-C16 to RJuptake

½NADþ�=½NADH� were negligible and therefore

not shown in the legend.

https://doi.org/10.1371/journal.pcbi.1005461.g003
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decline, but under physiological conditions the promiscuity of MCKAT is by far the most

important.

MCKAT becomes the most important flux-controlling enzyme when the

flux declines

Palmitoyl-CoA is the substrate of CPT1, the first enzyme of the transport shuttle, consisting of

CPT1, CACT, and CPT2 (Fig 1). The decline of flux as a function of palmitoyl-CoA suggests

that CPT1 activity has a negative control over the pathway flux. To investigate how the flux is

controlled under these conditions, the control exerted by each enzyme over the flux was quan-

tified. In Metabolic Control Analysis [11,13–15], the flux control coefficient CJ
i of an enzyme i

over the steady-state flux J is defined as:

CJ
i ¼

dlnJ=dp
@lnvi=@p

ð2Þ

in which p is a parameter that only affects the rate v of enzyme i. A flux control coefficient

equal to 1 means that the direct effect of p (e.g. the enzyme concentration or Vmax) on the

enzyme is fully translated to the steady-state flux. If the absolute control coefficients of the

other enzymes are close to zero, this indicates that the enzyme is completely rate-controlling.

A low flux control coefficient indicates that the primary effect of p is counteracted by adapta-

tions of metabolite concentrations, such that the final effect on the steady-state flux is small.

The results are shown in Fig 3B. At low palmitoyl-CoA concentrations CPT1 fully controlled

the flux, as was apparent from its flux control coefficient equal to 1, while all other flux control

coefficients were negligible (Figs 3B and S2A). At higher palmitoyl-CoA concentrations, how-

ever, the flux control coefficient of CPT1 became strongly negative, indeed indicating that a

stimulation of its catalytic capacity reduced the flux steeply. According to the summation theo-

rem [11,14] the sum of all flux control coefficients is equal to 1, implying that the negative con-

trol exerted by CPT1 should be compensated by high positive flux control coefficients of one

or more other enzymes. The major share of this positive flux control was adopted by MCKAT,

and a minor part by MCAD and SCAD (Figs 3B and S2A). Dissecting the flux control coeffi-

cient of MCKAT in that of individual, chain-length-specific reactions showed that only its C4

and C6 reactions contributed substantially (figure B in S2 Fig), again demonstrating a pivotal

role of the short-chain branch of the pathway. Other flux control coefficients were small under

all conditions (figure in S2 Fig).

The accumulation of intermediates is amplified by the short-chain branch

We then wondered whether other reactions, besides MCKAT, CPT1, MCAD, and SCAD mod-

ulated the phenotype. Therefore, we quantified the flux response coefficients for all parameters

p in the model at two cytosolic palmitoyl-CoA concentrations: below the critical concentration

for flux decline (25 μM) and beyond this critical concentration when the flux is below its maxi-

mum capacity (60 μM). The flux response coefficient RJ
p [15] quantifies the relative effect of a

small change of a parameter p on the steady-state flux according to:

RJ
p ¼ dlnJ=dlnp ð3Þ

Fig 3C and 3D show the top 15 parameters with the highest absolute flux response coeffi-

cients at 25 μM and 60 μM of palmitoyl-CoA, respectively. In agreement with the high flux con-

trol of CPT1, the eight highest response coefficients at 25 μM comprised exclusively parameters

that affect the rate of CPT1, including its (fixed) substrate- and product concentrations (CarCYT,

A vicious cycle in mitochondrial fatty-acid oxidation
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CoACYT, C16AcylCoACYT), catalytic capacity (sfCPT1,C16 and Vcpt1), and affinity constants

(Km,CPT1,CarCYT, Km,CPT1,CoACYT, Km,CPT1,C16AcylCoACYT) (Fig 3C), and the next response coeffi-

cients were already too low to visualize. At 60 μM, however, anticipated parameters relating

to MCKAT appeared (i.e. VMCKAT, sfMCKAT,C4, Km,mckat,C4-ketoacyl-CoA, Km,mckat,C4-acyl-CoA and

Km,CoA,MAT, as shown by the purple bars). In addition, the [NAD+]/[NADH] ratio in the mito-

chondrial matrix and the equilibrium constant of M/SCHAD (shown by the pink bars) and

CROT (shown by the light blue bar) were in the top 4 of highest response coefficients (Fig 3D).

Since NAD+ is a substrate of M/SCHAD, it seems likely that the high flux response coeffi-

cients of [NAD+]/[NADH] and the equilibrium constant are mutually related. We therefore

set out to elucidate the mechanism via which they affected the flux. The role of NAD+ is com-

plex, since it is also a substrate for the MTP reaction and both M/SCHAD and MTP catalyse

reactions of substrates with a range of fatty-acid chain lengths. Therefore, we dissected the

response coefficient of [NAD+]/[NADH] into contributions of all the different reactions that

are influenced by this ratio, based on the combined response theorem [15]:

RJ
½NADþ�=½NADH� ¼

P
iC

J
i � ε

vi
½NADþ�=½NADH� ð4Þ

in which the summation is over all reactions i, and εi
NADþ=NADH denotes the elasticity (i.e. the

direct sensitivity) of the rate of reaction i towards the NAD+-NADH ratio, according to:

εvi
½NADþ�=½NADH� ¼ @lnvi=@lnð½NADþ�=½NADH�Þ ð5Þ

The dissection of Eq 4 in its reaction-specific terms CJ
i � ε

vi
½NADþ�=½NADH� (Fig 3E) revealed two

large and positive terms, representing the C4 and C6 reactions catalysed by M/SCHAD. The

terms representing MTP were small and negative. We conclude from this that the positive

effect of [NAD+]/[NADH] on the flux can be attributed exclusively to the short-chain reactions

(C4 and C6) of M/SCHAD, while MTP even exerted a small negative contribution. The M/

SCHAD reaction is close to thermodynamic equilibrium when the pathway is at steady state

(cf. the similar shapes of M/SCHAD substrates and products in figure C and D in S3 Fig, as

opposed to those of MCKAT substrates and products in figure D and A in S3 Fig). An increase

of the [NAD+]/[NADH] ratio shifts the equilibrium of the reaction in the forward direction,

explaining why it has the same effect as a change of the equilibrium constant. The reason that

the equilibrium constants are so important for the flux is that the equilibrium constant of M/

SCHAD is extremely unfavourable at 2.17�10−4 (dimensionless, cf. Fig 1) in the forward direc-

tion. A small accumulation of C4- and C6 ketoacyl-CoA, the direct substrates of MCKAT, will

therefore entrain the hydroxyacyl-CoA substrates of M/SCHAD to accumulate several orders

of magnitude more, the exact ratio depending on the [NAD+]/[NADH] ratio (Figure C in S3

Fig). The equilibrium constant of CROT is 3.13, thus inducing an enoyl-CoA accumulation of

almost the same order of magnitude (Figure B in S3 Fig). Thus, M/SCHAD and CROT amplify

the accumulation of CoA esters enormously, thereby draining the free CoA pool.

Finally, in Fig 3D only MCKAT parameters related to the C4 reaction appear (i.e. sfMCKAT,C4,

Km,mckat,C4-ketoacyl-CoA), but hardly any parameters related to the C6 reaction, except for the affinity

toward its product C4-acyl-CoA (i.e. Km,mckat,C4-acyl-CoA), since the latter have lower response

coefficients. This may be attributed to differences in the catalytic constants between the C4

and C6 reactions, notably (i) the C4-specific MCKAT catalytic capacity (sfMCKATC4, a chain-

length-specific modifying factor for Vmax) being 2-fold lower than its C6-specific counterpart

(sfMCKATC6) (0.49 versus 1) and (ii) the almost 2-fold lower affinity of MCKAT for its C4-

ketoacyl-CoA substrate than for its C6-ketoacyl-CoA substrate, quantified by a 2-fold higher

corresponding Michaelis-Menten constant (Km) (12.4 versus 6.7 μM).
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Internal regulation reveals a vicious cycle around MCKAT

To understand the sequence of events leading to flux decline and the potential role of competi-

tive inhibition therein, we inspected time courses of metabolite concentrations and enzyme

rates. Starting from a steady state at 0.1 μM, the concentration of the substrate palmitoyl-CoA

was increased at time point zero to 25 or 60 μM and the response of the pathway was followed

until the system relaxed into a new steady state. At both substrate concentrations metabolites

accumulated or declined gradually, with hardly any detectable over- or undershoots (Figure A

in S4 Fig). At a low concentration of palmitoyl-CoA (25 μM) the rates of all enzymes also

increased gradually in time (Figure in S5 Fig). At 60 μM, however, the pattern was conspicu-

ously different, as exemplified by enzyme rates around the C4 metabolites (Fig 4A). The rate of

MCKAT on its C4-ketoacyl-CoA substrate lagged substantially behind the rate at which the

C4-acyl-CoA entered the short-chain branch via SCAD and MCAD. Both rates increased in

time as their substrate pools filled, until at time point 28 min, when they started to decline.

The same happened at the level of the C6 reactions of MCAD/SCAD and MCKAT, albeit to a

lesser extent (Figure in S6 Fig). This suggested that one or more of the metabolites inhibited

these enzymes or became limiting.

We wondered which metabolites caused the enzyme rates to decline. Since each reaction

rate depends on the concentrations of multiple primary substrates and products as well as

competing metabolites of other chain lengths, the contribution of each individual metabolite

to the regulation of the reaction rates was quantified, according to the method of Bruggeman

et al. 2005 [12]. The concept behind this analysis is that a change in enzyme rate v is the mathe-

matical product of a change in a metabolite concentration Xj multiplied by the elasticity of the

enzyme rate to this metabolite concentration, and summed over all metabolites j that affect the

enzyme:

dlnv
dt

tð Þ ¼
P

j
@lnv
@lnXj

ðtÞ �
dlnXj

dt
ðtÞ �

P
jY

v
Xj
ðtÞ ð6AÞ

Fig 4. Time course of key short-chain reaction rates and regulation of the MCKAT-C4 reaction. (A) Time course of the reaction rates of MCKAT for

its C6 and C4 substrates (vMCKATC6 and vMCKATC4, respectively) and of the summed activities of SCAD and MCAD on their C4 substrate (vMCADC4 +

vSCADC4) after a sudden upshift of [palmitoyl-CoA]CYT from 0.1 to 60 μM. (B) Time course of regulatory metabolite contributions to vMCKATC4 after a

sudden [palmitoyl-CoA]CYT increase from 0.1 to 60 μM.

https://doi.org/10.1371/journal.pcbi.1005461.g004
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with:

Yv
Xj

tð Þ �
@lnv
@lnXj

tð Þ �
dlnXj

dt
tð Þ ð6BÞ

Integration over the entire relaxation time from one steady state to another allows the dis-

section of the overall regulation of the rate into average contributions �Y j of each individual

metabolite Xj:

1

t
R t

0

dlnv
dt
ðtÞdt ¼

P
j
1

t
R t

0

@lnv
@lnXj

ðtÞ �
dlnXj

dt
ðtÞdt ¼

P
j
1

t
R t

0
Yv

Xj
ðtÞdt ¼

P
j
�Yv

Xj
ð7Þ

The average absolute contribution of each metabolite is given by:

j �Yj
v
Xj
¼

1

t
R t

0
jYv

Xj
ðtÞjdt ð8Þ

Fig 4B shows the contribution Yv
Xj
ðtÞ of all metabolites that affect the conversion of C4-

ketoacyl-CoA by MCKAT plotted as a function of time for a transition from 0.1 to 60 μM

of palmitoyl-CoA, calculated according to Eq 6B. The absolute area under each curve divided

by the relaxation time is j �Yj
vMCKAT � C4

Xj
and denotes the average absolute contribution of a spe-

cific metabolite j to the change of the rate of the C4 reaction of MCKAT during the relaxation

to the new steady state. A large positive contribution is made by the substrate C4-ketoacyl-

CoA. Negative contributions were made by acyl-CoA esters of various chain lengths, which

are the products of all the other reactions catalysed by MCKAT. Notably also the free CoA con-

centration made a substantial negative contribution. Free CoA is a substrate of MCKAT and

therefore its elasticity coefficient
@lnvMCKAT � C4

@ln½CoA� is positive, but since the concentration decreased

with time, the overall contribution became negative.

In Fig 5A–5F these average contributions were plotted as a function of the substrate palmi-

toyl-CoA for a transition from 0.1 μM to the indicated concentration of palmitoyl-CoA. We

started from the MCKAT reactions for its substrates C6 and C4-ketoacyl-CoA, at which the flux

decline appeared to originate (Fig 5A and 5B). Like for the transition from 0.1 to 60 μM, also at

other palmitoyl-CoA concentrations the MCKAT reaction was mostly regulated by the ketoacyl-

CoA substrate of the reaction that is inspected (i.e. the C4-ketoacyl-CoA for the C4-MCKAT

reaction and the C6-ketoacyl-CoA for the C6-MCKAT reaction), its co-substrate free CoA, and

acyl-CoA esters of various chain lengths, including the acyl-CoA product of the reaction itself.

The only overall positive contribution was by the ketoacyl-CoA substrate, due to the increase of

its concentration in time (cf S7 Fig). The decrease of the co-substrate CoA yielded a negative

contribution. The role of the acyl-CoA esters is paradoxical. They are products of MCKAT and

therefore inhibit the enzyme, as can be seen from the negative regulatory contribution of the

acyl-CoA esters in Fig 4B. At the same time the C6- and C4-acyl-CoA esters are substrates for

the short-chain branch and are converted to C6- and C4-ketoacyl substrates for MCKAT.

By combining all data, we deduced the following mechanism (summarized in Fig 6). An

upshift of palmitoyl-CoA fills the acyl-CoA pools, which are converted into enoyl-CoA esters

and largely follow the MTP route down to C6-acyl-CoA. C6- and C4-acyl-CoA then follow the

short-chain branch providing substrate to MCKAT, which has insufficient capacity to metabo-

lise them at the same rate. This leads to an accumulation of MCKAT’s substrates C4- and

C6-ketoacyl-CoA. As we have seen, the absolute concentrations of the ketoacyl-CoA esters are

small, but their effects are amplified by equilibrating with hydroxyacyl-CoA esters and enoyl-

CoA esters. These inhibit the acyl-CoA dehydrogenases and thus the upstream acyl-CoA esters
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start to accumulate. These acyl-CoA esters are at the same time products of MCKAT and

therefore inhibit this enzyme. This aggravates the bottleneck at MCKAT. Moreover, the accu-

mulating CoA esters sequester the free CoA and the overall result is a drastic reduction of the

free CoA pool. Since CoA is a co-substrate of MCKAT, this limits the MCKAT reaction even

further and traps the pathway in a vicious cycle.

Fig 5. Regulation of key reactions by their substrates and products. (A-F) Relative average absolute contribution, i.e.
jΘ jvXjP
j jΘ j

v
Xj

� 100%, of

metabolites to the transition from the steady state at 0.1 μM to the indicated concentration of palmitoyl-CoA, calculated for vMCKATC6

(panel A), vMCKATC4 (panel B), vMCADC6 (panel C), vSCADC4 (panel D), vMPTC8 (panel E), vCPT2C16 (panel F).

https://doi.org/10.1371/journal.pcbi.1005461.g005
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In the time course (Fig 4A) the decrease of the rate sets in when the negative contributions

of CoA decline and acyl-CoA accumulation surpass the positive contribution of the increased

ketoacyl-CoA substrate (Fig 4B). To support the notion of MCKAT inhibition by the acyl-CoA

esters, the occupancy of MCKAT with products and substrates of different chain-lengths was

calculated (Figure A in S8 Fig). Indeed, the dominant occupants of the active site were C4- and

C6-acyl-CoA, together occupying 66.4% of the available active sites at 60 μM of palmitoyl-CoA

(Figure A in S8 Fig). Albeit individually less important, collectively the other acyl-CoA’s occu-

pied 30.4% of the active sites under the same condition. At that point, the ketoacyl-CoA sub-

strates occupied only 1.6% altogether.

Finally, we wondered how the clogging of metabolites in the short-chain branch was trans-

mitted through the network to eventually slow down the entire pathway. To this end the inter-

nal metabolic regulation of MCAD, SCAD, MTP and CPT2 were computed. MCAD and

SCAD, the enzymes at the gateway of the short-chain branch, responded by a strong regulation

by their products C4-and C6-enoyl-CoA (Fig 5C and 5D). These regulations are overall nega-

tive around the point of flux decline, since their concentrations increase (Figure B in S3 Fig)

and they inhibit the enzyme. This regulation was supported by the fact that the active sites of

MCAD and SCAD were predominantly occupied by their products C4- and C6-enoyl-CoA

(Figure B and C in S8 Fig). The acyl-CoA substrates of MCAD and SCAD occupied only a

minor fraction of the active sites at steady state. More distant enzymes MTP and CPT2

responded to their local substrates and products, but also strongly via the connecting metabo-

lite free CoA (Fig 5E and 5F).

Discussion

The non-linear dynamic model used in this paper is the most structured and quantitative

representation of our collective knowledge on mFAO. A computational model is completely

Fig 6. Elucidating the mechanism of flux decline. 1. Upon substrate overload with cytosolic palmitoyl-CoA,

MCKAT’s ketoacyl-CoA substrates start to accumulate. 2. The unfavourable equilibrium constant of the

preceding enzyme, medium/short-chain hydroxyacyl-CoA dehydrogenase, works as an amplifier, leading to

the accumulation of upstream CoA esters, including acyl-CoA esters. 3. These acyl-CoA esters are at the

same time products of MCKAT and inhibit its already low activity further. 4. Finally, the accumulation of CoA

esters leads to a sequestration of free CoA. CoA being a cofactor for MCKAT, its sequestration limited the

MCKAT activity even further, thus completing the vicious cycle. 5. Since CoA is also a substrate for distant

enzymes (such as MTP), it efficiently communicates the ‘traffic jam’ at MCKAT to the entire pathway.

https://doi.org/10.1371/journal.pcbi.1005461.g006
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transparent, a property that we exploited to dissect a vicious cycle leading to flux decline upon

substrate overload (Fig 6). Using Metabolic Control Analysis and related approaches, we iden-

tified a pivotal role for the last enzyme of the pathway, MCKAT, for sequestration of CoA and

competitive inhibition of MCKAT by its acyl-CoA products. This finding is in sharp contrast

to our earlier speculation that the mutual competition between enzyme substrates might cause

the flux decline [8].

The elucidated mechanism may have medical implications, both for patients with inborn

defects in the mFAO and for multifactorial diseases in which mFAO is implicated. We have

previously shown that MCAD deficiency makes the mFAO pathway susceptible to become

overloaded by a high substrate concentration [9]. This can be understood in the light of the

vicious cycle. In itself, the MCAD enzyme is not essential, since reactions catalysed by MCAD

are taken over by SCAD, LCAD, and VLCAD (rodents, Fig 1) or by SCAD and VLCAD

(humans) [16]. However, the latter acyl-CoA dehydrogenases have a weaker affinity for the

medium-chain acyl-CoA esters than MCAD [17,18], thereby enhancing acyl-CoA accumula-

tion and product inhibition of MCKAT. Analogously, the vicious cycle may play a role in obe-

sity-related metabolic diseases, where a mitochondrial substrate overload has been proposed

to lead to a metabolic gridlock [19]. The vicious cycle would definitely enhance the risk of such

metabolic complications of high circulating fatty-acid concentrations in obesity.

In this section we will use our new insights to better understand how the pathway structure

may play a role in disease, particularly regarding the lack of robustness of glucose and ketone-

body homeostasis in patients with inherited mFAO defects. Products of the mFAO are re-

quired as energy source for de novo glucose production and as substrate for ketogenesis. We

hypothesize therefore that the steep flux decline upon substrate overload plays an important

role in this metabolic fragility. Key elements of the elucidated vicious cycle are (i) the high flux

control of MCKAT and product inhibition of this enzyme by a competing set of acyl-CoA

esters, leading to ketoacyl-CoA accumulation; (ii) the amplification of CoA-ester accumulation

by M/SCHAD and the role of the [NAD+]/[NADH] ratio therein; and (iii) the resulting deple-

tion of the free CoA concentration which further limits the MCKAT activity. We will structure

our discussion around these three elements and their connection to the surrounding metabolic

network. This will give insight into how perturbations in the surrounding metabolic network

may stabilize or destabilize the pathway and thereby attenuate or aggravate the risk of meta-

bolic failure.

MCKAT–The elucidated vicious cycle started at MCKAT. At low palmitoyl-CoA substrate

concentrations the first enzyme of the pathway, CPT1 exerted a high flux control, in agreement

with measurements in rat liver [20,21]. However, once the pathway became overloaded with

palmitoyl CoA, MCKAT took over control over the steady-state flux in the model. In a com-

prehensive literature review about control of the β-oxidation pathway, Eaton [21] showed that

MCKAT might indeed limit the mFAO flux in liver mitochondria under certain conditions.

This conclusion was based on studies with MCKAT inhibitors which were found to affect

the mFAO flux [22,23]. An experimental quantification of flux control showed that MCKAT

started to control the flux only at high substrate concentrations [24]. This confirms our result

that control shifts depending on the substrate concentration and thereby gives further credibil-

ity to the computational model.

Recently, the mitochondrial Shc isoform p46Shc was identified as a specific, endogenous

inhibitor of MCKAT [25]. Shc knockdown increased mitochondrial palmitate oxidation,

further corroborating the notion that MCKAT may limit the flux in vivo. Interestingly, Shc

knockdown also led to a tendency of increased lifespan in mice [25] and the corresponding

SHC1 locus has been associated with longevity in man. Based on our results, this may be due

to increased mFAO per se or to a relief of (toxic) CoA-ester accumulation. It will be interesting
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to investigate if the expression of the genes encoding MCKAT (ACAA2) or its inhibitor SHC1
might differentiate between MCAD-deficient patients that presented with hypoketotic hypo-

glycemia and those that never did.

M/SCHAD and the mitochondrial redox state–The mitochondrial [NAD+]/[NADH] ratio

connects the mFAO pathway to the respiratory chain and to other NADH producing path-

ways. We showed that the [NAD+]/[NADH] ratio affects the accumulation of CoA esters via

the close-to-equilibrium reaction M/SCHAD. It is plausible, therefore, that individual differ-

ences in the activity of the respiratory chain modulate the risk of substrate overload.

A link to CoA metabolism–The depletion of free CoA closed the vicious cycle. The relatively

low capacity of MCKAT, accumulation of its ketoacyl-CoA substrates, and amplification of

CoA-ester accumulation by the low equilibrium constant of M/SCHAD led to a sequestration

of CoA in these esters. This limited MCKAT further, leading to even more sequestration of

CoA. Yet, we never observed a complete depletion of CoA in the model. In fact, complete

depletion would be incompatible with mFAO flux, since both MCKAT and CPT2 require

CoA as a substrate. This crucial role of CoA suggests that CoA-releasing reactions may protect

the mFAO pathway. Examples of CoA releasing processes are the acyl-CoA hydrolysis by

thioesterases [26–28] or the ketogenesis pathway branching from C4-ketoacylCoA (acetoace-

tyl-CoA) via the enzyme HMG-CoA synthase towards ketone bodies. With respect to thioes-

terases, Eaton already described their potential mFAO-protecting role, but without a vicious

cycle he had no reason to believe that the CoA concentration could decrease so dramatically

[21]. Expression of mitochondrial acyl-CoA thioesterases in the liver is upregulated on a high-

fat diet, fasting and regulated by the peroxisome-proliferator activated receptors (PPARs)

[27,29], suggesting that they indeed play a role under fatty-acid overload conditions. Among the

mitochondrial acyl-CoA thioesterases (ACOTs) the ACOT9 isoenzyme has the broadest chain-

length specificity. It is the only ACOT that catalyses the hydrolysis of short- and medium-chain

acyl-CoA esters [28], making it optimally suited to protect against the vicious cycle. Moreover,

ACOT9 is strongly inhibited by CoA [28], ensuring that the ATP-dependent futile cycle of acyl-

CoA synthesis and hydrolysis is only activated when CoA is low. Surprisingly, ACOT9 expres-

sion in liver is relatively low, at least in mice on a chow diet [28]. It will be interesting to see if it

is induced on a high-fat diet, during fasting, or in mFAO disorders. With respect to ketogenesis,

the production of ketone bodies from acetoacetyl-CoA or acetyl-CoA and their subsequent

export from the liver also liberate CoA. Importantly, enzymes catalysing reactions of the keto-

genic pathway, are both upregulated and post-transcriptionally activated during fasting [30]

when the liver depends on mFAO. Finally, the first enzyme of the ketogenesis pathway starting

from acetyl-CoA (acetoacetyl-CoA thiolase, encoded by ACAT1, which is highly expressed in

the liver [31]), is reversible and may also work in the direction of beta-oxidation[32,33], thus

providing a bypass for MCKAT.

In contrast, activation of CoA-utilizing pathways in the mitochondria may decrease the free

CoA concentration and thereby trigger acute failure of mFAO. Mitchell [34] hypothesized that

this may be a common denominator in all enzyme defects that lead to accumulation of CoA

esters. He termed this group of diseases CoA Sequestration, Toxicity and Redistribution (CAS-

TOR) diseases and argued that they all share the risk of hypoglycemia. A surplus of a CoA-depen-

dent substrate may then be sufficient to trigger the vicious cycle in patients with a mFAO disease.

It is tempting to speculate that the activity of the CoA synthesis pathway [35–37] may mod-

ulate the risk of CoA depletion. Indeed, increasing the total CoA pool (esterified plus free)

does increase the threshold concentration of palmitoyl-CoA at which the flux decline sets in

(Figure in S9 Fig). However, this comes at the cost of increased CoA-ester concentrations. As

these may become toxic, we doubt that CoA biosynthesis may provide a strong protective

mechanism.
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Finally, the transesterification of CoA esters into carnitine esters and their subsequent

excretion may protect cells against CoA depletion. Indeed, carnitine esters derived from most

mFAO intermediates, including hydroxyacyl-carnitine esters, were found in serum and urine

of mFAO patients [3,4]. It has been shown that this can lead to low circulating carnitine con-

centrations in mice and patients with mFAO defects [38–41]. Therefore, patients sometimes

receive carnitine suppletion. Extra carnitine should stimulate the export of mFAO intermedi-

ates in the form of carnitine esters via the CACT transporter and thereby stimulate regenera-

tion of CoA. The effectiveness of carnitine supplementation to patients is debated, though

[42]. The carnitine concentration in blood does not reflect that in tissues [43] and there are

also reports of acyl-carnitine-mediated toxicity [44]. Moreover, carnitine supplementation

might also stimulate mitochondrial fatty-acid uptake via the CPT1-dependent shuttle, thereby

aggravating the situation.

Formation of enzyme supercomplexes–With the exception of the reactions catalysed by MTP

[45–51], our computational model did not include the formation of enzyme complexes. In

such complexes intermediate metabolites may be channelled from one active site to another.

In reality, however, also other enzymes may form complexes and these may affect the pathway

kinetics. For instance M/SCHAD has been found in a respiratory supercomplex with the

NADH dehydrogenase Complex I [52,53]. In the light of our modelling it seems plausible that

this facilitates a direct channelling of NADH to the respiratory chain. This would push the M/

SCHAD equilibrium in the forward direction and relieve the accumulation of CoA esters. Fur-

thermore, we cannot exclude that acyl-CoA esters are partly channelled from MTP to the acyl-

CoA dehydrogenases, since these enzymes have all been found in supercomplexes [54]. This

would reduce the soluble acyl-CoA concentrations in the mitochondrial matrix and thereby

relieve the product inhibition of MCKAT. There exists to our knowledge, however, no direct

evidence for such channeling and the observation of high acyl-carnitine concentrations in

patients’ serum is rather interpreted as a reflection of high acyl-CoA concentrations in the tis-

sues. Finally, M/SCHAD has been found in complex with mitochondrial HMG-CoA synthase,

the second enzyme of ketogenesis [55]. This association might channel C4-ketoacyl-CoA

directly into ketone bodies. Such a mechanism would safeguard ketone-body synthesis and at

the same time reduce the pressure on MCKAT.

Concluding remarks–It is clear that the mFAO pathway is connected to other metabolic

pathways at crucial branch points. To get a full overview of the potential biomedical conse-

quences of the connections and to make the model suitable for clinical application, it needs to

be extended and further validated under a range of clinically relevant conditions. Nevertheless,

even the model of the isolated mFAO pathway gives us unprecedented insight into potential

risk factors and protection mechanisms. Future research should elucidate to what extent these

may explain the patient-to-patient variation and the acute triggers leading to metabolic failure.

Methods

Computational models

All analyses were done with the computational model of mFAO as published in [8]. Calcula-

tions were done in Wolfram Mathematica (Wolfram Research, Inc., Champaign, IL, USA),

version 10.2.0.0. A full description of the model equations is given in [8]. The model itself can

be found at https://jjj.bio.vu.nl/models/vaneunen6. Initial conditions for steady-state calcula-

tions were the steady-state metabolite concentrations at a cytosolic palmitoyl-CoA concentra-

tion ([palmitoyl-CoA]CYT) of 0.1 μM. The Mathematica functions NDSolve and FindRoot

were used for the time simulations and to find steady states, respectively, as done in [8]. As

mFAO flux we took the uptake flux of palmitoyl-carnitine into the mitochondria (Juptake),

A vicious cycle in mitochondrial fatty-acid oxidation

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1005461 April 3, 2017 15 / 22

https://jjj.bio.vu.nl/models/vaneunen6
https://doi.org/10.1371/journal.pcbi.1005461


which is the steady-state rate of the C16-palmitoyl-carnitine uptake through CACT. The

scripts for removing promiscuity and for computing the regulatory contributions j �Yj
v
Xj

are

given in S1 Appendix and S2 Appendix.

Removal of promiscuity

Promiscuity was removed either from all enzymes in the model simultaneously or per enzyme,

as indicated in the text. A similar procedure was followed in [8] for all enzymes simultaneously.

To remove promiscuity from an enzyme, we first removed the substrates and products of other

chain lengths, which are in the equation as competitive inhibitors (the grey-highlighted metabo-

lites in Eq 9). Secondly, the enzyme concentration was partitioned evenly over the chain-length-

specific reactions that it catalyses by adding a partition factor α to the rate equation. The value

of α was exactly the same for all the reactions catalyzed by an enzyme; its value is 1 divided by

the number of reactions catalyzed by the enzyme. In our previous study [8] we had based the

partition factors α on the flux distribution in the original model, at a reference concentration of

25 μM of palmitoyl-CoA. The two ways of partioning yielded very similar results. An example

will be given for the C16-specific acyl-CoA dehydrogenation reaction catalysed by VLCAD. The

rate equation for this reaction in the original model with promiscuity is:

vVLCAD;C16 ¼
sfVLCAD;C16 � Vmax;VLCAD �

½C16� acyl� CoA�
KmVLCAD;C16� acyl� CoA

�
½FAD�

KmVLCAD;FAD
�

½C16� enoyl� CoA�
KmVLCAD;C16� acyl� CoA

�
½FADH2 �

KmVLCAD;FAD�KeqVLCAD

� �

1þ
½C16� acyl� CoA�

KmVLCAD;C16� acyl� CoA
þ

½C16� enoyl� CoA�
KmVLCAD;C16� enoyl� CoA

þ
Pn¼14

n¼12

½Cn� acyl� CoA�
KmVLCAD;Cn� acyl� CoA

þ
½Cn� enoyl� CoA�

KmVLCAD;Cn� enoyl� CoA

� �

� 1þ
½FAD�

KmVLCAD;FAD
þ

½FADH2 �

KmVLCAD;FADH2

� � ð9Þ

The rate equation for the same reaction in the model without promiscuity became:

vVLCAD;C16 ¼
a � sfVLCAD;C16 � Vmax;VLCAD �

½C16� acyl� CoA�
KmVLCAD;C16� acyl� CoA

�
½FAD�

KmVLCAD;FAD
�

½C16� enoyl� CoA�
KmVLCAD;C16� acyl� CoA

�
½FADH2 �

KeqVLCAD

� �

1þ
½C16� acyl� CoA�

KmVLCAD;C16� acyl� CoA
þ

½C16� enoyl� CoA�
KmVLCAD;C16� enoyl� CoA

� �
� 1þ

½FAD�
KmVLCAD;FAD

þ
½FADH2 �

KmVLCAD;FADH2

� � ð10Þ

Metabolic control analysis

All enzyme rate equations in the model are of the shape:

v ¼ sfCn � Vmax � f ðXÞ ð11Þ

in which v is the rate of the enzyme, sfCn a specificity factor which corrects the maximal veloc-

ity Vmax for the carbon chain length of the substrate, and f(X) is a function of the metabolite

concentrations in vector X.

Flux control coefficients were approximated as follows:

CJ
enzyme ¼

dlnJ=dp
@lnv=@p

¼
dJ

dVmax;enzyme
�
Vmax;enzyme

J
�

DJ
DVmax;enzyme

�
Vmax;enzyme

J
ð12Þ

Here p denotes a parameter that only affects the rate of the enzyme that is analysed. For this

purpose we used the Vmax, since the rates of all reactions were proportional to this parameter

(Eq 11). For the finite change denoted by Δ both +0.0001% and -0.0001% were taken, and the

result was accepted if the two gave identical results within 1%. The chain-length-specific fac-

tors were calculated as:

CJ
enzyme;Cn �

DJ
DsfCn

�
sfCn

J
ð13Þ

in which ΔsfCn was again changed by +0.0001% and -0.0001%. It was checked that the sum of
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the chain-length-specific flux control coefficients was equal to the overall flux control coeffi-

cient of the enzyme, and that the sum of all flux control coefficients in the model was equal to

1 [11,14].

Flux response coefficients were approximated as:

RJ
p ¼

dlnJ
dlnp

�
DJ
Dp
�
p
J

ð14Þ

in which p again denotes a model parameter. In this case the finite change of the parameter

value was taken to be +0.0001% and -0.0001%. The validity of the calculated control coefficients

were checked with the summation theorem [11,14] and the response coefficient of the [NAD+]/

[NADH] ratio was checked with the connectivity theorem [11,14]. The response coefficients

were calculated for each parameter in the model, but only the highest values were shown.

Quantification of regulation of enzyme rates by individual variable

metabolites

The contribution of each metabolite to the regulation of a specific enzyme rate was stepwise

calculated according to [12] as follows. First, we calculated:

dlnvi

dt
jXj

tð Þ ¼ εvi
Xj

tð Þ �
dlnXj

dt
¼

dvi

dXj
ðtÞ �

XjðtÞ
vðtÞ

 !

�
dXjðtÞ

dt
�

1

XjðtÞ
ð15Þ

where vi denotes the rate at which a specific enzyme catalyses reaction i. The outcome was

plotted in Fig 4B and Figure in S7 Fig.

For Fig 5A–5F, the corresponding absolute of these values (calculated with the Mathematica

function “Abs”) were integrated over time (from t = 0 through 400 minutes, which was enough

to reach a new steady state under all inspected conditions) with the Mathematica function

“NIntegrate” and divided by 400 minutes. This gives the average absolute (total) contribution

of each metabolite (j �Yj
v
Xj

). In the net contribution of a metabolite the negative and positive

contributions partially cancel each other out, since the positive areas under curve and the neg-

ative areas under curve are summed. However, in the average absolute contribution (as also

calculated by the authors of this method), a real impression is given on how much a metabolite

has actually contributed to the transition from the state at t = 0 to the new steady state since

both positive and negative areas are made positive and then summed. This total contribution

has been used for Fig 5A–5F. In Fig 5A–5F they are depicted as percentages of the sum of all

total contributions of the metabolites that contributed to the rate in question, according to:

j �Yj
v
Xj

P
jj

�Yj
v
Xj

ð16Þ

Therefore, the relative average absolute contributions of all the contributing metabolites

per reaction sum up to one:

P
j

j �Yj
v
Xj

P
jj

�Yj
v
Xj

¼ 1 ð17Þ

Supporting information

S1 Fig. Model versions with full or limited promiscuity. (A) Steady-state uptake flux (Juptake,

i.e. JcactC16) versus [palmitoyl-CoA]CYT in the published model, the model without promiscuity
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and the 9 other models with each one enzyme without promiscuity. (B) Juptake versus [palmi-

toyl-CoA]CYT in the published model and the model without promiscuity at MCKAT for a

concentration range from 0 till 500 μM.

(TIF)

S2 Fig. Flux control coefficients. (A) Flux control coefficients of all enzymes in the model on

Juptake. (B) Flux control of chain-length specific MCKAT-catalysed reactions on Juptake. The

sum of these chain-length specific control coefficients equals the overall CJuptakeMKAT , which is plot-

ted in panel A.

(TIF)

S3 Fig. Steady-state CoA ester concentrations. Steady-state concentrations of mitochondrial

acyl-CoA (A), enoyl-CoA (B), hydroxyacyl-CoA (C) and ketoacyl-CoA esters (D) as a func-

tion of [palmitoyl-CoA]CYT, specified per chain length.

(TIF)

S4 Fig. Time course of mitochondrial CoA ester concentrations. Time course of mitochon-

drial concentrations of acyl-CoA, enoyl-CoA, hydroxyacyl-CoA and ketoacyl-CoA after an

upshift of [palmitoyl-CoA]CYT from 0.1 to 25 μM (A) or 60 μM (B).

(TIF)

S5 Fig. Time course of the rates of Cn-acyl-CoA production, dehydrogenation and Cn-2-

acyl-CoA production per chain length (thus per oxidation cycle) after an upshift of [palmi-

toyl-CoA]CYT 0.1 to 25 μM.

(TIF)

S6 Fig. vMTPC8+vMCKATC8, vMCADC6+vSCADC6 and vMCKATC6 after an upshift of

[palmitoyl-CoA]CYT from 0.1 to 60 μM.

(TIF)

S7 Fig. Metabolite contributions to vMCKATC6 after a sudden [palmitoyl-CoA]CYT

increase from 0.1 to 60 μM.

(TIF)

S8 Fig. Fraction of the active site occupied by each of the indicated metabolites, calculated

for MCKAT (A), MCAD (B), and SCAD (C) as a function of [palmitoyl-CoA]CYT. The

occupancy (Occ) of an enzyme (E) by a metabolite Xj was calculated by:

OccE;Xj
¼

½Xj�

KmE;Xj

1þ
½Xj�

KmE;Xj
þ
P

k
½Xk�

KmE;Xk

� �

where Xk denotes a metabolite that the enzyme can also bind in the same pocket as Xj.

(TIF)

S9 Fig. The effect of varying total mitochondrial CoA concentration (CoAt,m) on flux

decline.

(TIF)

S1 Appendix. Model without promiscuity.

(NB)

S2 Appendix. Calculation of average absolute regulatory contribution.

(NB)

(18)

A vicious cycle in mitochondrial fatty-acid oxidation

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1005461 April 3, 2017 18 / 22

http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s002
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s003
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s004
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s005
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s006
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s007
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s008
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s009
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s010
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005461.s011
https://doi.org/10.1371/journal.pcbi.1005461


Acknowledgments

The authors like to thank Agnieszka Wegrzyn for careful and independent checking of the

computational analysis.

Author Contributions

Conceptualization: ACMFM BMB KvE DJR.

Data curation: ACMFM.

Formal analysis: ACMFM.

Funding acquisition: BMB DJR.

Investigation: ACMFM.

Methodology: ACMFM KvE BMB.

Project administration: ACMFM BMB.

Resources: BMB.

Software: ACMFM.

Supervision: BMB.

Validation: ACMFM KvE.

Visualization: ACMFM.

Writing – original draft: ACMFM.

Writing – review & editing: ACMFM BMB DJR KvE.

References
1. Rinaldo P, Matern D, Bennett MJ. Fatty Acid oxidation Disorders. Annu Rev Physiol. 2002; 64(1):477–

502.

2. Houten SM, Violante S, Ventura F V., Wanders RJA. The Biochemistry and Physiology of Mitochondrial

Fatty Acid β-Oxidation and Its Genetic Disorders. Annu Rev Physiol. 2016; 78(1):23–44.

3. Derks TGJ, Reijngoud DJ, Waterham HR, Gerver WJM, van den Berg MP, Sauer PJJ, et al. The natural

history of medium-chain acyl CoA dehydrogenase deficiency in the Netherlands: Clinical presentation

and outcome. J Pediatr. 2006; 148(5).

4. Derks TGJ, Boer TS, Assen A, Bos T, Ruiter J, Waterham HR, et al. Neonatal screening for medium-

chain acyl-CoA dehydrogenase (MCAD) deficiency in The Netherlands: The importance of enzyme

analysis to ascertain true MCAD deficiency. J Inherit Metab Dis. 2008; 31(1):88–96. https://doi.org/10.

1007/s10545-007-0492-3 PMID: 18188679

5. Touw CML, Smit GPA, Niezen-Koning KE, Bosgraaf-de Boer C, Gerding A, Reijngoud D-J, et al. In vitro

and in vivo consequences of variant medium-chain acyl-CoA dehydrogenase genotypes. Orphanet J

Rare Dis. Orphanet Journal of Rare Diseases; 2013; 8(1):43.

6. Touw CML, Smit GPA, de Vries M, de Klerk JBC, Bosch AM, Visser G, et al. Risk stratification by resid-

ual enzyme activity after newborn screening for medium-chain acyl-CoA dehyrogenase deficiency: data

from a cohort study. Orphanet J Rare Dis. 2012; 7:30. https://doi.org/10.1186/1750-1172-7-30 PMID:

22630369

7. Heales SJR, Thompson GN, Massoud AF, Rahman S, Halliday D, Leonard J V. Production and dis-

posal of medium-chain fatty acids in children with medium-chain acyl-CoA dehydrogenase deficiency. J

Inherit Metab Dis. 1994; 17(1):74–80. PMID: 8051939

8. van Eunen K, Simons SMJ, Gerding A, Bleeker A, den Besten G, Touw CML, et al. Biochemical Com-

petition Makes Fatty-Acid Beta-Oxidation Vulnerable to Substrate Overload. PLoS Comput Biol. 2013;

9(8):2–9.

A vicious cycle in mitochondrial fatty-acid oxidation

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1005461 April 3, 2017 19 / 22

https://doi.org/10.1007/s10545-007-0492-3
https://doi.org/10.1007/s10545-007-0492-3
http://www.ncbi.nlm.nih.gov/pubmed/18188679
https://doi.org/10.1186/1750-1172-7-30
http://www.ncbi.nlm.nih.gov/pubmed/22630369
http://www.ncbi.nlm.nih.gov/pubmed/8051939
https://doi.org/10.1371/journal.pcbi.1005461


9. van Eunen K, Volker-Touw CML, Gerding A, Bleeker A, Wolters JC, van Rijt WJ, et al. Living on the

edge: substrate competition explains loss of robustness in mitochondrial fatty-acid oxidation disorders.

BMC Biol. 2016; 14(1):107. https://doi.org/10.1186/s12915-016-0327-5 PMID: 27927213

10. Koves TR, Ussher JR, Noland RC, Slentz D, Mosedale M, Ilkayeva O, et al. Mitochondrial Overload and

Incomplete Fatty Acid Oxidation Contribute to Skeletal Muscle Insulin Resistance. Cell Metab. 2008; 7

(1):45–56. https://doi.org/10.1016/j.cmet.2007.10.013 PMID: 18177724

11. Hofmeyr JS. Metabolic control analysis in a nutshell. Proceedings of the 2nd International conference

on systems biology. 2001. p. 291–300.

12. Bruggeman FJ, Boogerd FC, Westerhoff H V. The multifarious short-term regulation of ammonium

assimilation of Escherichia coli: Dissection using an in silico replica. FEBS J. 2005; 272(8):1965–85.

https://doi.org/10.1111/j.1742-4658.2005.04626.x PMID: 15819889

13. Burns J. Control analysis of metabolic systems. Trends Biochem Sci. 1985; 10(1):16.

14. Fell DA. Metabolic control analysis: a survey of its theoretical and experimental development. Biochem

J. 1992; 286 (Pt 2:313–30.

15. Kholodenko BN, Sauro HM, Westerhoff H V. Control by enzymes, coenzymes and conserved moieties.

A generalisation of the connectivity theorem of metabolic control analysis. Eur J Biochem. 1994 Oct 1;

225(1):179–86. PMID: 7925436

16. Houten SM, Wanders RJA. A general introduction to the biochemistry of mitochondrial fatty acid β-oxi-

dation. J Inherit Metab Dis. 2010; 33(5):469–77. https://doi.org/10.1007/s10545-010-9061-2 PMID:

20195903

17. Izais K, Uchidas Y, Oriis T, Yamamotoq S, Hashimotoll T. Novel Fatty Acid & Oxidation Enzymes in Rat

Liver Mitochondria. J Biol Chem. 1992; 267(2):1027–33. PMID: 1730632

18. Ikeda Y, Okamura-ikedas K, Tanaka K. Purification and Characterization Long-chain Acyl-CoA Dehy-

drogenases from Rat Liver Mitochondria. Blood. 1985;

19. Muoio DM. Metabolic inflexibility: When mitochondrial indecision leads to metabolic gridlock. Cell. Else-

vier Inc.; 2014; 159(6):1253–62. https://doi.org/10.1016/j.cell.2014.11.034 PMID: 25480291

20. Spurway TD, Sherratt HS a, Pogson CI, Agius L. Β-Oxidation in Rat Hepatocyte Cultures. Biochem J.

1997; 323:119–22.

21. Eaton S. Control of mitochondrial b -oxidation flux. 2002; 41:197–239.

22. Li J, Schulz H. 4-Bromo-2-octenoic acid specifically inactivates 3-ketoacyl-CoA thiolase and thereby

fatty acid oxidation in rat liver mitochondria. Biochemistry. 1988; 27(16):5995–6000. PMID: 3191104

23. Olowe Y, Schulz H. 4-Bromocrotonic Acid, an Effective Inhibitor of Fatty Acid Oxidation and Ketone

Body Degradation in Rat Heart Mitochondria. J Biol Chem. 1982;(10):5408–13. PMID: 7068598

24. Kunz WS. Evaluation of electron-transfer flavoprotein and alpha-lipoamide dehydrogenase redox states

by two-channel fluorimetry and its application to the investigation of beta-oxidation. BBA—Bioenerg.

1988; 932(C):8–16.

25. Tomilov A, Tomilova N, Shan Y, Hagopian K, Bettaieb A, Kim K, et al. p46Shc Inhibits Thiolase and

Lipid Oxidation in Mitochondria. J Biol Chem. 2016; 291(24):12575–85. https://doi.org/10.1074/jbc.

M115.695577 PMID: 27059956

26. Moffat C, Bhatia L, Nguyen T, Lynch P, Wang M, Wang D, et al. Acyl-CoA thioesterase-2 facilitates

mitochondrial fatty acid oxidation in the liver. J Lipid Res. 2014; 55(12):2458–70. https://doi.org/10.

1194/jlr.M046961 PMID: 25114170

27. Hunt MC, Alexson SE. The role Acyl-CoA thioesterases play in mediating intracellular lipid metabolism.

Prog Lipid Res. 2002; 41(2):99–130. PMID: 11755680

28. Tillander V, Nordström EA, Reilly J, Strozyk M, Van Veldhoven PP, Hunt MC, et al. Acyl-CoA thioester-

ase 9 (ACOT9) in mouse may provide a novel link between fatty acid and amino acid metabolism in

mitochondria. Cell Mol Life Sci. 2014; 71(5):933–48. https://doi.org/10.1007/s00018-013-1422-1 PMID:

23864032

29. Ellis JM, Bowman CE, Wolfgang MJ. Metabolic and Tissue-Specific Regulation of Acyl-CoA Metabo-

lism. PLoS One. 2015; 10(3):e0116587. https://doi.org/10.1371/journal.pone.0116587 PMID:

25760036

30. Grabacka M, Pierzchalska M, Dean M, Reiss K. Regulation of Ketone Body Metabolism and the Role of

PPARα. Int J Mol Sci. 2016; 17(12):2093.

31. No Title [Internet]. [cited 2017 Feb 26]. Available from: http://www.proteinatlas.org/

ENSG00000075239-ACAT1/tissue/liver

32. Middleton B. The oxoacyl-coenzyme A thiolases of animal tissues. Biochem J. 1973; 132(4):717–30.

PMID: 4721607

A vicious cycle in mitochondrial fatty-acid oxidation

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1005461 April 3, 2017 20 / 22

https://doi.org/10.1186/s12915-016-0327-5
http://www.ncbi.nlm.nih.gov/pubmed/27927213
https://doi.org/10.1016/j.cmet.2007.10.013
http://www.ncbi.nlm.nih.gov/pubmed/18177724
https://doi.org/10.1111/j.1742-4658.2005.04626.x
http://www.ncbi.nlm.nih.gov/pubmed/15819889
http://www.ncbi.nlm.nih.gov/pubmed/7925436
https://doi.org/10.1007/s10545-010-9061-2
http://www.ncbi.nlm.nih.gov/pubmed/20195903
http://www.ncbi.nlm.nih.gov/pubmed/1730632
https://doi.org/10.1016/j.cell.2014.11.034
http://www.ncbi.nlm.nih.gov/pubmed/25480291
http://www.ncbi.nlm.nih.gov/pubmed/3191104
http://www.ncbi.nlm.nih.gov/pubmed/7068598
https://doi.org/10.1074/jbc.M115.695577
https://doi.org/10.1074/jbc.M115.695577
http://www.ncbi.nlm.nih.gov/pubmed/27059956
https://doi.org/10.1194/jlr.M046961
https://doi.org/10.1194/jlr.M046961
http://www.ncbi.nlm.nih.gov/pubmed/25114170
http://www.ncbi.nlm.nih.gov/pubmed/11755680
https://doi.org/10.1007/s00018-013-1422-1
http://www.ncbi.nlm.nih.gov/pubmed/23864032
https://doi.org/10.1371/journal.pone.0116587
http://www.ncbi.nlm.nih.gov/pubmed/25760036
http://www.proteinatlas.org/ENSG00000075239-ACAT1/tissue/liver
http://www.proteinatlas.org/ENSG00000075239-ACAT1/tissue/liver
http://www.ncbi.nlm.nih.gov/pubmed/4721607
https://doi.org/10.1371/journal.pcbi.1005461


33. Middleton B. The kinetic mechanism and properties of the cytoplasmic acetoacetyl-coenzyme A thio-

lase from rat liver. Biochem J. 1974; 139:109–21. PMID: 4156910

34. Mitchell GA, Gauthier N, Lesimple A, Wang SP, Mamer O, Qureshi I. Hereditary and acquired diseases

of acyl-coenzyme A metabolism. Mol Genet Metab. 2008; 94(1):4–15. https://doi.org/10.1016/j.ymgme.

2007.12.005 PMID: 18337138

35. Fiermonte G, Paradies E, Todisco S, Marobbio CMT, Palmieri F. A Novel Member of Solute Carrier

Family 25 (SLC25A42) Is a Transporter of Coenzyme A and Adenosine 3 ‘,5 ‘-Diphosphate in Human

Mitochondria. J Biol Chem. 2009; 284(27):18152–9. https://doi.org/10.1074/jbc.M109.014118 PMID:

19429682

36. Srinivasan B, Baratashvili M, Zwaag M Van Der, Kanon B, Colombelli C, Schaap O, et al. Extracellular

4 ‘ -Phosphopantetheine is a source for intracellular Coenzyme A synthesis. Nat Chem Biol. 2015; 11

(August):1–26.

37. Shamseldin HE, Smith LL, Kentab A, Alkhalidi H, Summers B, Alsedairy H, et al. Mutation of the mito-

chondrial carrier SLC25A42 causes a novel form of mitochondrial myopathy in humans. Hum Genet.

2016; 135(1):21–30. https://doi.org/10.1007/s00439-015-1608-8 PMID: 26541337

38. Stanley CA, Hale DE, Coates PM, Hall CL, Corkey BE, Yang W, et al. Medium-chain acyl-CoA dehydro-

genase deficiency in children with non-ketotic hypoglycemia and low carnitine levels. Pediatr Res.

1983; 17(11):877–84. https://doi.org/10.1203/00006450-198311000-00008 PMID: 6646897

39. Hale DE, Batshaw ML, Coates PM, Frerman FE, Goodman SI, Singh I, et al. Long-chain acyl coenzyme

A dehydrogenase deficiency: an inherited cause of nonketotic hypoglycemia. Pediatr Res. 1985;

19:666–71. https://doi.org/10.1203/00006450-198507000-00006 PMID: 4022672

40. Treem WR, Stanley C a, Hale DE, Leopold HB, Hyams JS. Hypoglycemia, hypotonia, and cardiomyop-

athy: the evolving clinical picture of long-chain acyl-CoA dehydrogenase deficiency. Pediatrics. 1991;

87(3):328–33. PMID: 2000272

41. Bakermans AJ, Van Weeghel M, Denis S, Nicolay K, Prompers JJ, Houten SM. Carnitine supplementa-

tion attenuates myocardial lipid accumulation in long-chain acyl-CoA dehydrogenase knockout mice. J

Inherit Metab Dis. 2013; 36(6):973–81. https://doi.org/10.1007/s10545-013-9604-4 PMID: 23563854

42. Spiekerkoetter U, Bastin J, Gillingham M, Morris A, Wijburg F, Wilcken B. Current issues regarding

treatment of mitochondrial fatty acid oxidation disorders. J Inherit Metab Dis. 2010; 33(5):555–61.

https://doi.org/10.1007/s10545-010-9188-1 PMID: 20830526

43. Spiekerkoetter U, Wood PA. Mitochondrial fatty acid oxidation disorders: Pathophysiological studies in

mouse models. J Inherit Metab Dis. 2010; 33(5):539–46. https://doi.org/10.1007/s10545-010-9121-7

PMID: 20532823

44. Schooneman MG, Achterkamp N, Argmann CA, Soeters MR, Houten SM. Plasma acylcarnitines inade-

quately reflect tissue acylcarnitine metabolism. Biochim Biophys Acta—Mol Cell Biol Lipids. Elsevier B.

V.; 2014; 1841(7):987–94.

45. Eaton S, Bursby T, Middleton B, Pourfarzam M, Mills K, Johnson AW, et al. The mitochondrial trifunc-

tional protein: centre of a β-oxidation metabolon? Biochem Soc Trans. 2000 Feb 1; 28(2):177 LP–182.

46. Uchida Y, Izai K, Orii T, Hashimoto T. Novel fatty acid β-oxidation enzymes in rat liver mitochondria: II.

Purification and properties of enoyl-coenzyme A (CoA) hydratase/3-hydroxyacyl-CoA dehydrogenase/

3-ketoacyl-CoA thiolase trifunctional protein. J Biol Chem. 1992; 267(2):1034–41. PMID: 1730633

47. Ishikawa M, Tsuchiya D, Oyama T, Tsunaka Y, Morikawa K. Structural basis for channelling mecha-

nism of a fatty acid β-oxidation multienzyme complex. EMBO J. 2004; 23(14):2745–54. https://doi.org/

10.1038/sj.emboj.7600298 PMID: 15229654

48. Sumegi B, Srere PA. Binding of the enzymes of fatty acid beta-oxidation and some related enzymes to

pig heart inner mitochondrial membrane. J Biol Chem. 1984 Jul 25; 259(14):8748–52. PMID: 6378901

49. Nada MA, Rhead WJ, Sprecher H, Schulz H, Roe CR. Evidence for intermediate channeling in mito-

chondrial β-oxidation. Journal of Biological Chemistry. 1995. p. 530–5. PMID: 7822275

50. Liang X, Le W, Zhang D, Schulz H. Impact of the intramitochondrial enzyme organization on fatty acid

oxidation. Biochem Soc Trans. 2001; 29(Pt 2):279–82. PMID: 11356167

51. Eaton S, Bartlett K, Pourfarzam M. Intermediates of myocardial mitochondrial β-oxidation: Possible chan-

nelling of NADH and of CoA esters. Biochim Biophys Acta—Mol Cell Biol Lipids. 1999; 1437(3):402–8.

52. Fukushima T, Decker R V., Anderson WM, Spivey HO. Substrate channeling of NADH and binding of

dehydrogenases to complex I. J Biol Chem. 1989; 264(28):16483–8. PMID: 2506178

53. Sumegi B, Srere PA. Complex I binds several mitochondrial NAD-coupled dehydrogenases. J Biol

Chem. 1984; 259(24):15040–5. PMID: 6439716

54. Wang Y, Mohsen AW, Mihalik SJ, Goetzman ES, Vockley J. Evidence for physical association of mito-

chondrial fatty acid oxidation and oxidative phosphorylation complexes. J Biol Chem. 2010; 285

(39):29834–41. https://doi.org/10.1074/jbc.M110.139493 PMID: 20663895

A vicious cycle in mitochondrial fatty-acid oxidation

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1005461 April 3, 2017 21 / 22

http://www.ncbi.nlm.nih.gov/pubmed/4156910
https://doi.org/10.1016/j.ymgme.2007.12.005
https://doi.org/10.1016/j.ymgme.2007.12.005
http://www.ncbi.nlm.nih.gov/pubmed/18337138
https://doi.org/10.1074/jbc.M109.014118
http://www.ncbi.nlm.nih.gov/pubmed/19429682
https://doi.org/10.1007/s00439-015-1608-8
http://www.ncbi.nlm.nih.gov/pubmed/26541337
https://doi.org/10.1203/00006450-198311000-00008
http://www.ncbi.nlm.nih.gov/pubmed/6646897
https://doi.org/10.1203/00006450-198507000-00006
http://www.ncbi.nlm.nih.gov/pubmed/4022672
http://www.ncbi.nlm.nih.gov/pubmed/2000272
https://doi.org/10.1007/s10545-013-9604-4
http://www.ncbi.nlm.nih.gov/pubmed/23563854
https://doi.org/10.1007/s10545-010-9188-1
http://www.ncbi.nlm.nih.gov/pubmed/20830526
https://doi.org/10.1007/s10545-010-9121-7
http://www.ncbi.nlm.nih.gov/pubmed/20532823
http://www.ncbi.nlm.nih.gov/pubmed/1730633
https://doi.org/10.1038/sj.emboj.7600298
https://doi.org/10.1038/sj.emboj.7600298
http://www.ncbi.nlm.nih.gov/pubmed/15229654
http://www.ncbi.nlm.nih.gov/pubmed/6378901
http://www.ncbi.nlm.nih.gov/pubmed/7822275
http://www.ncbi.nlm.nih.gov/pubmed/11356167
http://www.ncbi.nlm.nih.gov/pubmed/2506178
http://www.ncbi.nlm.nih.gov/pubmed/6439716
https://doi.org/10.1074/jbc.M110.139493
http://www.ncbi.nlm.nih.gov/pubmed/20663895
https://doi.org/10.1371/journal.pcbi.1005461


55. Narayan SB, Master SR, Sireci AN, Bierl C, Stanley PE, Li C, et al. Short-chain 3-hydroxyacyl-coen-

zyme a dehydrogenase associates with a protein super-complex integrating multiple metabolic path-

ways. PLoS One. 2012; 7(4):1–8.

A vicious cycle in mitochondrial fatty-acid oxidation

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1005461 April 3, 2017 22 / 22

https://doi.org/10.1371/journal.pcbi.1005461

