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Abstract

Cultured mammalian cells exhibit elevated glycolysis flux and high lactate production. In the
industrial bioprocesses for biotherapeutic protein production, glucose is supplemented to
the culture medium to sustain continued cell growth resulting in the accumulation of lactate
to high levels. In such fed-batch cultures, sometimes a metabolic shift from a state of high
glycolysis flux and high lactate production to a state of low glycolysis flux and low lactate
production or even lactate consumption is observed. While in other cases with very similar
culture conditions, the same cell line and medium, cells continue to produce lactate. A meta-
bolic shift to lactate consumption has been correlated to the productivity of the process. Cul-
tures that exhibited the metabolic shift to lactate consumption had higher titers than those
which didn’t. However, the cues that trigger the metabolic shift to lactate consumption state
(or low lactate production state) are yet to be identified. Metabolic control of cells is tightly
linked to growth control through signaling pathways such as the AKT pathway. We have
previously shown that the glycolysis of proliferating cells can exhibit bistability with well-seg-
regated high flux and low flux states. Low lactate production (or lactate consumption) is pos-
sible only at a low glycolysis flux state. In this study, we use mathematical modeling to
demonstrate that lactate inhibition together with AKT regulation on glycolysis enzymes can
profoundly influence the bistable behavior, resulting in a complex steady-state topology.
The transition from the high flux state to the low flux state can only occur in certain regions
of the steady state topology, and therefore the metabolic fate of the cells depends on their
metabolic trajectory encountering the region that allows such a metabolic state switch. In-
sights from such switch behavior present us with new means to control the metabolism of
mammalian cells in fed-batch cultures.
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Introduction

Glucose metabolism plays a central role in supplying carbon precursors for cellular energy and
biosynthetic needs. Cancer cells have elevated glucose consumption and glycolytic flux in ways
similar to the response of tissues to growth promoting signals [1]. Cellular glucose metabolism
is subjected to vast interacting regulations exerted at various levels [2-4]. At the pathway level,
many enzymatic steps are controlled through feedback and feed-forward allosteric regulation
by metabolic intermediates [5]. The regulatory effectors and control action on the enzyme ki-
netics differ for different isozymes catalyzing the same reaction step. Cells in different tissues
and even cells at different disease or development stages, may express different isozymes to
meet their cellular demands [6, 7]. Additionally, through signaling pathways, glycolysis activity
is tied to growth control [2, 3]. In the past decade there has been an increasing interest in con-
trolling a cell’s disease state, for instance to minimize uncontrolled proliferation through mod-
ulation of cellular metabolism.

The high rates of glucose consumption and lactate production seen in cancer cells are also
observed in other fast proliferating cells, such as mammalian cell lines in culture. The accumu-
lation of lactate in culture has long been recognized as an inhibitory factor for cell growth and
recombinant protein production [8, 9]. In the past two decades fed-batch cultures have become
extensively used in cell culture bioprocessing. The total amount of glucose added to the medi-
um over the culture period is far higher than the range commonly seen in typical culture
media. Lactate accumulation seen in cultures also greatly exceeds the physiological level. Cells
in the late stages of their growth in a fed-batch culture sometimes switch their metabolism
from lactate production to low lactate production or lactate consumption [10-13]. However,
such a shift in metabolism is not a consistent occurrence; under seemingly similar conditions,
some cultures switch their metabolism and consume lactate while others continue to produce
lactate at high rates. The metabolic shift to lactate consumption has been shown to positively
correlate to higher productivity [14, 15]. Thus, a better understanding of the lactate consump-
tion phenomena will help in contriving strategies for robust control of cell metabolism and
higher protein yields.

Previously, we reported development of a mechanistic mathematical model of glycolysis
and the pentose phosphate pathway to examine the dynamic behavior of glucose metabolism
[5]. The model considers different isozymes of three key glycolysis enzymes (phosphofructoki-
nase (PFK), pyruvate kinase (PK) and 6-phosphofructo-2-kinase/fructose-2,6-bisphophatase
(PFKFB)) and the allosteric regulations they are subjected to by glycolytic intermediates. All
three isozymes of PFK (PFKM, PFKL and PFKP) are activated by fructose-2,6-bisphosphate
(F26BP) [16], but only PFKM and PFKL are activated by fructose-1,6-bisphosphate (F16BP)
[17-19]. Three isozymes of PK (PKM2, PKL and PKR) are activated by F16BP to varying ex-
tents while PKM1 is not under such allosteric regulation [20]. PFKFB is a bifunctional enzyme
whose kinase and bisphosphatase domains catalyze the formation and hydrolysis reaction of
F26BP, respectively. The four isozymes of PFKFB (PFKFB1-4) differ in their kinase and phos-
phatase activities as well as in their sensitivity to feedback inhibition by phosphoenolpyruvate
(PEP) [21-23]. In addition, several isozymes of PFKFB are subject to post-translational modifi-
cation by hormonal and growth signaling pathways that modulate the balance between the ki-
nase and phosphatase activities [24]. Thus, each isozyme of PFKFB has a profoundly distinct
capacity in modulating PFK activity.

We demonstrated that the combination of isozymes of these three glycolytic enzymes, com-
monly seen in many rapidly growing cells, give rise to bistable behavior in glycolysis activity
[5]. Under physiological glucose concentrations, the steady state glycolysis flux may be at a
high state or a low state. Although the cells may switch their metabolism between the two flux
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states, the transition from a high flux state to a low flux state can only occur at glucose concen-
trations that are outside the physiological range. Our model prediction of bistability is consis-
tent with the experimental observation that a shift from a high flux state to a low flux state was
accomplished only by controlling glucose concentration at very low levels [5, 8, 9].

In the current study, we hypothesize that the switch of metabolism in fed-batch culture is a
reflection of the bistable behavior described above. The glucose and lactate concentrations in
contemporary fed-batch processes often reach levels beyond 30 mM and 100 mM, respectively
[14, 15]. Such non-physiological conditions may elicit dynamic responses unseen in vivo. In
particular the inhibitory effect of lactate on PFK that is relatively minor in most tissues in vivo
may become prominent in fed-batch cultures due to its high level of accumulation [25].

In this work, we extend our previous modeling explorations to the previously unexplored
space of glucose and lactate concentrations that spread beyond physiological levels and seek to
address the important issue of the controllability of metabolic shift in biopharmaceutical
manufacturing. Since lactate consumption occurs through its conversion to pyruvate and oxi-
dation in the tricarboxylic acid (TCA) cycle, we extended our model to include the TCA cycle
and the malate-aspartate shuttles. Metabolic shift in cultured cells largely occurs after the rapid
growth period is over. The linkage between metabolism and growth control has been a subject
of intense research in the past decade. The v-akt murine thymoma viral oncogene homolog
(AKT), also known as protein kinase B (PKB), is a serine/threonine kinase that plays a key role
in multiple cellular processes including cell proliferation and glucose metabolism (for reviews,
see [2-4]). AKT exists in an active/phosphorylated (pAKT) form and an inactive/unpho-
sphorylated form. The AKT signaling cascade has been shown to activate the transcription of
GLUT]1 [26] and mediates the association of hexokinase 1 and 2 (HK1 and HK2) with outer
mitochondrial membrane [27, 28]. In addition, pAKT can increase the phosphorylation of
PFKEB to shift its kinase/phosphatase ratio to increase the formation of fructose 2,6-bispho-
sphate levels [22, 29, 30], which in turn increases PFK activity and glycolysis flux. A decrease in
the growth rate of the cells observed during the course of the culture is accompanied by the de-
crease in the pAKT levels [10]. Thus, in the extended model the effect of cell growth rate on
glycolysis flux is dealt with the dependence of the kinase activity of the bifunctional enzyme
PFKFB on pAKT levels. We report herein that our extended model for cell metabolism reveals
multiplicity of steady states of glycolysis activity and the modulation of the flux topology by
three culture parameters, namely glucose, lactate and growth rate (in the form of pAKT levels).
Such an understanding of the metabolic flux topology can help control the metabolic state and
enhance process robustness.

Materials and Methods
Mathematical Model of Central Metabolism Pathway

Previously, a kinetic metabolic model of mammalian metabolism including glycolysis and pen-
tose phosphate pathway was constructed [5]. In this study the model was extended to include
the TCA cycle, malate-aspartate shuttle and citrate shuttle (between the cytosol and the mito-
chondria compartments) (Fig. 1). The extension is necessary for consideration of lactate uptake
from extracellular milieu and its further oxidation in mitochondria. The ordinary differential
equation (ODE) model consists of mass balance equations of the 40 reaction intermediates in
glycolysis, the TCA cycle, the pentose phosphate pathway, components of the malate-aspartate
shuttle and other inter-compartmental shuttles. The levels of enzymes are obtained from their
corresponding transcript levels in cultured cells, assuming that the protein level is proportional
to the transcript [10]. The rate expressions for all enzymatic reactions are based on a

PLOS ONE | DOI:10.1371/journal.pone.0121561 March 25, 2015 3/20



el e
@ : PLOS | ONE Mechanistic Model for Metabolic Shift to Lactate Consumption

GIC
GIC
‘I/ NADP NADPH NADP  NADPHCO2
G6P - 6PG — Sl A Ru5P
” E4P f
F26BP<—=F6P PRPP
F16BP Xyl5P
DHAP\\:/j G3P
NAD*
WKNADH
13BPG
3PG
2re NAD NADH Cholesterol, Fatty Acid
Synthesis
1 L MaILZ OAA
PEP
Ala oKG
c Acetyl CoA
N 2 Gl
NAUDH
Lac Lac=——— Pyr Mal Asp
Y, aKG
. H Pyr > Acetyl CoA O*/v OAA Glu
“0
%
Asp
N Citrate Citrate
AA
Mal Isocitrate
TCA .
Fumarate akG u Glu ?_ GIne—{} GIn
NH,
Succinate SucCoA
~— 7

Fig 1. Kinetic model of the central metabolic pathways. The pathways include glycolysis, TCA cycle, pentose phosphate pathway (PPP) and the NAD/
NADH shuttles between cytosol and mitochondria. S1 Table contains the list of the abbreviations.

doi:10.1371/journal.pone.0121561.g001

mechanistic derivation [31] and are listed in the Rate Equations section of the S1 File. The ab-
breviations for all enzymes and metabolites are listed in S1 Table.

Many reactions are catalyzed by isozymes which differ not only in rate constants but also in
the type of the regulatory mechanisms they are subjected to. The allosteric regulations of the
isozymes of PFK, PFKFB and PK are considered in detail based on the Monod-Wyman-Chan-
geaux method [32]. The transcript levels of glycolytic isozymes across different CHO cell lines
from our archived microarray data were surveyed to identify the dominating isoform and to
provide a range of physiological enzyme levels (S1 Fig. and S2 Table). When multiple isozymes
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are expressed in a cell line, the dominant form was used in the model. Specifically, the muscle
isoform of PFK (PFKM) and the M2 isoform of pyruvate kinase (PKM2), both of which show
high sensitivity to activation by F16BP, are considered. In addition, the HK1 isoform of hexoki-
nase and the PFKFB3 isoform of PFKFB which shows the highest kinase/phosphatase (K/P)
ratio were considered due to their abundance in CHO. All the kinetic parameters have been re-
ported previously in literature and are described in detail in the S1 File. The allosteric regula-
tions which are active in CHO cells are shown in Fig. 2A.

The model also incorporates the malate-aspartate shuttle pathway which transfers the re-
ducing potential of cytosolic NADH into mitochondria. The malate-aspartate shuttle pathway
plays an important role in maintaining the balance of NAD/NADH in the cytosolic compart-
ment and is especially critical for the switch of metabolic state. Its incorporation is also critical
because it removes the necessity to estimate the NAD/NADH levels in the two metabolic states.
The transport of pyruvate and other metabolites including citrate and glutamate into mito-
chondria are modeled as simple mass action kinetics driven by concentration gradients. Gluta-
mine supply into the TCA cycle is represented through two reactions catalyzed by the enzymes
glutaminase (GLS) and glutamate dehydrogenase (GDH).

The regulation of glycolysis flux by growth control is modeled as pAKT activation of the
kinase activity of the bifunctional enzyme PFKFB using an empirical formulation depicting
an increasing kinase activity with increasing pAKT in a saturation type of kinetics (Eq. $4 in
S1 File). A similar expression has been used previously to describe the effect of AKT on glycoly-
sis [33, 34].

Simulation

Steady state solution. An algebraic model consisting of steady state mass balance equa-
tions for the intermediates of all the reactions considered was derived from the ODE model.
The algebraic model was used to evaluate all the possible steady states and their corresponding
eigenvalues. The inputs for the model are the concentrations of glucose, lactate and pAKT. The
extracellular glutamine level was fixed at 4 mM. The intracellular concentrations of energy nu-
cleotides (ATP, ADP, AMP, NAD+, NADH) and a number of metabolites (Acetyl-Coenzyme
A, Coenzyme A, 2,3-bisphosphoglycerate, glucose 1,6-bisphosphate) were set to be constant
and are listed in S3 Table. The steady state solutions were obtained using Matlab (Mathworks,
Inc.) with the numerical solver fsolve. For each combination of glucose, lactate and pAKT con-
centrations, positive and real-valued solutions were calculated using initial guesses, which are
pseudorandom values drawn from the standard uniform distribution. Stability analysis was
performed using eigenvalue analysis for each steady state solution obtained.

A system is said to be at steady state if none of the variables defining the system’s state
change in number, amount, or concentration throughout time. A steady state can be classified
as stable or unstable based on the response of the system to an external perturbation. A steady
state is stable if the system returns to the same steady state upon an external perturbation. In
contrast, if the system moves away from its original steady state upon a slight perturbation,
then the steady state is unstable. Mathematically, a steady state is stable if the eigenvalues of the
system’s Jacobian are all negative. A positive eigenvalue for the Jacobian indicates the steady
state to be unstable.

The intracellular metabolite concentrations at steady state were examined to ensure all con-
centrations were within the same order of magnitude as the physiological range. In the model
simulation, the extracellular lactate concentration was kept constant to allow a steady state to
be reached.
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Fig 2. Multiplicity of steady states in glycolytic activity. (A) Isozymes of glycolysis are subject to multiple allosteric regulations (B) Bistability in

glycolysis activity.
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Transient simulation. Transient simulation was performed using the ODE solver odel5
in Matlab. Initial extracellular glucose and lactate concentrations were specified at 35 and 5
mM, respectively. Cell concentration was assumed to be constant at 2 x10” cells/mL through-
out the duration of the simulation. pAKT level was held constant at 0.17 in order to confine the
simulations to the moment when the metabolic fate starts to diverge. The changes in extracellu-
lar glucose, extracellular lactate and glycolysis flux were followed.

Sensitivity analysis. Sensitivity analyses were performed by changing, one at a time, the
concentration of each enzyme in the glycolysis, TCA cycle, PPP and inter-compartmental shut-
tles. Sensitivity of the bistable behavior to the concentration of each individual enzyme was as-
sessed by the range of the enzyme levels in which the bistability exists.

Experimentation. Recombinant Chinese hamster ovary (CHO) cells producing an immu-
noglobulin were grown in shake flasks at 36.5°C and 5% CO, environment. All experiments
utilized a custom production medium and a feed medium developed at Pfizer. The production
medium was a mixture of Dulbecco’s Modified Eagle’s medium (DMEM) and Ham’s F-12
(DMEM:F12), while the feed medium was based on a 3-fold concentrate of the production me-
dium, except that the concentration of glucose in the production medium and feed medium
was 2g/L and 100g/L, respectively. Lactate was not present in the original formulation of pro-
duction or feed medium. Lactate was added to different conditions at the start of the experi-
ments at the levels specified.

In fed-batch experiments, cells were inoculated at 6x10° viable cells/mL. Starting on Day 3,
the cultures were fed with feed medium equivalent to 1.8% of the initial culture volume. pH
was measured daily using a blood gas analyzer and adjusted to 7.2 using 1.0 M sodium carbon-
ate (Na,COs3). Samples were taken daily for measurements of cell density, viability, glucose and
lactate concentrations using a Nova Bioprofile instrument. 500 g/L glucose solution was used
to supplement the cultures with glucose as and when required to maintain the glucose levels
above 1.5g/L. At the start of the experiment, cultures were supplemented with indicated levels
of sodium lactate. Sodium chloride was used as a substitute for sodium lactate to adjust the ini-
tial osmolarity to 300 mOsm/kg across the experimental conditions.

Results
Bistability in Glucose Flux in Energy Metabolism

In our previous study, we have demonstrated that a combination of isozymes confers glycolysis
flux with a multiplicity of steady states [5]. We showed that the presence of multiple steady
states is the result of the regulatory action of two allosteric feedback loops. Survey of transcrip-
tome data of various CHO cell lines revealed that CHO cells typically express the same set of
isozymes that confers glycolysis flux with the hallmarks of bistability (S1 Fig.). The glycolysis
flux behavior of CHO cells was simulated using the metabolic model that incorporates muscle
isozyme of phosphofructokinase (PFKM), M2 isozyme of pyruvate kinase (PKM2) and the
brain isozyme of 6-phosphofructo-2-kinase/2,6-bisphosphatase (PFKFB3), which are the re-
spective dominating isozymes observed in CHO cells. The multiplicity of steady states in gly-
colysis flux was seen in CHO cells (Fig. 2B).

In the glucose concentration range of ~0.5-2.2 mM, three types of steady states in glycoly-
sis flux are seen: two are stable which represent the high and the low flux states, and the middle
ones are unstable. The stability of each steady state was confirmed by eigenvalue analysis.
Outside this region, only one steady state is observed for a given glucose concentration; below
0.5 mM, glycolysis has only the low flux state, whereas above 2.2 mM, only the high flux state
exists. In the high glycolysis flux state, glucose is consumed rapidly and lactate is produced
at a high rate (Fig. 2B). In the low glycolysis flux region, glucose consumption rate is low. The
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behavior of lactate in the low flux region varies somewhat; it is produced at a slow rate in the
bistable region, but is consumed at a low rate as glucose concentration decreases further.

In the bistable region, glycolysis can either operate at a high or a low flux state depending on
the previous state of the system. The middle steady states being unstable cannot be realized ex-
perimentally. When the glucose concentration changes, the glycolysis flux changes along the
stable steady state lines. Starting from a high glucose concentration (thus the high flux state), as
the glucose concentration decreases, the flux remains at the high state until the concentration
decreases to 0.5 mM (“switch-down” concentration, Fig. 2B), where it decreases abruptly to a
low state. Further decrease in the glucose level causes the system to travel further down along
the low flux steady state line. Once the system reaches a low state, it does not switch back to the
high flux state at the “switch-down” concentration with small perturbation (increase) in glu-
cose level. In order to return to the high flux state, the system must now travel along a distinct
trajectory. From a low flux state, glucose concentration must increase above 2.2 mM (“switch-
up” concentration, Fig. 2B), before it abruptly changes to a high flux state. Further increase in
glucose results in the system to travel further up along the high flux steady state line. The sys-
tem is thus marked by well separated high flux and low flux states and very distinct “switch-
up” and “switch-down” glucose concentrations.

Sensitivity analysis on the multiplicity of steady states was performed by varying the level of
each enzyme over the range of two orders of magnitude while holding all the other kinetic pa-
rameter values constant. Exhaustive simulation for evaluation of steady state behavior on all
possible enzyme level combinations is clearly not feasible. The results of the sensitivity analysis
show that multiple steady states can be seen over a wide range of enzyme levels for many en-
zymes except for hexokinase (HK) and pyruvate dehydrogenase (PDHC) (54 Table).

Altogether, these results indicate the potential for two systems to be at the same extracellular
glucose concentration inside the bistable region, while showing different flux behaviors de-
pending on their histories.

Effect of Lactate Concentration on Bistability

Lactate exerts an inhibitory effect on glycolysis flux through its feedback regulation on PFK
(Fig. 2A) [25, 35]. The steady state behavior shown in Fig. 2B was obtained at a constant extra-
cellular lactate concentration of 0.4 mM. In fed-batch cultures, lactate may accumulate to high
levels that greatly exceed the physiological range. We thus examined the effect of a wide range
of lactate concentration on the glycolysis flux. The results are presented in a three-dimensional
plot with the flux plotted against glucose and lactate concentrations (Fig. 3). The resulting plot
shows a high and a low surface representing high and low flux states, respectively. The surfaces
are colored in red, blue and yellow. The top (red) surface represents the plane of high flux
steady states. The bottom (blue) surface represents the plane of low flux steady states and the
yellow region represents the plane of unstable steady states. A slice of the plot at a fixed lactate
concentration of 0.4 mM along the glucose axis yields the curve shown in Fig. 2B. On this con-
stant lactate plane the “switch-up” and “switch-down” points can be seen. With increasing lev-
els of lactate, the “switch-up” glucose concentration shifts to higher glucose levels. At very high
lactate concentrations (> 40 mM), the “switch-up” concentration will move to extremely high
glucose concentrations that are not even seen in culture as they would represent near lethal
high osmolality to cells. Even in this region of very high lactate, switching down from high
state to low state is feasible if glucose concentration falls to very low levels.
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doi:10.1371/journal.pone.0121561.g003

Effect of AKT on Bistability

The AKT signaling pathway regulates the growth and proliferation of mammalian cells, and
stimulates the activity of glycolysis [2, 3]. The AKT signaling cascade induces the transcription
of the glucose transporter GLUT1 and mediates the association of HK1-2 with outer mito-
chondrial membrane (Fig. 4). In addition, the active form pAKT has the capability to
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phosphorylate the bifunctional enzyme PFKFB to enhance its kinase activity [22, 29, 30] result-
ing in an increase of F26BP production and a further increase of the glycolysis flux. Thus, as
the growth rate of the cells slows down, the simultaneous decrease in the pAKT level causes
glycolysis activity to decrease. This was observed in the late stages of fed-batch cultures [10].
Among these three targets regulated by pAKT, PFKFB3 is stimulated at its activity level where-
as the other two (GLUT1 and HK1) are regulated at the transcriptional or localization level.
For stability and steady state behavior, our focus is on the system in which enzyme levels are
kept constant and uniformly distributed inside the cells. Our investigation on the effect of
growth on glycolysis flux is thus focused on the regulation of pAKT on PFKFB3.

Four discrete values of pAKT levels were examined and the steady-state behavior of glycoly-
sis flux at various glucose and lactate concentrations are shown in Fig. 5A-5D. At a high pAKT
level (pAKT = 1, Fig. 5A), a shift from the high flux plane to the low flux plane occurs only at
very low glucose concentration (~ 1 mM) for the entire lactate concentration range examined.
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However, with lower pAKT levels, a section of the top plane recedes towards higher glucose
concentration such that a metabolic shift from the high flux plane to the low flux plane is possi-
ble at higher glucose concentrations (Fig. 5B-5D). The section of the top plane that regresses is
confined to a small range of lactate concentration ( ~ 15-40 mM).

Trajectory of the Metabolic Shift

In a fed-batch culture, glucose is added intermittently to sustain its concentration within a
given range. Lactate is produced at a high specific rate in the growth phase, but its production
rate is subject to variation when the growth rate decreases in the late stage of fed-batch cell cul-
tivation. In some cases, the culture continues to consume glucose and produce lactate at high
rates during the period when cell growth has ceased; while in other cases glucose consumption
rate on a per cell basis becomes small and lactate production diminishes, or lactate is even con-
sumed [14]. The phenomenon thus suggests that the two types of cultures differ in their trajec-
tories while progressing on the high flux plane.

PLOS ONE | DOI:10.1371/journal.pone.0121561 March 25, 2015 11/20



@’PLOS | ONE

Mechanistic Model for Metabolic Shift to Lactate Consumption

We performed a set of transient simulations to demonstrate different scenarios where cul-
tures may have different metabolic fates (Fig. 6). Cells are initially at a position on the high flux
plane of high pAKT (in growth stage) and move along a path with decreasing glucose concen-
tration (due to glucose consumption) and increasing lactate concentration (due to lactate pro-
duction). As the growth rate decreases, the culture progression is depicted by a line (line AB,
Fig. 6) in a surface plot corresponding to pAKT activation of 0.17 (corresponding to later stages
of the cell culture, which resembles Fig. 5C). In the first case, the path encounters the receded
section of the high flux plane leading to a switch down from the high flux plane to the low flux
plane (line BC, Fig. 6). In the other case, while moving along the path (line AB, Fig. 6) glucose
concentration is increased due to glucose feeding in fed-batch culture (line BF, Fig. 6). The
feeding causes the path to shift and eventually leads to a trajectory that does not encounter the
receded plane thus confining the cells to the high flux plane. In the first case, upon switching to
a low flux state, an addition of the same amount of glucose to the culture (line CD, Fig. 6) will
not cause the culture to switch back to a high flux state. Such a difference in the timing of glu-
cose feeding is not uncommon in industrial manufacturing, as observed in the archived
manufacturing data [14, 15] and in laboratory practices. Even cultures under the same condi-
tions are not exact replicas. Feeding of nutrient and glucose to a fed-batch culture typically is
either prescribed as fixed time point or responding to a range of the controlled variables. A
small difference in the timing of glucose feeding may cause cultures with very similar metabolic
behavior to diverge to different outcomes.

The Effect of Initial Lactate Level on Metabolic Trajectory of CHO Cells
in Culture

A recombinant CHO cell line was grown in four fed-batch cultures with initial sodium lactate
concentrations of 0, 10, 25 and 40 mM. Osmolarity at inoculation was adjusted to 300 mOsm/
kg in all four conditions using appropriate amounts of sodium chloride. The concentration
profiles of lactate and growth curves are shown along with the specific lactate production rates
(S2 Fig.). Under all four different lactate concentrations, cells were in a high flux state during
the growth phase. A shift in the metabolism was observed in the late stage (stationary phase) of
cultures with 0 mM and 10 mM initial lactate supplementation. In contrast, the cultures ini-
tially at higher lactate levels (25 mM and 40 mM) remained at high flux state even in the late
stages with continued lactate production (S2A and S2C Fig.).

Lactate concentration also exerted a significant effect on growth rate, thus the difference in
the metabolism of the four cultures may not be directly related to lactate concentration. Never-
theless, the results are consistent with the model prediction shown in Fig. 5 that a switch from
the high flux state to the low flux state, while glucose level is moderately high, occurs only with-
in a certain range of extracellular lactate concentrations. At higher levels of lactate than the
“switch-permissible” range, as in cases of 25 and 40 mM, cells cannot switch to a low flux state.

The effect of lactate concentration on the metabolic behavior of the culture is also evident
from the data reported previously [14]. Glucose and lactate profiles of runs in the top 20%
(blue) and bottom 20% (red) with respect to product titer are plotted during the time period of
transitioning from high flux to low flux state (S3 Fig.). Data from the same run are connected
by lines. All runs traverse from the right hand side of the figure (where glucose is high) towards
the left hand side (where glucose is low). The runs in blue had lower lactate concentration in
the early (transient) phase and shifted to low flux state in the later stage as indicated by the neg-
ative specific lactate production rates. In contrast, those colored in red had higher lactate con-
centration in the early phase and yet continued in their trajectories on high flux state as shown
by the high specific lactate production rate and accumulate lactate to very high levels.
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Fig 6. Transient simulations of cultures with and without metabolic shift. Att =0, cells are stationed at a state of high growth rate (high pAKT level) with
a high flux state, high glucose and low lactate concentrations (graph on the left hand side of the figure). (A-B) As the culture progresses, growth rate and AKT
activity decreases (pAKT levels decrease from 1.00 to 0.17), glucose is consumed and lactate accumulates in the culture such that the trajectory follows the
curve A-Bin the top plane. (B-C) After a certain time, the culture encounters a section of the top plane that regresses (seen in slow growth phase). The cells
have sufficient time to enter the regressed region and shift their metabolism from the high flux state to the low flux state. (C-D-E) Glucose is added to the
culture after the cells switch to low flux state. After glucose addition, cells remain at the low flux state and consume lactate. (B-F) Glucose is added before
cells encounter the regressed plane. (F-G) No metabolic shift observed. Shown on the right side of the figure are the two graphs, each depicting the
metabolic profiles of the above mentioned two cultures as a function of time. Simulation shows that with early glucose feed the cells are able to avoid the
regressed region of the top plane and continue their trajectory along the top plane, consuming large amounts of glucose and diverting most of it towards

lactate production.

doi:10.1371/journal.pone.0121561.9g006
The Effect of History on Metabolic Shift of CHO cells in Culture

Cells were next cultivated in two fed-batch conditions (Fig. 7; replicates are reported in S4 and
S5 Figs.). Each condition was supplemented with 30 mM of sodium lactate as described in the
previous section. The two conditions were treated identically until late exponential growth
stage. One culture received glucose feed to maintain glucose at a higher concentration (Fig. 7A,
open diamonds); glucose in the other culture was allowed to decrease to a low level and main-
tained at low levels for a period of time by intermittent glucose spiking (Fig. 7A, open squares).
In the first culture, glucose continued to be consumed at a high rate and lactate continued to
accumulate even after viable cell concentration decreased. The results for the first culture are
the same as those shown in S2 Fig., where at high levels of lactate, a switch to a low glycolytic
flux (or alternatively lactate consumption state) at moderately high level of glucose is not possi-
ble. This is in contrast to the results of the second culture. By allowing glucose concentration to
decrease to a low level, metabolism switched to a low flux state as predicted in Figs. 5 and 6.
Upon switching to a low flux state, which in this scenario is characterized by a switch to lactate
consumption, the glucose level in the second culture was increased to high levels again at 230h.
In this case glucose consumption continued to be low, a clear indication that once a low flux
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Fig 7. Memory of metabolic state. Two fed-batch cultures of a recombinant CHO cell line were run with different feeding strategies. (¢): Glucose was
maintained at high levels throughout the culture and the culture continued to produce lactate. (o): Glucose was maintained at a low concentration for a period
of time by intermittent glucose feeding. The cells shifted their metabolism to lactate consumption. Lactate continued to be consumed even after glucose was
restored to a high concentration. (A) Glucose (B) Lactate (C) Viable Cell Density (D) Osmolarity.

doi:10.1371/journal.pone.0121561.9g007

state is achieved cell metabolism can be maintained at a low flux state even with an increase in
glucose concentration, unless the glucose concentration is increased to a level beyond the
switch-up concentration.

Discussion

Using a mechanistic model we have shown previously that with the combination of isozymes
typically seen in proliferating cells, the glycolysis flux exhibits classical steady state multiplicity
[5]. In the bistable region, both high flux and low flux states can exist; at the edges of bistable
region, the metabolism may shift-up or shift-down to a different flux state when glucose con-
centration is changed from the bistable region into regions in which only one steady state is
possible. The glucose concentration for shift-down from a high flux state to a low flux state is
notably low and outside the physiological range. The model prediction of low shift-down glu-
cose concentration is consistent with reported fed-batch culture studies [8, 9, 36, 37]. In those
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studies, the glucose concentration was controlled at a very low level in order for the switch to
occur, akin to the results of the model prediction.

In many fed-batch cultures, cell metabolism switches from a high flux and lactate produc-
tion state during the exponential growth to a low flux and low lactate production or lactate
consumption state when the growth rate diminishes [10-13]. A prominent difference between
the metabolic switch in the late stage of fed-batch culture and the earlier reports of metabolic
shift through controlled glucose feeding is the glucose level at the point of metabolic switch.
While in the early studies it was necessary to control glucose at very low levels, in later stage
fed-batch cultures the glucose concentration can be high at the time of switching.

In recent times much progress has been made in advancing our understanding of the inter-
play between energy metabolism and growth control, and the oncological transformation. Of
particular relevance to cell culture bioprocessing is the influence of lactate levels and growth
control on glycolysis [3, 11]. To this end, we incorporated the inhibitory effects of lactate and
regulatory role of growth (through AKT signaling) in our mechanistic model of
energy metabolism.

Model simulation demonstrated that increasing lactate concentration (in 0-20mM range,
Fig. 5) increases the “switch-down” glucose concentration, allowing the switch from high flux
to low flux state at a higher level of glucose typically seen in the late stages of culture. However,
at alow AKT activation level, the effect of lactate is not monotonic (Fig. 5). At low levels of lac-
tate an increase of its concentration increases the “switch-down” glucose concentration (0-
25mM Lag, Fig. 5C), but beyond a certain point the trend is reversed; further increase of its
concentration actually decreases the “switch-down” glucose concentration (beyond 25mM Lac,
Fig. 5C). There is thus a window of lactate concentration within which the “switch-down” glu-
cose concentration is highest; at lactate concentrations higher or lower than that, the “switch-
down” glucose concentration decreases again.

As discussed previously, the bistable behavior in the glycolysis arises from the feedback acti-
vation due to two regulatory loops [5]. Loop 1 consists of feedback activation of PFKM by
F16BP while loop 2 consists of feed-forward activation of PKM2 by F16BP, activation of
PFKM by F26BP and feedback inhibition of PFKFB3 by PEP. The non-monotonic response to
lactate concentration is caused by the opposing effects of lactate inhibition on loop 1 and the
flux enhancing effect of F26BP and F16BP on both loop 1 and loop 2. This can be seen by plot-
ting the intracellular concentrations of lactate, F16BP and F26BP (S6 Fig.). The three regions
corresponding to high flux, low flux and unstable steady states are colored in red, blue and yel-
low, respectively. The intracellular lactate concentration increases gradually with increasing ex-
ternal lactate concentration which results in increased inhibition of PFK. However, F16BP
concentration remains relatively constant over a range of lactate concentrations on the right
segment of the high flux plane but then increases sharply as the “switch-down” glucose concen-
tration decreases with increasing lactate concentration. The same trend is seen with F26BP, in-
dicating that the activation effects of F26BP and F16BP begin to overtake the inhibitory effect
of lactate at high lactate concentrations. Such changes in the resultant intracellular metabolite
concentrations with changing extracellular lactate (and glucose) affect the activity of the two
loops (loop 1 and loop 2) either positively or negatively. This can result in one loop being ac-
tive, both loops being active, or neither of the two loops being active. The region where the
high flux state recedes is characterized by the lactate and the glucose concentration ranges (and
the resultant intermediate concentrations) which prevent either of the two regulatory loops to
be active. Hence, no multiplicity of the states is possible in this range of glucose and lactate, re-
sulting in the possibility of only one state i.e. the low flux state. This allows for a switch in the
metabolic state from high flux to the low flux state when the cell’s metabolic trajectory encoun-
ters this region.
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Such multiple steady states in the glycolysis pathway as reported here have not been studied
in detail, except for the oscillatory behavior in yeast cells, pancreatic beta glycolysis and few
other tissues [38-45]. The dynamics in glycolysis activity is affected by the isozyme composi-
tion and their relative expression levels in the cell [5, 43]. Different cell lines express glycolysis
enzymes at somewhat different levels that might affect their metabolic behavior. This may be
part of the reason that the propensity to switch to a low flux or lactate consumption state differs
among different cell lines. But even for the same cell line, under presumably “identical” culture
conditions, the switch from a high flux state to a low flux state is not robust as shown in the
compiled historical data [14, 15]. We demonstrated that one possible explanation for this is the
subtle difference in the glucose addition time. The complex topology of flux response to glucose
and lactate concentration makes the precise control of shift down to low flux
state unpredictable.

Various studies have been undertaken to explore the means of facilitating metabolic shift to
a low flux state and lactate consumption metabolic state. In this study, we demonstrated that
one can direct cell metabolism to a low flux state through control of glucose level at lower con-
centration range (Fig. 6). Upon successful metabolic shift, even if the glucose level is reset to a
higher level, the flux will remain at a low flux state. The experimental data presented in this
study provide further evidence to support our model prediction. Others have reported that the
switch in the metabolism only happens in cell lines which maintain higher oxidative capacity
in the late stages of the cultures [46]. Transcriptome data of recombinant mouse myeloma indi-
cate that the oxidative phosphorylation genes are up-regulated at transcript level under lactate
consumption conditions [10]. Supplementation of copper has been reported to enhance the
lactate consumption phenotype in late stages of fed-batch cultures [47, 48]. Through transcrip-
tome analysis on copper-supplemented culture, the early growth response protein 1 (EGR1), a
gene also related to negative regulation of AKT through PTEN, was shown to be up-regulated
in high copper condition [49]. Alternatively, in a separate study, the expression of anti-apopto-
tic genes E1B-19K and Aven was shown to favor lactate consumption [50].

Recently, there has been increasing interest in employing continuous culture or continuous
culture with cell recycle (perfusion culture) for cell cultivation. The rationale is that continuous
processes minimize equipment down time and increase overall productivity. Since multiplicity
of metabolic state occurs under some conditions, it is likely that those distinctive metabolic
states will also lead to different steady states of the culture: at a high flux state, the vast majority
of glucose is converted to lactate resulting in a low viable cell concentration at the steady state
reached; conversely at a low flux state, little glucose is diverted to lactate, and a high cell con-
centration is achieved. Published experimental results of continuous culture did suggest that
difference in metabolism gave rise to different cell concentrations [51-53].

The mechanistic metabolic model presented above has provided insights into the possible
cause of the somewhat erratic behavior of metabolic shift to a low flux and lactate consumption
state often seen in cell culture bioprocessing. The experimental evidence supports the notion
that the steady state multiplicity is at play, and may possibly be the root cause of this behavior.
With a better understanding of the mechanistic cause for the metabolic shift in culture, one
can begin to explore the feasibility of controlling the metabolism in a robust manner and ensur-
ing metabolic shift through external medium components such as enzyme inhibitors or
through cell engineering methods.

Supporting Information

S1 Fig. Expression levels of glycolytic isozymes across different types of CHO cells. Tran-
script levels of isozymes of (A) PFKFB, (B) HK, (C) PFK and (D) PK were analyzed using CHO

PLOS ONE | DOI:10.1371/journal.pone.0121561 March 25, 2015 16/20


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121561.s001

@’PLOS | ONE

Mechanistic Model for Metabolic Shift to Lactate Consumption

microarrays. CHO cell lines and the culture conditions used for the transcript analysis are listed
in S2 Table.
(TIF)

S2 Fig. Effect of initial lactate concentration on the metabolic trajectory of cells in fed-
batch culture. Four fed-batch cultures of a recombinant CHO cell line were inoculated with
different concentrations of initial lactate including 0OmM (¢), 10mM (0), 25mM (A) and
45mM (x). The metabolic fate of a culture depends on the initial lactate concentration. The cul-
tures that were exposed to higher lactate concentrations had higher specific lactate production
rates in the later stages of the cultures. Specific lactate production rates for growth phase were
calculated using data between 41-88h whereas those for stationary phase were calculated using
data between 160-183h. (A) Lactate (B) Viable Cell Density (C) Specific Lactate Production
Rate.

(TIF)

S3 Fig. Trajectories of manufacturing runs. Time series data of a number of manufacturing
runs of the same process with harvest titers in the top 20% (blue) and bottom 20% (red) are
plotted. Data points from the same bioreactor run are connected by lines. All cultures proceed
from the right hand side of the figure, where glucose is high, towards the left hand side where
glucose is low. Cultures with low lactate concentration in the early stage exhibit metabolic shift
to lactate consumption in their later stage, while those that continue to produce lactate at high
rate in the late stage are those with higher lactate levels in the early stages of the culture.

(TIF)

S4 Fig. Growth and metabolic kinetics of replicate culture for Fig. 7. The seed culture was
same as that used for Fig. 7. The production medium and the feed medium used were the
same. The feeding scheme used was same as that used for the corresponding conditions in

Fig. 7. (0): Glucose was maintained at high levels throughout the culture and the culture con-
tinued to produce lactate. (0): Glucose was maintained at a low concentration for a period of
time by intermittent glucose feeding. Metabolic shift to lactate consumption was seen in the
low glucose culture and continued after reverting to high glucose level. (A) Glucose (B) Lactate
(C) Viable Cell Density (D) Osmolarity.

(TTF)

S5 Fig. Growth and metabolic kinetics of replicate culture for Fig. 7. The seed cultures used
were prepared using cells from a different frozen vial of the same cell bank at a different point
in time, as compared to that used in Fig. 7. The production and feed medium used were same
but were from a different lot. The feeding scheme was the same except minor differences in the
feeding time of glucose because of the small differences in the glucose consumption rate, as
compared to the experiments shown in Fig. 7. (¢): Glucose was maintained at high levels
throughout the culture and the culture continued to produce lactate. (0): Glucose was main-
tained at low concentrations for a period of time by intermittent glucose feeding. Metabolic
shift to lactate consumption was seen in the low glucose culture and continued after reverting
to high glucose levels. (A) Glucose (B) Lactate (C) Viable Cell Density (D) Osmolarity.

(TTF)

S6 Fig. Concentration profile of (A) F16BP (B) Intracellular lactate (C) F26BP. Intracellular
lactate concentration increases monotonically with increasing extracellular lactate. F16BP and
F26BP concentrations are relatively constant at lower extracellular lactate concentrations, but
increase sharply at higher extracellular lactate levels. pAKT activity was set constant at 0.25.
(TTF)
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