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Abstract: The Gram-negative bacterium E. coli is the host of choice for a multitude of used
recombinant proteins. Generally, cultivation is easy, media are cheap, and a high product titer
can be obtained. However, harsh induction procedures using isopropyl β-D-1 thiogalactopyranoside
as inducer are often referred to cause stress reactions, leading to a phenomenon known as “metabolic”
or “product burden”. These high expressions of recombinant proteins mainly result in decreased
growth rates and cell lysis at elevated induction times. Therefore, approaches tend to use “soft”
or “tunable” induction with lactose and reduce the stress level of the production host. The usage
of glucose as energy source in combination with lactose as induction reagent causes catabolite
repression effects on lactose uptake kinetics and as a consequence reduced product titer. Glycerol—as
an alternative carbon source—is already known to have positive impact on product formation when
coupled with glucose and lactose in auto-induction systems, and has been referred to show no signs
of repression when cultivated with lactose concomitantly. In recent research activities, the impact
of different products on the lactose uptake using glucose as carbon source was highlighted, and
a mechanistic model for glucose-lactose induction systems showed correlations between specific
substrate uptake rate for glucose or glycerol (qs,C) and the maximum specific lactose uptake rate
(qs,lac,max). In this study, we investigated the mechanistic of glycerol uptake when using the inducer
lactose. We were able to show that a product-producing strain has significantly higher inducer
uptake rates when being compared to a non-producer strain. Additionally, it was shown that glycerol
has beneficial effects on viability of cells and on productivity of the recombinant protein compared
to glucose.
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1. Introduction

The Gram-negative bacterium E. coli is the expression host of choice for the production of 30%
to 40% of recombinant drugs in industry [1,2]. As E. coli shows very fast replication rates [3,4] on
comparatively cheap media [5], the benefits often outweigh the numerous purification steps [1,6]
and the missing glycosylation pattern [1,7,8]. Recombinant protein production in E. coli gained more
interest again as the demand in single-chain antibody fragments increased, which can be properly
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expressed in E. coli [1,8]. The strain BL21(DE3), created by F. Studier and B. Moffatt back in 1986 [9],
is often used in an industrial scale because of very low acetate formation, high replication rates as
an effect of the integrated T7-polymerase [9–14], as well as the possibility of protein secretion into
the fermentation broth due to a type 2 secretion protein [15–17]. As the lac operon is still one of the
most favored promotors in pET-expression systems [3,12,18], it is generally used for insertion of the
gene of interest. The repressor protein can only be blocked by allolactose or a structural analogue [19],
e.g., the well-known inducer isopropyl β-D-1 thiogalactopyranoside (IPTG) [3,13]. However, induction
with IPTG stresses the cells, as IPTG in higher concentrations is referred to be toxic at elevated
induction times [13,18,20]. As tunable protein production is commonly applied in industry nowadays,
mixed-feed systems using either IPTG [21] or lactose [13,22,23] as inducer did result in higher product
yields when compared to other inducer supplies [24]. Soft induction performed with lactose shows
promising results [13,23,25]. As lactose can be metabolized in E. coli, it does not stress the cells as much
as IPTG [26]. For the production of soluble proteins, induction with lactose usually is preferred [3],
but it has also been shown that lactose shows promising results for Inclusion Bodies (IBs) and products
located in the periplasm [3,27].

IBs have originally been believed to be waste products by bacteria [28], until it was realized that
IBs tend to form as a stress reaction by the cells resulting in a biologically inactive protein [29–31].
Stress reactions of the cells can be caused by high temperatures, pH-shifts, or due to high feeding rates.
Higher feeding rates result in higher yields of product [1], which of course is advantageous when
combined with the possibility of expressing toxic proteins [6]. Still, the downstream process (DSP),
and especially the refolding unit operation, is the time-consuming step in gaining the correctly folded
product from E. coli cultivations [28–31], which requires significantly more technology and time in
purifying IBs [29,32,33]. Though IBs can be produced in such excess, the amount of generated product
often outweighs the DSP efforts and makes the time-space yield more preferable for IBs [1,6,7,28].

One of the most favoured carbon sources in E. coli cultivations has always been glucose, as glucose
has a very high affinity to the phosphotransferase system [34,35]. Glucose provides a lot of energy
for the cells, as it is directly induced into glycolysis as glucose 6-phosphate and consumed through
the tricarboxylic acid cycle (TCA) [35,36]. Usage of such, in combination with lactose, may result in
diauxic growth and catabolite repression, which are caused by the regulatory network that is induced
by glucose [37–39]. Catabolite repression results in decreased lactose uptake rates when glucose is
present in excess [27,39,40]. Glycerol, first noticed in biotechnology as a by-product in the biodiesel
production [41], has shown quite promising results in terms of biomass/substrate yield in E. coli
cultivations [22,25]. To our knowledge, up to this point, no catabolic repression has been reported
when glycerol was used as main carbon source (C-source) in combination with lactose [42]. In addition,
mixtures of glucose, glycerol, and lactose have shown promising results for diverse products gained
via autoinduction systems [20,25]. Recent studies [3,40] showed that the dependence of the inducer
lactose influences the maximum IB production even on a quite low level of the specific glucose uptake
rate. Low feeding rates of glucose would therefore result in the maximum inducer uptake rate,
as cyclic adenosine monophosphate (cAMP) levels increase at higher glucose addition and therefore
decrease the affinity for the RNA polymerase, decreasing the expression of the genes coding for the
lac operon [35]. It is believed that cultivations with glycerol are able to overcome the problem of
carbon catabolite repression and pave the way for usage of much higher specific C-source uptake rates,
in order to increase time-space yields.

In this study, we performed cultivations with a BL21(DE3) strain, producing a recombinant
protein coupled to a N-pro-fusion protein [43], expressed as IB with the goal to yield in maximum
recombinant protein production. It is believed that glycerol causes positive results for the mixed-feed
optimization when using lactose as an inducer, as glycerol—introduced into glycolysis but also
into gluconeogenesis—yields a high amount of energy supplied to the cultivation system [42,44,45].
Couple that with increased cAMP levels throughout the whole cultivation, [35] glycerol is believed to
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be beneficial over a glucose cultivation system. It is shown that the recombinant protein production is
increased compared to glucose, as a result of more available energy.

2. Materials and Methods

2.1. Bioreactor Cultivations

All cultivations were carried out with the strain E. coli BL21(DE3) consisting of the pET-30a
plasmid system. The eukaryotic target protein was linked to a N-pro fusion taq (size of 28.8 kDA for
the fusion protein) [43]. As the given protein is currently under patenting procedure at the industrial
partner no detailed information can be given on the used protein.

All bioreactor and preculture cultivations were carried out using a defined minimal medium
referred to DeLisa et al. (2015) [5]. Batch media and the preculture media had the same composition
with different amounts of sugars respectively. The sugar concentrations for the phases are presented in
Table 1:

Table 1. Respective sugar concentrations in media composition.

Amount of Glucose Amount of Glycerol

Preculture 8.8 g/L 8.9 g/L
Batch-Media 22 g/L 23 g/L

Feed either 250 g/L or 300 g/L

As pET-30a has a Kanamycin resistance gene, antibiotic was added throughout all fermentations,
resulting in a final concentration of 0.02 g/L. All precultures were performed using 500 mL high yield
flasks (containing the sugar concentrations given in Table 1). They were inoculated with 1.5 mL of
bacteria solution stored in cryos at −80 ◦C and subsequently cultivated for 20 h at 230 rpm in an Infors
HR Multitron shaker (Infors, Bottmingen, Switzerland) at 37 ◦C.

All cultivations were either performed in a DASGIP Mini bioreactor-4-parallel fermenter system
(max. working volume: 2.5 L; Eppendorf, Hamburg, Germany) or in a DASbox Mini Bioreactor
4-parallel fermenter system (max. working V.: 250 mL; Eppendorf, Hamburg, Germany). For measuring
the CO2 and O2 flows, a DASGIP-GA gas analyser was used (Eppendorf, Hamburg, Germany).
The cultivations were controlled using the provided DAS-GIP-control system, DASware-control,
which logged the process parameters. During cultivation, pH was kept constant at 7.2 and controlled
with base only (12.5% NH4OH), while acid (10% H3PO4) was added manually, if necessary. The pH was
monitored using a pH-sensor EasyFerm Plus (Hamilton, Reno, NV, USA). Base addition was monitored
observing the flowrates of a DASbox MP8 Multipumpmodul. The reactors were continuously stirred
at 1400 rpm.

Aeration was absolved using mixture of pressurized air and pure oxygen at 2 vvm, mixing the
ratios of the airflow, so that the dissolved oxygen (dO2) was always higher than 40%. The dissolved
oxygen was monitored using a fluorescence dissolved oxygen electrode Visiferm DO 120 (Hamilton,
Reno, NV, USA).

2.2. Cultivation Scheme and qs Screening Procedure

The batch media in the DASGIP reactors always contained 1 L DeLisa medium, while the DASbox
Mini bioreactors contained a volume of 100 mL.

Only static qs-controls were performed for these experiments, as the qs,C was not altered during
induction phase [3,27]. The procedure was always as follows: Preculture, Batch, non-induced fed-batch,
and induced fed batch with an adapted qs,C.

Inoculation was always done with one tenth of the batch media volume, resulting in 100 mL
of preculture. Preculture showed an OD600 of approximately 7 after cultivation (described above).
The batch process, performed at 37 ◦C, took around 6–7 h, depending on the C-source used, and was
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finished, visible by a drop in the CO2 signal. The 22 g/L of either glucose or glycerol usually resulted
in a biomass of 9–10 g/L. After the batch was finished, a non-induced fed-batch was started overnight,
at 35 ◦C and adapting the qs,C value to gain a biomass of approximately 30 g/L. After the non-induced
fed-batch, the volume was always decreased to 1 L, in order to keep induction conditions the same.
Afterwards, qs,C was adapted to a certain point of interest, and temperature was decreased to 30 ◦C
and stabilized for 30 min before the inducer was added. Induction was always performed with a
lactose pulse of 100 mL of a 300 g/L sterile lactose solution—resulting in a lactose concentration in the
fermentation broth of approximately 30 g/L. Induction period always lasted 7 h. The qs control used
here was performed using Equation (1) according to an exponential feed forward approach to keep qs

constant [3,27,40,46]:

F(t) =
qs, C × X(t)× ρf

cf
(1)

with F being the feed rate [g/h], qs,C the specific glucose or glycerol uptake rate [g/g/h], X(t) the
absolute biomass [g], ρf the feed density [g/L], and cf the feed concentration [g/L], respectively.

2.3. Process Analytics

Samples are always taken after inoculation, upon end of the batch-phase and after the non-induced
fed-batch was finished. During the induction period, samples were either taken in 20 or 30 min intervals.
Generally, biomass was measured using OD600 and dry cell weight (DCW), while flow cytometry
analysis (FCM) was used for determination of cell-death, especially in the induction phase. Optical
density (OD600) was measured using a Genesys 20 photometer (Thermo Scientific, Waltham, MA,
USA). Since the linear range of the used photometer is between 0.2 and 0.8 [AU], samples were diluted
with dH2O to stay within that range. The dry cell weight was determined by vortexing the sample,
pipetting 1 mL of sample solution in a pre-tared 2 mL Eppendorf-Safe-Lock Tube (Eppendorf, Hamburg,
Germany), and centrifuged for 10 min at 11,000 rpm at 4 ◦C. After centrifugation, the supernatant was
used immediately for at-line high-pressure liquid chromatography (HPLC) measurement (see beneath),
while the pellet was re-suspended with 1 mL of 0.9% NaCl solution and centrifuged at the same
conditions. Afterwards, the pellet was dried for at least 72 h at 105 ◦C. Samples for FCM were
diluted 1:100 with 0.9% NaCl solution, stored at 4 ◦C, and measured after the process was finished.
The measurement was performed using the software Cube 8 (Sysmex, Partec, Görlitz, Germany)
according to Langemann et al. [47] using DiBAC4(3) (bis-(1,3-dibutylbarbituricacid) trimethineoxonol)
and Rh414 dye. Rh414 binds to the plasma membrane and visualizes all cells, while DiBAC is sensitive
to plasma membrane potential, and therefore distinction between viable and non-viable cells can
be achieved.

Product samples were taken for [P]-strain, after 2, 5 and 7 h of induction phase. They were always
treated as follows: 5 mL pipetted in a 50 mL Falcon tube, centrifuged for 10 min at 4800 rpm at 4 ◦C.
The supernatant was discarded while the pellet was frozen at −20 ◦C. Samples for homogenisation
were disrupted as follows: The pellets were re-suspended in a Lysis buffer (0.1 M TRIS, 10 mM EDTA,
pH = 7.4) according to its dry cell weight (Equation (2)):

Volume Lysis Puffer = DCW × 5
4

(2)

After suspending the cells, they were treated with an EmusiflexC3 Homogenizer (Avestin, Ottowa,
ON, USA) at 1500 bar. The duration of homogenisation was always calculated to achieve ten passages
through the homogenizer. After washing the pellets twice with dH2O, the samples were measured
using a HPLC method. The N-pro-fusion protein IB was measured via RP-HPLC (Thermo Scientific,
Waltham, MA, USA) using a Nucleosil-column after solving in 7.5 M Guanidine Hydrochloride based
buffer. The eluent was a gradient mixture of water with 0.1% TFA (tri-fluoric-acid) and Acetonitrile
mixed with 0.1% TFA with a flow of 3 mL/min. Standard concentrations were 50, 140, 225, 320 and
500 mg/mL of an industrial supplied reference.
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Sugar and glycerol concentrations were measured via HPLC-method (Thermo Scientific, Waltham,
MA, USA) using a Supelcogel-column; Eluent: 0.1% H3PO4; Flow: 0.5 mL/min. Using this method,
glucose or glycerol accumulation as well as the lactose decrease and the galactose accumulation could
be detected. Standards had a concentration of 0.5, 1, 5, 10 and 20 g/L of every sugar used throughout
all fermentations. The HPLC run lasted always for 25 min and chromatograms were analyzed using a
Chromeleon Software (Dionex, Sunnyvale, CA, USA).

3. Results and Discussion

3.1. Mechanistic Correlations of Glycerol onto Specific Lactose Uptake Rate

The basic feeding rate for the induction phase for production of the recombined protein
is a constant qs,C—given by a fed-batch carried out on glucose or glycerol depending on the
experiment—and by a pulse of 10 vol % high concentrated lactose feed.

In order to get comparable datasets for all experiments, a mechanistic model approach is
performed. As shown in previous studies, the maximum possible specific lactose uptake rates
depend on the specific glucose uptake rates which can be described by a mechanistic equation
(see Equation (3)) [3,40]. The maximum qs,lac rates depend Monod-like on qs,glu until a certain
maximum is reached at a respectively low feeding rate of glucose, before qs,lac decreases at high qs,glu
which performs analogue to substrate inhibition [3]. Values for y = 0 correspond to the uptake rates on
sole glucose/glycerol, respectively.

qs,lac = qs,lac,max × max

((
1 −

qs,glu

qs,glu,crit

)n

, 0

)
×
(

qs,glu

qs,glu + KA
+

qs,lac,noglu

qs,lac, max

)
(3)

with qs,lac being the specific lactose uptake rate [g/g/h], qs,lac,max the maximum specific lactose uptake
rate [g/g/h], qs,glu the specific glucose uptake rate [g/g/h], qs,glu,crit the critical specific glucose uptake
rate up to which lactose is consumed [g/g/h], qs,lac,noglu the specific lactose uptake rate at qs,glu = 0
[g/g/h], and KA the affinity constant for the specific lactose uptake rate [g/g/h]. n describes the type
of inhibition (non-competitive, uncompetitive, competitive).

As the model has already been established for four different products in glucose-lactose
systems [40], it had to be shown if the same function fits for the given product. We fitted the model
parameters as described in Wurm et al., where also a detailed description of the model derivation can
be found [3]. As shown in Figure 1 and Table 2, parameters can be found to describe the experimental
data for glucose and glycerol as C-source. In absence of glucose, lactose cannot be taken up, since there
is not enough adenosine triphosphate (ATP) produced. Once a certain threshold of glucose is passed,
enough ATP is created to metabolize the inducer [3,40]. The trend seen in the cultivations performed
on glucose are explained by the well-known phenomenon of catabolite repression (CCR) [37,39], as the
lactose uptake rates decrease significantly with increasing the feeding rate. As E. coli BL21(DE3) is not
able to metabolize galactose due to absence of a (gal) gene, which can be referred to a deletion of the
genes gal M, K, T, E [48,49], galactose should accumulate in the fermentation broth [37,50]. Hence,
the galactose accumulation rate in the fermentation broth could generally be correlated to the lactose
depletion rate during the cultivation (not shown).

However, the curves for glucose and glycerol are almost identical. Generally, a higher affinity for
glucose is reported in literature [35], resulting in a higher µ for those cultivations, as glycerol has less
affinity to the phosphotransferase system (PTS) [37]. This trend is in accordance with our data given in
the value qs,C,crit in Table 2. Furthermore, biomass to substrate yields (YX/S) for glucose decrease in the
induction phase from about 0.5 in the batch phase to about 0.336 ± 0.05 after the one-point lactose
addition. By contrast, YX/S of glycerol are generally about 0.44 ± 0.1 during the induction phase [51].
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Figure 1. Extracted datapoints for qs values including standard deviations for cultivations with 
glucose and glycerol in the production strain (glycerol product, glucose product). Solid lines represent 
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Glycerol 0.23 0.053 0.74 0.74 0.051 2.6 

This does not explain the very similar lactose uptake values at high qs,C, since it is believed that 
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cycle may also be likely. Overload of the TCA cycle has already been described by Heyland et al. 
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has also been referred that the cells try to gain energy in alternative ways such as using acetate as a 
terminal electron acceptor, or the usage of oxidative phosphorylation [55,56]. However, as E. coli 
BL21(DE3) produces relatively low levels of acetate in general, the acetate formation is always beneath 
the threshold of the HPLC and may therefore not the predominant electron acceptor in this strain. 

To test the observed effects, we tried a process technological method approach, rather than 
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Figure 1. Extracted datapoints for qs values including standard deviations for cultivations with glucose
and glycerol in the production strain (glycerol product, glucose product). Solid lines represent the
model based approach for inducer uptake rates vs. feeding rates models of glucose and glycerol.

Table 2. Model parameters and normalized-root-mean-square-error (NRMSE) for the different analysed
cultivation with produced product (P).

Cultivation System qs,lac,max KA qs,C,crit n qs,lac,noglu NRMSE

[g/g/h] [g/g/h] [g/g/h] [-] [g/g/h] [%]
Glucose 0.23 0.032 0.94 1.14 0.039 6.5
Glycerol 0.23 0.053 0.74 0.74 0.051 2.6

This does not explain the very similar lactose uptake values at high qs,C, since it is believed
that carbon catabolite repression should not be present using glycerol as primary carbon source [52].
The production of the recombinant protein seems to induce stress resulting in the maximum possible
activity inside the cell, which is represented by the similarity of the two curves. Therefore, the decrease
of the qs,lac rate in the model-based approach actually referred to the CCR for glucose based systems

so far (
(

1 −
qs,glu

qs,glu,crit

)n
), may have to be reconsidered when glycerol is fed. In turn, our results would

indicate that the decline cannot be attributed to carbon catabolite repression, also not for glucose.
Glycerol does not interfere with the PTS transport system and no resulting change of the cAMP
levels during uptake of lactose are to be believed on a first glance. Glycerol enters glycolysis as
di-hydroxy-acetone-phosphate and is processed in glycolysis producing pyruvate, but also there are
gluconeogenetic genes active providing the formation of glucose-6-phosphate [41,53,54]. As glycolysis
seems to be running at maximum capacity, a bottleneck in the trycarboxylic acid (TCA) cycle may
also be likely. Overload of the TCA cycle has already been described by Heyland et al. (2011) [55],
saying that the TCA cycle cannot metabolize all the pyruvate produced in glycolysis. It has also been
referred that the cells try to gain energy in alternative ways such as using acetate as a terminal electron
acceptor, or the usage of oxidative phosphorylation [55,56]. However, as E. coli BL21(DE3) produces
relatively low levels of acetate in general, the acetate formation is always beneath the threshold of the
HPLC and may therefore not the predominant electron acceptor in this strain.

To test the observed effects, we tried a process technological method approach, rather than
performing expensive and time consuming “omics” analysis. The pET-30a plasmid was transformed
into the used strain E. coli BL21(DE3) without the sequence for the recombinant protein, further referred
as non-producer (NP) strain. The strain was tested in the same analytical way as the used strain for
recombinant protein production. HPLC raw data for lactose decrease are compared with an almost
identical qs,C (~0,1 g/g/h) in Figure 2.
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Figure 2. High-pressure liquid chromatography (HPLC)-based data for decrease of lactose in
fermentation broth exhibiting very similar qs,C values in [g/L]. A significant decrease over the time
of induction is visible in producing (P) strains, while the decrease is way slower in non-producing
(NP)-strain-cultivations.

Hereby, three phases can be seen for the product producing strain in the induction phase, while
only two phases can be seen in the NP strain:

(i) Adaption phase: lactose gets transferred to alloactose and loads the induction (0–2 h in
induction phase).

(ii) Linear decrease of lactose as the system needs inducer for recombinant protein expression (2–5 h).
(iii) Limitation of lactose in P strain: not sufficient inducer present, need for mixed feed system (5–7 h),

no inducer limitation seen in NP strain, further decrease of inducer analogue to phase 2.

Results on the model-based approach for the glucose system are given in Figure 3.
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Figure 3. Extracted datapoints for qs,C values including standard deviations for cultivations with
glucose using the product producing (glucose product) and the NP strain (glucose, no product).
Solid lines represent the model based approach for inducer uptake rates vs. feeding rates models of
glucose. A clearly visible difference can be observed during these cultivations.
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The fermentations performed with the NP-strain showed lactose uptake rates resemble the
expected carbon catabolite repression for glucose including high affinity of the PTS system at low qs,glu
which can also be seen in Table 3. Despite the identical behavior of protein producing and NP strain,
a clear difference in maximum qs,lac is obviously present. Higher consumption of glucose has impact on
the cAMP level and decreases the specific uptake of lactose in the product producing strain. YX/S stays
very similar in both cases 0.37 ± 0.05 for the protein producing strain vs. 0.383 ± 0.053 for the NP strain.
Given yields are a mean value over all qs,C values except for (lac) = 0 and (glu) = 0. So, these general
deviations in qs,lac,max can be attributed to the increased energy demand during recombinant product
production, as also the biomass yields stay the same. Lactose uptake rates on glycerol for the product
producing and the NP strain are given in Figure 4. Despite the quite straightforward mechanistic
explanation for glucose, glycerol biomass to substrate yields differ fundamentally for both experiments:
YX/S = 0.55 ± 0.11 for the NP strain, while the producing strain has a YX/S of 0.44 ± 0.1. This fact may
explain the much shallower uptake at low qs,C for the NP strain, but cannot explain the difference in
the CCR term.
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Figure 4. Extracted datapoints for qs,C values including standard deviations for cultivations with
glycerol using the product producing (glycerol, product) and the NP strain (glycerol, no product).
Solid lines represent the model based approach for inducer uptake rates vs. feeding rates models
of glucose.

As a far higher biomass yield is present in the NP strain, only a reduced amount of lactose is
taken up, which explains the decreased qs,lac,max. However, the NP strain shows no pronounced
substrate inhibition. The carbon catabolite repression term of the model on glycerol has only low
impact (see Table 3), as the upregulation of cAMP using glycerol would also be beneficial for the
lactose uptake mechanism in the PTS system [35]. Since the lactose facilitator is not considered to
be the rate determining step in the glycerol metabolism, glycerol kinase closely regulated to the
PTS system may cause the CCR-like effects [44,45]. As the feeding rate increases, the possibility of
short-term local glucose and glycerol accumulation increases, eventually leading to diauxic growth
and therefore decreased lactose rates as glucose and glycerol have higher affinity than disaccharides
for E. coli [35,52,57,58]. The product-producing strain shows a high regulated lactose uptake at low qs,C

values, as a result of lower biomass yield and higher energy demand in production of the recombinant
protein. Higher lactose uptake results in high intracellular glucose level, which show the similar
feedback mechanism like in the glucose fed cultivations.
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Table 3. Model parameters and normalized-root-mean-square-error (NRMSE) for the analysed
cultivation without recombinant product production (NP).

Cultivation System qs,lac,max
[g/g/h]

KA
[g/g/h]

qs,glu,crit
[g/g/h] n [-] qs,lac,noglu

[g/g/h]
NRMSE

[%]

Glucose [NP] 0.14 0.016 0.96 2.92 0.032 12.7
Glycerol [NP] 0.10 0.13 0.78 0.90 0.029 9.7

As a result, both curves given in Figure 1 have a very similar appearance, but are expected to have
a very different regulation within. To get insight into respiratory activity, qCO2 values are compared
for all four fermentations, respectively. Evaluation is given in Table 4 based on the applied qs,C values.

Table 4. Specific substrate uptake rate vs. specific carbon evolution rate. Product producing strains
have in general increased respiratory activity. NP strains show reduced respiratory activity. Standard
deviation of qCO2 increases at higher feeding rates.

Glucose Glucose NP Glycerol Glycerol NP

qs,C [g/g/h] qCO2
[g/g/h] qs,C [g/g/h] qCO2

[g/g/h] qs,C [g/g/h] qCO2
[g/g/h] qs,C [g/g/h] qCO2

[g/g/h]

0.036 2.15 ± 0.33 0.066 1.69 ± 0.25 0.022 2.91 ± 0.46 0.064 0.82 ± 0.09
0.116 3.12 ± 0.46 0.196 3.75 ± 0.44 0.054 4.41 ± 0.78 0.136 1.85 ± 0.21
0.197 3.98 ± 0.55 0.224 3.35 ± 0.42 0.093 3.88 ± 0.64 0.225 2.86 ± 0.31
0.286 5.72 ± 0.41 0.36 5.96 ± 0.26 0.159 3.12 ± 0.43 0.331 3.31 ± 0.22
0.403 6.42 ± 1.48 0.448 5.64 ± 0.47 0.199 4.14 ± 0.64 0.428 4.07 ± 0.51
0.544 7.30 ± 1.64 0.323 5.13 ± 0.48 0.603 1.75 ± 1.58

0.559 7.18 ± 2.10

Highly similar respiratory activity is received for the product producing strain, almost linear
increasing with qs,C. For the NP strain, a general lower respiratory activity is seen for the glycerol-fed
strain. These results support the fact that lower energy demand is needed in this strain based on the
general higher biomass yield and the fact that no recombinant protein is produced. In TCA, first steps
of amino acid synthesis are performed, therefore the production of non-essential AA would result
in the accumulation of NADH [59]. As approximately two NADH molecules can be formed to one
molecule of CO2 the enhanced respiratory activity in the product producing strain is most likely coding
for the enhanced production of non-essential AA, which are essential for the recombinant product.
However, further analysis on stress induced changes in the gene expression may give valuable new
insights into regulation mechanism in E. coli.

3.2. Productivity and Physiology Using Glycerol as Primary Carbon Source

As the overall goal is an increased production rate of recombinant protein, we compare titers
of the produced IBs as a function of carbon source and uptake rate. In Figure 5a, the increase in IB
titer over time is presented for two cultivations. The loading of the induction, which takes about 2 h,
can be clearly dedicated in these results, with no titer of the recombinant protein to be found within
the first 2 h (also compare to Figure 2). Figure 5b shows product IB titers after 7 h induction time,
which are plotted against the corresponding qs,C. Only the feed rate of glucose/glycerol, adapted
for the static experiment in the induced fed-batch phase, is used in this plot—as cultivations are
induced with one lactose pulse only, the qs,C is a non-cumulative one. Generally, an increase in the
feeding rate is beneficial for product formation. Cultivations carried out on glycerol tend to produce
more recombinant protein with a product optimum at a qs-glycerol-level seen around 0.3–0.35 g/g/h.
It may be possible that even higher product titers can be found within the range of 0.3–0.55 g/g/h.
Cultivations carried out on glucose also tend to produce more product when the feeding rate is shifted
to rather high rates as well. Very similar IB titers can be obtained at high qs,C levels, but are far away
from the observed maximum.
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Figure 5. (a) Time dependence for two Inclusion Body (IB) titers starting from lactose addition to 7 h of
induction; (b) Titers of the recombinant produced protein, after homogenisation of the inclusion bodies
and a two-time washing plotted vs. the qs of glucose and glycerol; A trend can be seen in gaining more
product when cultivations are carried out on glycerol compared to glucose, respectively.

The high increase in titer as a function of qs,C in glycerol may be a result of the higher biomass
(higher YX/S during induction) usually present in glycerol fed induction phases. The phenomenon
of high product formation rates at high feeding levels, was much to our surprise, as we expected to
see enhanced stress reactions by the cells due to overfeeding—especially at later time stages—usually
present in IPTG induced cultures. Though we see only very little levels of glucose or glycerol
accumulation in our HPLC measurements (data not shown). This could be, as the fermentation
conditions in the induction phase are respectively mild. Temperature is decreased to 30 ◦C and
induction with lactose is regarded to be a softer induction than IPTG, as lactose can be metabolized
by E. coli [22,23]. In literature, it has been reported that the catabolic repression increases with higher
temperatures [60]. Altering the temperature in the induction phase would have probably led to
very different results in lactose uptake rates as well as different product data. Also, we want to
highlight that every induction here was only performed with a one-time lactose pulse, which is most
likely an insufficient induction, as there may be too little inducer in the media, which can be seen in
Figure 2. In the following development steps, mixed feeds using glycerol in combination with lactose
must be established and measured as this would lead to a constant and complete induction of the
system. However, the product data supports the results that most probably very different regulation
mechanisms in E. coli lead to the same visible uptake rates in Figure 1, but have severe effects on the
productivity on the different carbon sources.

Physiological analysis using flow cytometry (FCM) is presented in Figure 6a,b. The NP strain
given in Figure 6a has very similar appearance for glucose and glycerol, respectively, increasing
number of dead cells by increasing the feeding rate beyond a certain threshold, imposing stress to the
cell. Throughout the whole experimental design, producing cells grown on glycerol exhibit a smaller
cell size compared to cells grown on glucose (not shown). Since cell debris and residual particles are
seen at similar cell sizes like glycerol grown cells a general higher abundance is present during those
cultivations. To cope with this problem, FCM data after the non-induced fed-batch is subtracted from
the subsequent measurements.
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Figure 6. (a) Flow cytometry (FCM) analysis of NP strain 5 h after lactose pulse. As no protein data are
received from these cultivations, the induction time was limited to 5 h; (b) FCM analysis of the product
producing strain. Glycerol imposes stress at low feeding rates, while glucose shows increase in cell
stress beginning at about 0.25 g/g/h.

The viability of both cultivation strategies for an induction time of 6 h—often used for IB
production at industrial scale—is given in Figure 6b, with a strong contrast between glucose and
glycerol. While cells fed with glucose show no cell lysis at low qs,C levels and are very similar to
NP strain in Figure 6a, glycerol shows certain stress reaction resulting in about 5% dead cells until
a 0.2 g/g/h. Afterwards, stable conditions for glycerol can be found, while stress is induced at
glucose-fed systems starting at about 0.25 g/g/h. As the overnight fed-batch phase generally exhibited
a qs of 0.25 g/g/h, the switch to very low qs,C in the induction phase, combined with the lactose pulse,
may impose the cell stress seen in 5% dead cells in Figure 6b. This corresponds well to the product
data in Figure 5 with similar or even higher productivity of glucose at low qs,C levels, but higher
productivity for glycerol at moderate to high levels. Including the fact that glycerol shows higher
biomass yields during induction with lactose, glycerol may be well used as an alternative main
carbon source in E. coli cultivations, even though glucose has high affinity to the phosphotransferase
system (PTS). It has already been reported that addition of glycerol to a glucose-lactose induction
system increases product formation [20,61]. As glycerol needs increased cAMP levels, which are also
needed for lactose uptake [37], this might be a key function in regulating higher lactose uptake and
subsequently increasing productivity and product titer.

Furthermore, as glycerol is a cheap media compared to glucose, an application of glycerol in
mixed-feed system with lactose may be highly beneficial for recombinant protein production performed
in industry.

4. Conclusions

In this work, the effects of glycerol or glucose on lactose uptake rates for an IB-based process
using E. coli BL21(DE3) were investigated. Feeding and uptake rates are compared and evaluated in
terms of productivity and physiology using FCM.

It is shown that both C-sources show identical lactose uptake rates as a function of qs,C. The used
model-based approach already performed for different products in Wurm et al. [40] can be used for
description of both curves. It has been detected that glycerol is beneficial over the usage of glucose for
maximising the recombinant protein production of a lactose induced system.

Glycerol and glucose most probably exhibit different regulation of the carbon catabolite
repression—the reduction of lactose uptake at higher qs,C levels. This hypothesis is supported
by cultivation and evaluation of a non-producer strain exhibiting the expected behaviour for both
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C-sources, respectively. As this behaviour was not seen in the producing strain, it seems like the
expression hosts are performing at maximum capacity in recombinant protein production. Additionally,
glycerol is referred to different metabolic pathways [42], eventually increasing the metabolic flux [55]
towards recombinant protein production.

Physiology and productivity support the hypothesis that glycerol is promising C-source for
cultivations using mixed feed systems with moderate to high qs,C values in order to boost time-space
yields. As scale-up in E. coli systems can be performed relatively easily [1], the much lower costs of
glycerol, when compared to glucose respectively, might provide interesting options for industrial and
other large scale applications.
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