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Preface to “Hybrid Modelling and Multi-Parametric
Control of Bioprocesses”
The goal of bioprocessing is to optimize process variables, such as product quantity and quality, in
a reproducible, scalable, and transferable manner. However, bioprocesses are highly complex. A large
number of process parameters and raw material attributes exist, which are highly interactive, and
may vary from batch to batch. Those interactions need to be understood, and the source of variance
must be identified and controlled.
While purely data-driven correlations, such as chemometric models of spectroscopic data, may be
employed for the understanding of how process parameters are related to process variables, they can
hardly be deployed outside of the calibration space. Currently, mechanistic models, models based on
mechanistic links and first principles, are in the focus of development. They are perceived to
allow transferability and scalability, because mechanistics can be extrapolated. Moreover, the models
deliver a large range of hardly measureable states and physiological parameters.
For implementation of mechanistic models, however, models need to be simplified and linked to
process parameters for real time execution. For this, hybrid models, and hence links between data driven
and mechanistic models, may be helpful solutions.
Moreover, models need to be deployed in the control context: Bioprocesses need to be controlled,
on the one hand, on different parameters simultaneously (e.g., constant precursor concentration and
specific growth rate) and, on the other hand, may have different objective functions (maximum
productivity and correct product quality). Hence, novel solutions and case studies for multiple input and
output controls need to be developed, as they already exist in other market segments.
The current Special Issue aims to display current solutions and case studies of development and
deployment of hybrid models and multi-parametric control of bioprocesses. It includes:
•
•
•
•
•
•

Models for Bioprocess Monitoring
Model for Bioreactor Design and Scale Up
Hybrid model solutions, combinations of data driven and mechanistic models.
Model to unravel mechanistic physiological regulations
Implementation of hybrid models in the real-time context
Data science driven model for process validation and product life cycle management.
Christoph Herwig
Special Issue Editor
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Abstract: The glycosyltransferase HisDapGalNAcT2 is the key protein of the Escherichia coli (E. coli)
SHufﬂe® T7 cell factory which was genetically engineered to allow glycosylation of a protein
substrate in vivo. The speciﬁc activity of the glycosyltransferase requires time-intensive analytics,
but is a critical process parameter. Therefore, it has to be monitored closely. This study evaluates
ﬂuorometric in situ monitoring as option to access this critical process parameter during complex
E. coli fermentations. Partial least square regression (PLS) models were built based on the ﬂuorometric
data recorded during the EnPresso® B fermentations. Capable models for the prediction of glucose
and acetate concentrations were built for these fermentations with rout mean squared errors for
prediction (RMSEP) of 0.19 g·L−1 and 0.08 g·L−1 , as well as for the prediction of the optical
density (RMSEP 0.24). In situ monitoring of soluble enzyme to cell dry weight ratios (RMSEP
5.5 × 10−4 μg w/w) and speciﬁc activity of the glycosyltransferase (RMSEP 33.5 pmol·min−1 ·μg−1 )
proved to be challenging, since HisDapGalNAcT2 had to be extracted from the cells and puriﬁed.
However, ﬂuorescence spectroscopy, in combination with PLS modeling, proved to be feasible for in
situ monitoring of complex expression systems.
Keywords: E. coli SHufﬂe® T7; Glycosyltransferase GalNAcT2; In Situ monitoring; soft sensor;
ﬂuorescence spectroscopy

1. Introduction
The successful expression of target proteins that require post-translational modiﬁcations, such as
glycosylations or disulﬁde bond formation, remains a challenge in Escherichia coli. These modiﬁcations
are indispensable for protein folding, stability, and activity. Disulﬁde bond formation is usually
compartmentalized in the periplasm of E. coli. The oxidizing environment and the presence of various
chaperones in the periplasm enable the oxidation of sulfhydryl groups between two cysteine side
chains resulting in a covalent disulﬁde bond [1,2]. Nevertheless, E. coli periplasm is poorly adapted
for the production of multi-disulﬁde-bonded proteins in high yields since the periplasmic space is
signiﬁcantly smaller than the cytoplasmic space [3]. Therefore, another option is the expression of
recombinant protein in the cytoplasm, whereby the chance for inclusion body formation is given.
High expression rates and the lack of chaperones mediating correct folding and disulﬁde bond
formation supports the accumulation of insoluble protein. Hence, some strains were engineered to
enable the formation of disulﬁde bonds in the cytoplasm. These strains carry mutations in both the
thioredoxin reductase (trxB) and the glutathione reductase (gor) genes to provide a less reducing
Bioengineering 2016, 3, 32
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cytoplasmic environment [1,4,5]. In addition to the mutations in trxB and gor, SHufﬂe® T7 carries the
chromosomally-integrated gene for the disulﬁde bond isomerase DsbC without the signal sequence [1].
To engineer an E. coli cell factory capable of glycosylating a protein substrate within the cytoplasm
requires the expression of an additional enzyme. In the work presented here, the recently established
E. coli cell factory derived from the SHufﬂe® T7 strain was used. The proposed strain by Lauber et al. [6]
was genetically engineered to express a functional recombinant human-derived glycosyltransferase. It
could be shown that the co-expression of two redox folding helpers enabled the formation of a soluble
enzyme with four disulﬁde bonds. This contributed to the development of a glycosylation system in
E. coli for the transfer of a GalNAc-residue to a protein substrate in the cytoplasm [6]. The selection
of the media used for bacteria fermentations is not negligible and can have a major impact on the
bacterial cell factory [7]. High initial glucose concentrations in batch cultivations rapidly deplete
accompanied by acetate increases at the same time [7]. Jain et al. showed in their experiments, that the
glucose concentrations regulated the growth rates in E. coli fed-batch cultivations. Hoffmann et al. [8]
decreased inclusion body formation in E. coli fed-batch cultures expressing β-galactosidase-HIVgp41
fusion protein by maintaining low glucose concentrations. Whereas Luchner et al. [9] controlled the
expression rate of soluble human superoxide dismutase in E. coli by limiting the induction. The group
showed that slowing down the protein expression shifts the ratio of soluble protein to inclusion bodies
towards the soluble product. Moreover, Hortsch and Weuster-Botz [7] showed that the enzymatic
glucose release of the EnPresso® B medium can help to increase the expression of soluble formate
dehydrogenase. They concluded that the consistently low glucose concentrations prevented the E. coli
cells from metabolic overﬂow. Hence, the growth rates were reduced and the culture showed no
acetate shoot up in combination with a pH drop.
Various process analyzers were already used over the last 15 years to set up non-invasive
online monitoring systems for process parameters. Chemometric modeling was used to access
the complex data structure generated with the used process analyzers [10–12]. Among the used
methods, 2D ﬂuorescence spectroscopy (2DFS) has been proven to be a highly valuable, sensitive, and
reliable process analyzer which can be used for the prediction of substrate, product, and metabolite
concentrations [9,13–15]. In general, principal components analysis (PCA) can be used to analyze
the structure of the generated datasets, investigate multi-factorial relationships, and extract the
relevant information [16,17]. Furthermore, partial least square regression (PLSR) can be applied
to correlate ofﬂine measured process parameters, such as optical density or glucose concentrations
(y-data), and the online recorded ﬂuorescence scans (x-data) via linear regression [18]. Fluorescent
components that are involved in cell growth and metabolism [19] change characteristically in
the course of cultivation. The overall ﬂuorescence signal of the bacterial culture is a mixture of
ﬂuorescence signals, which originate from components such as aromatic amino acids, ATP, NADH,
FAD, and vitamins (riboﬂavin and pyridoxine). Furthermore, some ﬂuorophores are also supplemented
to the culture with the feed medium [14]. Cell growth and biomass formation are the most common
monitored bioprocess parameters based on 2DFS. This was not only applied for E. coli cultivation
processes [20], but also for Saccharomyces cerevisiae [21], Pichia pastoris [22], Aspergillus niger spores [23]
and Klebsiella pneumoniae [24]. In addition, existing literature also shows that substrate, metabolite,
and product concentrations [25,26] can be monitored in microbial cultivations but also in mammalian
cultures [14,15]. Luchner et al. were even able to predict the concentration of soluble recombinant
superoxide dismutase in E. coli fed-batch cultivations based on 2DFS [9]. The general attempt of
all of these studies was to avoid complex and time consuming ofﬂine analyses, improve process
understanding, and enable better process control.
The E. coli cell factory expressing soluble human-derived glycosyltransferase was chosen as
the model system for this study. The cell factory expresses two helper proteins in order to support
the formation of active HisDapGalNAcT2. Hence, the amount of functionally active enzyme in the
cytoplasm was an indication of the cell factories performance. These process parameters were not
accessible during the fermentation and had to be determined afterwards. The aim of this study was to

2

Bioengineering 2016, 3, 32

evaluate if 2DFS based soft sensors can be applied for in situ prediction of difﬁcult-to-access process
parameters that require time-intensive and costly analytics. Furthermore, standard process parameters
were monitored since a highly ﬂuorescent medium with enzymatic glucose release was used, which
was assumed to complicate the model generation. These models were built to illustrate the differences
and challenges we were facing while calibrating PLSR models for the prediction of soluble protein to
dry weight ratios and the speciﬁc activity of the glycosyltransferase. The study illustrated that it can
be beneﬁcial to use process analyzers to monitor all critical process parameters in real-time.
2. Material and Methods
2.1. Strain
All experiments were performed with E. coli SHufﬂe® T7 (C3026H, New England Biolabs,
Frankfurt am Main, Germany) expressing the recombinant human glycosyltransferase fusion protein
HisDapGalNAcT2 and the chaperones Erv1p and PDI [6]. The glycosyltransferase HisDapGalNAcT2,
which was encoded on the plasmid pET23d(+)::HisDapGalNAcT2, was under the control of the
T7-promotor and construction of the plasmid was described previously [6]. The two chaperone
genes on the plasmid pMJS9 were under the control of the arabinose promotor. Plasmid pMJS9 [27]
was kindly provided by L. W. Ruddock. Unless otherwise stated, chemicals and reagents were
obtained from Sigma-Aldrich (Taufkirchen, Germany) or Roth (Carl Roth GmbH and Co. KG,
Karlsruhe, Germany).
2.2. Pre-Cultivation
The E. coli pre-cultures to inoculate the EnPresso® B (BioSilta Oy, Oulu, Finland) batch process
were cultivated in LB medium (120 μg·mL−1 ampicillin, 34 μg·mL−1 chloramphenicol and 0.2%
glucose). The pre-cultures were inoculated with eight ceramic cryo beads containing the E. coli
SHufﬂe® T7 strain. The pre-cultures were grown in 50 mL FalconTM tubes (Fisher Scientiﬁc, Schwerte,
Germany) containing 15 mL medium for 8 h at 37 ◦ C/175 rpm.
2.3. Bioreactor Culture
A 2 L benchtop bioreactor BIOSTAT® Bplus (Sartorius, Göttingen, Germany) equipped with two
rushton impellers was used for the cultivation with a working volume of 1.4 L. Temperature, pH,
and aeration were set to 30 ◦ C, pH 7, and 0.05 vvm, respectively. The oxygen saturation was kept
constant at 60% via agitation starting with a lower limit of 100 rpm. The pH was controlled with 1M
NaOH and 1M H2 SO4 . Furthermore 5% (v/v) DOW CORNING® medical antifoam (Dow Corning,
Midland, MI, USA) was used.
2.4. Batch Cultivation with EnPresso®B Medium
The complex predeﬁned EnPresso® B medium including booster tablets was used as growth
medium. The EnPresso® B tablets were dissolved in sterile demineralized water and the solubilized
medium was transferred into the sterilized bioreactor. Following the protocol provided by the
manufacturer, the pre-culture was used for inoculation and a ﬁnal OD600 of ≤0.04 was measured in
the bioreactor after inoculation. All fermentations were supplemented with 120 μg·mL−1 ampicillin,
34 μg·mL−1 chloramphenicol, and the amylase for glucose release. After 15 h cultivation, booster
tablets and amylase were added according to the manufacturer’s protocol. The pre-induction of the
pMJS9 encoded gene products was carried out in the presence of 0.5% w/v arabinose added to the
bioreactor 30 min after the booster tablets. Isopropyl-β-D-thiogalactopyranosid (IPTG) was added after
another 30 min to a ﬁnal concentration of 1 mmol·L−1 to induce expression of the glycosyltransferase
HisDapGalNAcT2 [6]. Over the following 23.5 h 12 samples were taken from the bioreactor for ofﬂine
analysis starting with the ﬁrst sample after addition of arabinose. The samples were stored on ice
during the cultivation.
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2.5. Ofﬂine Analytics
OD600 was measured using the photospectrometer Ultrospec 3100 pro (Amersham Bioscience
Europe, Freiburg, Germany). Acetate and glucose concentrations were determined enzymatically with
the Konelab Arena XT (Thermo Scientiﬁc, Waltham, MA, USA) using an acetate kit (R-Biopharm AG,
Darmstadt, Germany) and a glucose kit (Thermo Fisher Scientiﬁc, Waltham, MA, USA). Bacterial dry
matter was determined by centrifugation of 5 ml cell suspension. The pellet was re-suspended in PBS
for the transfer to a pre-weighed test tube. This was followed by an additional centrifugation step.
The supernatant was discarded and the bacteria pellets in the test tubes were dried at 105 ◦ C for 24 h
and re-weighed.
2.6. Puriﬁcation of Soluble Human Glycosyltransferase
A cell pellet derived from a 5 mL culture fraction was re-suspended in 630 μL extraction buffer
(50 mmol·L−1 Tris, 300 mmol·L−1 NaCl, pH 8) containing 70 μL lysozyme, 1.5 μL DNAse I and 25 μL
protease inhibitor (complete protease inhibitor cocktail tablet, F. Hoffmann La-Roche AG, Switzerland).
The bacterial suspension was cooled on ice for 30 min and sonicated for 3 min on ice. The cell lysate
was centrifuged at 4 ◦ C, 16100× g for 10 min, and the supernatant was passed through a 0.45 μm ﬁlter
(Merck Millipore, Darmstadt, Germany). The polyhistidine-tagged protein HisDapGalNAcT2 was
puriﬁed using Ni-NTA spin columns (Qiagen, Hilden, Germany) with washing buffer (50 mmol·L−1
Tris, 300 mmol·L−1 NaCl, 20 mmol·L−1 imidazole) and elution buffer (50 mmol·L−1 Tris, 300 mmol·L−1
NaCl, 500 mmol·L−1 imidazole) adjusted to pH 8 prior to use [6]. The protein concentration in the
eluent fraction was determined by employing a BCA-assay.
2.7. Human Glycosyltransferase Activity Assay
The activity of HisDapGalNAcT2 was determined using a glycosyltransferase activity kit
(EA001, R & D Systems Europe Ltd., Abingdon, UK) as described previously [6]. The activity of
each sample was determined using 0.5 μg soluble protein.
2.8. Online Data Collection
The multi-wavelength excitation/emission matrices (EEM) were recorded with a BioView® system
(Delta, Hørsholm, Denmark) equipped with a ﬁber optic assembly especially developed to ﬁt into
a 19 mm port. The benchtop bioreactor was equipped with a 20 cm stainless steel casing and the
ﬂuorescence sensor was inserted after autoclaving. A full EEM consists of 120 wavelength pairs
with an excitation range from 270 to 550 nm and emissions recorded from 290 to 590 nm with a
20 nm interval. The scans were vectorized into 2-way arrays and used as x-data for the chemometric
modeling. The gain of the ﬂuorescence spectrometer was set to 1100 and the EEMs were recorded with
a measurement interval of 5 min during fermentation. Only EEMs taken after booster addition were
used for the chemometric modeling.
2.9. Chemometric Modeling
MATLAB version 8.4.0 (MathWorks, Natick, MA, USA) in combination with the PLS-toolbox
version 7.9.5 (Eigenvector Research Inc., Manson, WA, USA) was used for chemometric modeling [28].
A detailed description is provided elsewhere in the literature [17,18,29]. The EEM data were
preprocessed by background subtraction to the ﬁrst scan after booster addition. Ofﬂine measured
values and corresponding scans were used for the calibration of PLS regression models for the
prediction of OD600 , acetate, and glucose concentration. For the PLS model, regarding the ratio of
soluble protein to dry cell weight, only samples 21 h after inoculation were used as input data for the
calibration model. For the PLS model concerning the speciﬁc activity of HisDapGalNAcT2, the ofﬂine
data was complemented using a double Boltzmann ﬁtting operated in Origin 9.1G (OriginLab Inc.,
Northampton, MA, USA). Based on the ﬁt, the resulting y-data in 30 min intervals and corresponding
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EEM were applied for the correlation starting with all scans recorded between 24.5 h after inoculation
and harvest. The SIMPLS algorithm was used for PLSR model calibration in combination with
venetian blinds as method for cross-validation applying six splits and one sample per split for all
models. Three of the available datasets (run I–III) were used for calibration and cross-validation.
Calculated RMSE and RMSECV were used to assess the performance of the model. All EEMs recorded
after booster addition were fed to the respective PLS model for prediction. In order to evaluate the
robustness of the calibration model, x-data recorded during an additional fermentation (run IV) was
only predicted using the selected model. The predicted response variables of all fermentations were
compared to the ofﬂine-determined values.
3. Results and Discussion
The expression of the human-derived, soluble, and functional glycosyltransferase
HisDapGalNAcT2 represents the key factor in establishing this particular E. coli cell factory.
The ﬁnal purpose of this cell factory will be to enable the transfer of a GalNAc-residue to a protein
substrate in vivo. The expression strategy for HisDapGalNAcT2 did follow a temporal sequence.
Two chaperones (sulfhydryl oxidase Erv1p and protein disulﬁde isomerase PDI [6,27]) were
induced via arabinose and mediated folding and disulﬁde bond formation of the HisDapGalNAcT2.
The glycosyltransferase was induced by IPTG 30 min after the two redox folding helpers.
3.1. EnPresso® B Batch Cultivations and Chemometric Modeling of Process Parameters
Four batch fermentations were carried out using EnPresso® B medium and the E. coli SHufﬂe®
T7 strain expressing the recombinant glycosyltransferase HisDapGalNAcT2. EnPresso® B medium
consists of three main components: (1) medium tablets, (2) booster tablet and (3) amylase for controlled
glucose release. The components of the tablets are not stated by the manufacturer but it is known
that a polysaccharide is an ingredient of the booster and the medium tablets. Following the protocol
provided by the manufacturer, the booster was added to the medium 15 h after inoculation and
1 h before the chaperones were induced. A sufﬁcient nutrition of the cell factory was achieved by
addition of amylase at the inoculation and again together with the booster [7]. The measured glucose
concentrations ranged between 0.3–2.3 g·L−1 during the cultivations. Low cell growth with doubling
times of 172 ± 4.4 min was observed during the ﬁrst 15 h after inoculation prior to booster addition.
The booster addition accelerated the cell growth and doubling times of 110 ± 17.8 min were observed.
The growth rates declined already 2 h after booster addition and doubling times between 30–60 h
within the following 20 h were observed. Nevertheless, all EnPresso® B cultivations reached higher
OD600 values at the end of the process in comparison to the cultivation with LB-medium (Figure S1).
Ofﬂine values and corresponding EEMs of three fermentations (runs I–III) were used for
calibration and cross-validation of the respective soft sensors. Resulting PLSR models were selected
and evaluated based on preferably low rout mean squared errors for calibration and prediction
(RMSEC and RMSEP) in combination with R2 > 0.9 for calibration (R2 cal ) and validation (R2 CV ) if
possible (Table 1). The number of latent variables (LVs) required for each model was minimized
and it was aimed for a maximum of captured x- and y-variance simultaneously. The PLSR models
were, furthermore, applied to predict the respective y-values during an additional batch cultivation
using EnPresso® B (run IV). This was done to investigate the robustness and predictive power of
these models.
3.2. Overall Batch Behavior Evaluated by Principal Component Analysis
Principal component analysis (PCA) was used to investigate the structure of the ﬂuorometric
datasets and enabled the identiﬁcation of differences between the batch cultivations with EnPresso®
B medium prior to PLS modeling. The relation of the individual EEMs to each other can be
displayed in the PCA scores plot. EEMs with similar scores are considered similar. The score values
calculated for the four fermentations formed similar trajectories on the PCA score plot (Figure 1)
5

Bioengineering 2016, 3, 32

which were compared and put into relation. The ﬂuorometric dataset was not preprocessed, but the
scores plot showed that 99.8% of the variance in the dataset was already captured by two principal
components (PC).
The similar score values of batch cultivation I and II indicated that they had the same background
ﬂuorescence. The trajectory of batch cultivation III differed mainly on PC1 from cultivation I and II.
Furthermore the trajectory of cultivation IV differed on PC1 and PC2 from all other cultivations. It was
suspected that lot to lot variability of the EnPresso® B medium or the amylase performance might
have caused this variability in the datasets. This will be discussed in the following chapters.

Figure 1. PCA scores plot. The EEM raw data was used as input for the PCA. The PCA scores plot
shows the differences between the four batch cultivations with EnPresso® B medium. For clarity only
every tenth point is shown. The circle indicates the cultivations used for PLS model calibration and run
IV was used as test dataset to predict the target parameters. The cultivation run IV was carried out
with six months time lag to the other cultivations.

3.3. Prediction of Acetate Concentrations and Optical Density
The calculated PLS models for the prediction of acetate concentrations and OD600 values showed
in both cases a calculated R2 cal > 0.98 (Table 1). The quality of the ﬁt was also evaluated with the help
of the predicted versus measured plots (Figure 2A,B). All OD600 values and acetate concentrations
were located closely to the target line. Captured variances of 99.9% for the x-data and 99.85% for
the y-data with only four LVs were achieved for the PLS model which was built to predict acetate
concentrations. In addition, 81.87% of the variance in the x-data and 89.81% of the variance in the y-data
was captured for the OD600 model also with four LVs (Table 1). The correlation of predicted values
and ofﬂine measured acetate concentrations and OD600 values was good for all batch cultivations used
for model generation (Figure 3A,B). Occasionally samples taken during batch cultivation run IV were
analyzed ofﬂine. The measured values did ﬁt the prediction for acetate concentrations and OD600
(Figure 3A,B). This led to the assumption that the proposed soft sensors were reliable and allowed the
online prediction of acetate concentrations and OD600 .
Table 1. Quality attributes of the PLS models for the prediction of glucose and acetate concentrations,
OD600 , the ratio of soluble protein to cell dry matter, and the speciﬁc activity of HisDapGalNAcT2.
Target
(g·L−1 )

Glucose concentration
Acetate concentration (g·L−1 )
OD600
Speciﬁc activity GalNAcT2 (pmol·min−1 ·μg−1 )
Ratio of soluble GalNAcT2 / Dry matter (μg w/w)

6

LV

R2 cal

R2 CV

RMSEC

RMSEP

3
4
4
3
3

0.93
0.99
0.99
0.65
0.86

0.88
0.97
0.97
0.59
0.74

0.14
0.05
0.02
30.7
4 × 10−4

0.19
0.08
0.24
33.5
5.5 × 10−4
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Figure 2. Prediction versus reference plots. PLS regression models were built for OD600 (A), acetate (B),
and glucose concentrations (C). Online and ofﬂine data of three cultivations was used for calibration
and cross-validation of the PLS models. Vectorized EEMs taken at the sample points (x-data) and the
ofﬂine measured values (y-data) were correlated. Predicted versus reference plots of the PLS models
did show good correlation.

3.4. Prediction of Substrate Concentrations
Establishing a soft sensor for the online prediction of glucose concentrations was challenging.
Since the glucose supply of the culture was accomplished enzymatically through amylase
(glucoamylase) [30]. The same batch of predeﬁned EnPresso® B medium was used for all cultivations.
The glucose concentrations determined for samples taken from the bioreactor during batch cultivation
run I and run III ranged between 0.5 g·L−1 and 1.5 g·L−1 . However, the glucose concentrations
measured during batch cultivation run II were higher, ranging from 1.5 g·L−1 up to 2.3 g·L−1 .
Despite the differences between the three cultivations concerning the measured glucose concentrations,
a PLS model was calibrated and cross-validated. The resulting model with three LVs and an R2 cal
of 0.94, R2 CV of 0.88, and a RMSEP of 0.19 g·L−1 was accepted (Table 1), since the predicted versus
measured plot showed good correlation (Figure 2C). Glucose concentrations predicted for cultivations
included in the model generation (run I–III) were in good accordance with the ofﬂine measured
values (Figure 3C). The predicted glucose concentrations of batch fermentation run IV were roughly
1 g·L−1 higher than the ofﬂine measured values (Figure 3C). Nevertheless, predicted and measured
values showed the same trend over cultivation time. The discrepancies between the ofﬂine measured
values and predicted glucose concentration might be explained as follows: Glucose is a non-ﬂuorescent
compound, but glucose uptake and consumption by the cells has an impact on the pattern of ﬂuorescent
components in the culture. Thus, chemometric models for glucose prediction are generally based
on these patterns, so-called secondary effects. The EnPresso® B medium contained a polysaccharide
and the glucose supply was regulated through amylase. The information about how much glucose
was released over time was not available, because the glucose was continuously metabolized by the
cell factory.
The observed circumstances let to the assumption that either the enzyme used in run IV or
the cell metabolism behaved differently, which was already suspected based on the PCA results.
First, a different enzyme lot was used for this particular cultivation. Second, the medium was stored
as separately-wrapped tablets and, although the same medium lot was used, differences in the
appearance of the tablets were observed due to storage. The largest difference concerning the color
and the solubility in water was noticed between the medium tablets used for the ﬁrst tree cultivations
(runs I–III) and for cultivation IV. This validation run IV was conducted with a time lag of six months
to the other cultivations.
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Figure 3. Correlation of predicted and ofﬂine measured process parameters. Predicted values
(dashed) were compared to ofﬂine values (squares). Runs I–III were used for calibration and internal
cross-validation of the soft sensors predicting OD600 (A), acetate (B), and glucose concentrations (C).
Run IV was not included in model generation; this cultivation was used to test the selected model.

3.5. Chemometric Modeling of the Cell Factory’s Efﬁciency
The proposed E. coli cell factory is a complex expression system with the objective to perform
posttranslational changes to a protein substrate in vivo. Real-time monitoring of the glycosyltransferase
speciﬁc activity during cultivation might be an advantage since the enzyme was not the ﬁnal product
of this process, but it was an indicator for the cell factory’s efﬁciency. Since the ability to glycosylate a
protein substrate is always directly related to the concentration of functional active HisDapGalNAcT2
in the cytoplasm.
3.6. Prediction of Soluble Protein to Biomass Ratio
A PLS regression model for the prediction of soluble protein accumulation in the cytoplasm of
the cell factory was developed. Therefore, the ratio of captured soluble protein to dry cell matter was
calculated and used as the y-value for the model calibration. It has to be considered that the ofﬂine
measured soluble protein concentrations might have been biased due to the laborious puriﬁcation
method, since the chance to co-purify small amounts of host cell protein during the capture step with
Ni-NTA spin columns was given. For this reason, only y-data determined for samples taken after
21 h cultivation time were used as input for the model. For these samples it was assumed that the
amount of possibly co-puriﬁed host cell protein was negligible in comparison to the concentrations
of the recombinant protein. The resulting calibration model with three LVs was able to capture
79.2% of the x-variance and 86.2% of the y-variance. The measured versus predicted plot of the PLS
regression model showed a close correlation (Figure 4A) with correlation coefﬁcients of R2 cal = 0.862
and R2 CV = 0.744 (Table 1). The scores plot showed that the EEMs of all four fermentations behaved
similarly after preprocessing of the raw data by background subtraction (Figure 4B). This supported
the supposition that the variations in the ﬂuorescence data sets were related to the background
ﬂuorescence caused by the medium, like the PCA results, was already indicated. The PLS model
was used to predict the ratio of soluble protein to cell dry weight based on the EEMs recorded
during the cultivations. Figure 4C–E shows that ofﬂine and predicted values were in good accordance.
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The soluble protein to cell dry weight ratio was also predicted for fermentation IV (Figure 4F). However,
a corresponding ofﬂine dataset was not available for this run. Nevertheless, the predicted values
showed the same progression over process time as observed for all other cultivations. This indicated
that the selected PLS model interpreted the ﬂuorometric dataset of this fermentation in the same
way as all other fermentations. The ratio of soluble protein to cell dry matter of all cultivations
did steadily increase to approximately 4 × 10−3 μg (w/w). However, a distinct increase of the
ratio was observed for the ﬁrst ﬁve hours after induction. This observation can be assigned to
the second glucoamylase addition prior to induction, and consequently enhanced glucose release [7].
One hour after induction, the replication of the plasmids and the synthesis of the recombinant proteins
most likely effected the cell growth. Diaz and Hernández [31] showed that cell metabolism and
doubling times can be inﬂuenced by various parameters, such as plasmid size (pMJS9: 8.1 kBp and
pET23d(+)::HisDapGalNAcT2: 5.4 kBp), copy number, over expression of homologous or heterologous
genes, and their size. This particular E. coli cell factory was genetically engineered to express three
heterologous genes: (1) sulfhydryloxidase (21.6 kDa); (2) protein disulﬁde isomerase (58.2 kDa); and
(3) glycosyltransferase (61.7 kDa). This metabolic shift might have been crucial for the formation
of active human recombinant HisDapGalNAcT2. In accordance with this, Luchner et al. showed,
for human superoxide dismutase expressed in E. coli, that the ratio of active soluble protein to its
aggregated inactive form was strongly dependant on the growth rate [9]. It was concluded that the
uptake and processing of the HisDapGalNAcT2 by the chaperones, might only work when the cell
growth and the glycosyltransferase expression was slowed down.

Figure 4. PLS model for the prediction of soluble protein to cell dry weight ratios. (A) The predicted
versus reference plot of the PLS model with three LVs. (B) The scores values of all EEMs calculated for
LV1 and LV2 are shown in the scores plot. (C–F) Ofﬂine (circles) and predicted values (dashed line)
based on the selected PLS model are shown for cultivations I–IV.
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3.7. Prediction of the Speciﬁc Activity of the HisDapGalNAcT2
The speciﬁc activity of the puriﬁed HisDapGalNAcT2 was determined following the activity
assay described by Lauber et al. [6]. Three LVs were selected for the resulting PLS model predicting the
speciﬁc activity of the HisDapGalNAcT2. The considerably low R2 cal of 0.654 and R2 CV of 0.591 did
not meet the requirements described earlier, where correlation coefﬁcients of >0.9 were aimed for
(Table 1). However, a low RMSE for calibration and prediction, together with a low number of
LVs, was accomplished for the selected model. The deviation of the data from the target line in the
measured versus predicted plot (Figure 5A) was smaller for runs I and II than for cultivation run III.
Nevertheless, it was possible to accept the model since 99.4% of the x-data variance and 99.3% of
the y-data variance was captured. The scores plot showed that the EEMs of all four fermentations
behaved similar after preprocessing of the raw data by background subtraction (Figure 5B). The three
cultivations which were included in the model calibration covered ﬁnal speciﬁc activities from 276 to
426 pmol·min−1 ·μg−1 . Knowing that the cell factory showed a certain biological diversity supports the
need for in situ monitoring, since the ofﬂine analytics are too time-intensive, and even small variations
of the process due to the medium storage or the use of a different enzyme lots had an impact on the
cell factory. The speciﬁc activity of the enzyme increased strongly within the two hours after booster
and glucoamylase addition (Figure 5C–F), as it was also observed for the soluble HisDapGalNAcT2 to
dry matter ratio. The results showed that the extraction of soluble protein from the cell lysate followed
by the activity assay was prone to errors in the case of low cell concentrations and, therefore, also low
enzyme concentrations. Outliers were predominantly suspected for samples with OD600 values < 5.
Consequentially only speciﬁc activities determined for samples with OD600 values > 5 were used for
model calibration. It was assumed, that at this point the chaperones were expressed in a sufﬁcient
quantity to obtain the active conformation of the glycosyltransferase. This resulted in a limitation of the
selected PLS model, which was already suspected due to the low correlation coefﬁcients. The accuracy
of the calibration models is always dependent on the accuracy of assay or the method used for the
analysis of the respective response variable. Therefore, the prediction of difﬁcult-to-access process
parameters remains a challenge. However, the data supported the earlier described assumption of
a slow growth rate and preventing the cells from a metabolism overﬂow supported the constant
accumulation of soluble glycosyltransferase in the cytoplasm [7]. Fluorescence EEMs recorded during
cultivation run IV were used to test the soft sensor regarding the online predictability of the cell factory
performance. A speciﬁc activity of 280 pmol·min−1 ·μg−1 was determined for the HisDapGalNAcT2
at the end of cultivation run IV. Furthermore, a speciﬁc activity of 265.5 ± 3.2 pmol·min−1 ·μg−1 was
predicted based on the PLS model and the EEM recorded during the last 30 min of the cultivation
(Figure 5F). This was a promising result, since a RSMEP of 33.5 pmol·min−1 ·μg−1 and a RMSEC of
only 30.7 pmol·min−1 ·μg−1 was calculated for this soft sensor (Table 1).

10

Bioengineering 2016, 3, 32

Figure 5. PLS model for the prediction of the speciﬁc activity of HisDapGalNAcT2. (A) The predicted
versus reference plot of the PLS Model with three LVs. (B) The score values of all EEMs calculated for
LV1 and LV2 are shown in the scores plot. (C–F) Ofﬂine (circles) and predicted (dashed line) values
based on the PLS model are shown for cultivation I–IV. Only samples taken from the bioreactor with a
determines OD600 > 5.0 were used as input data for the model, since a high number of possible outliers
(closed circles) were identiﬁed for samples with lower OD600 values.

4. Conclusions
The speciﬁc activity measurements indicated that the complex and interlinked expression of
glycosyltransferase and chaperones was extremely sensitive to process variations. The results
suggested that the slower growth of the recombinant E. coli SHufﬂe® T7 strain in EnPresso® B medium
slowed down the protein expression and presumably enabled the chaperone-mediated folding and
disulﬁde-bound formation [13]. It was feasible to set up a reliable in situ monitoring for OD600 and
acetate concentrations. To provide a PLS model for the prediction of glucose concentrations was
challenging. The glucose release and therefore the glucose concentrations in the medium were not
only dependent on the glucose consumption by the cells but also on the amylase activity. Furthermore,
the development of a soft sensor for in situ prediction of the soluble protein content in the cells and
the speciﬁc activity of HisDapGalNAcT2 was complex. One drawback in this context was that the
speciﬁc activity of the enzyme had to be measured after puriﬁcation from an E. coli cell lysate prior to
PLS modeling. The results indicate that the use of more datasets might be beneﬁcial for the calibration
of such PLS models. Moreover, an improved assay for the determination of the speciﬁc activity of
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HisDapGalNAcT2 might facilitate the model calibration. Nevertheless, the study pointed out that
time-consuming and costly ofﬂine analysis might be rendered unnecessary for complex expression
systems in the near future.
Supplementary Materials: The following are available online at http://www.mdpi.com/2306-5354/3/4/32/s1,
Figure S1: E. coli Shufﬂe® T7 cell factory LB-medium fed-batch process. OD600 , as well as glucose and acetate,
concentrations were measured ofﬂine. The glucose target concentration for the feed was 1 g·L−1 . The cell factory
was induced following the same protocol as described for the EnPresso® B medium. Only negligible amounts of
glycosyltransferase were formed and the fermentation was stopped after increased inclusion body accumulation
was observed and the E. coli cell morphology changed.
Acknowledgments: This research was supported by the German Federal Ministry of Education and Research
(Grant No. 0315342A) and by the Cooperative Research Training Group Pharmaceutical Biotechnology stated by
the Postgraduate Scholarships Act of the Ministry for Science, Research and Arts of the federal state government
of Baden-Württemberg, Germany. In addition the authors are grateful to Lloyd W. Ruddock for providing the
project with essential plasmids.
Author Contributions: Karen Schwab (K.S.) and Jennifer Lauber (J.L.) contributed to the conception and design of
the study, performed experimental work and participated in data analysis. Friedemann Hesse (F.H.) contributed
to the conception and design of the study. K.S., J.L. and F.H. made contributions to the writing of the manuscript.
All authors read and approved the ﬁnal manuscript.
Conﬂicts of Interest: The authors declare no conﬂict of interest.

References
1.

2.
3.
4.
5.
6.
7.
8.

9.

10.
11.
12.
13.
14.

Lobstein, J.; Emrich, C.A.; Jeans, C.; Faulkner, M.; Riggs, P.; Berkmen, M. Shufﬂe, a novel Escherichia coli
protein expression strain capable of correctly folding disulﬁde bonded proteins in its cytoplasm.
Microb. Cell Fact. 2012, 11, 753. [CrossRef] [PubMed]
Wong, J.W.; Ho, S.Y.; Hogg, P.J. Disulﬁde bond acquisition through eukaryotic protein evolution.
Mol. Biol. Evol. 2011, 28, 327–334. [CrossRef] [PubMed]
Stock, J.; Rauch, B.; Roseman, S. Periplasmic space in salmonella typhimurium and Escherichia coli.
J. Biol. Chem. 1977, 252, 7850–7861. [PubMed]
Ritz, D.; Lim, J.; Reynolds, C.M.; Poole, L.B.; Beckwith, J. Conversion of a peroxiredoxin into a disulﬁde
reductase by a triplet repeat expansion. Science 2001, 294, 158–160. [CrossRef] [PubMed]
Stewart, E.J.; Åslund, F.; Beckwith, J. Disulﬁde bond formation in the Escherichia coli cytoplasm: An in vivo
role reversal for the thioredoxins. EMBO J. 1998, 17, 5543–5550. [CrossRef] [PubMed]
Lauber, J.; Handrick, R.; Leptihn, S.; Dürre, P.; Gaisser, S. Expression of the functional recombinant human
glycosyltransferase galnact2 in Escherichia coli. Microb. Cell Fact. 2015, 14, 3. [CrossRef] [PubMed]
Hortsch, R.; Weuster-Botz, D. Growth and recombinant protein expression with Escherichia coli in different
batch cultivation media. Appl. Microbiol. Biotechnol. 2011, 90, 69–76. [CrossRef] [PubMed]
Hoffmann, F.; van den Heuvel, J.; Zidek, N.; Rinas, U. Minimizing inclusion body formation during
recombinant protein production in Escherichia coli at bench and pilot plant scale. Enzym. Microb. Technol.
2004, 34, 235–241. [CrossRef]
Luchner, M.; Striedner, G.; Cserjan-Puschmann, M.; Strobl, F.; Bayer, K. Online prediction of product titer
and solubility of recombinant proteins in Escherichia coli fed-batch cultivations. J. Chem. Technol. Biotechnol.
2015, 90, 283–290. [CrossRef]
Cruz, M.V.; Sarraguça, M.C.; Freitas, F.; Lopes, J.A.; Reis, M.A.M. Online monitoring of P(3HB) produced
from used cooking oil with near-infrared spectroscopy. J. Biotechnol. 2015, 194, 1–9. [CrossRef] [PubMed]
Lindemann, C.; Marose, S.; Nielsen, H.O.; Scheper, T. 2-dimensional ﬂuorescence spectroscopy for on-line
bioprocess monitoring. Sens. Actuators B Chem. 1998, 51, 273–277. [CrossRef]
Mazarevica, G.; Diewok, J.; Baena, J.R.; Rosenberg, E.; Lendl, B. On-line fermentation monitoring by
mid-infrared spectroscopy. Appl. Spectrosc. 2004, 58, 804–810. [CrossRef] [PubMed]
Jain, G.; Jayaraman, G.; Kökpinar, Ö.; Rinas, U.; Hitzmann, B. On-line monitoring of recombinant bacterial
cultures using multi-wavelength ﬂuorescence spectroscopy. Biochem. Eng. J. 2011, 58–59, 133–139. [CrossRef]
Schwab, K.; Amann, T.; Schmid, J.; Handrick, R.; Hesse, F. Exploring the capabilities of ﬂuorometric online
monitoring on cho cell cultivations producing a monoclonal antibody. Biotechnol. Prog. 2016. [CrossRef]
[PubMed]

12

Bioengineering 2016, 3, 32

15.

16.
17.
18.
19.
20.
21.
22.

23.

24.

25.

26.

27.

28.
29.
30.

31.

Teixeira, A.P.; Portugal, C.A.M.; Carinhas, N.; Dias, J.M.L.; Crespo, J.P.; Alves, P.M.; Carrondo, M.J.T.;
Oliveira, R. In situ 2D ﬂuorometry and chemometric monitoring of mammalian cell cultures.
Biotechnol. Bioeng. 2009, 102, 1098–1106. [CrossRef] [PubMed]
Mercier, S.M.; Diepenbroek, B.; Dalm, M.C.; Wijffels, R.H.; Streeﬂand, M. Multivariate data analysis as a pat
tool for early bioprocess development data. J. Biotechnol. 2013, 167, 262–270. [CrossRef] [PubMed]
Wold, S.; Esbensen, K.; Geladi, P. Principal component analysis. Chemom. Intell. Lab. Syst. 1987, 2, 37–52.
[CrossRef]
Wold, S.; Sjöström, M.; Eriksson, L. PLS-regression: A basic tool of chemometrics. Chemom. Intell. Lab. Syst.
2001, 58, 109–130. [CrossRef]
Duggan, D.E.; Bowman, R.L.; Brodie, B.B.; Udenfriend, S. A spectrophotoﬂuorometric study of compounds
of biological interest. Arch. Biochem. Biophys. 1957, 68, 1–14. [CrossRef]
Marose, S.; Lindemann, C.; Scheper, T. Two-dimensional ﬂuorescence spectroscopy: A new tool for on-line
bioprocess monitoring. Biotechnol. Prog. 1998, 14, 63–74. [CrossRef] [PubMed]
Haack, M.B.; Eliasson, A.; Olsson, L. On-line cell mass monitoring of saccharomyces cerevisiae cultivations
by multi-wavelength ﬂuorescence. J. Biotechnol. 2004, 114, 199–208. [CrossRef] [PubMed]
Hisiger, S.; Jolicoeur, M. A multiwavelength ﬂuorescence probe: Is one probe capable for on-line monitoring
of recombinant protein production and biomass activity? J. Biotechnol. 2005, 117, 325–336. [CrossRef]
[PubMed]
Ganzlin, M.; Marose, S.; Lu, X.; Hitzmann, B.; Scheper, T.; Rinas, U. In situ multi-wavelength ﬂuorescence
spectroscopy as effective tool to simultaneously monitor spore germination, metabolic activity and
quantitative protein production in recombinant aspergillus niger fed-batch cultures. J. Biotechnol. 2007, 132,
461–468. [CrossRef] [PubMed]
Rossi, D.M.; Solle, D.; Hitzmann, B.; Ayub, M.A.Z. Chemometric modeling and two-dimensional ﬂuorescence
analysis of bioprocess with a new strain of klebsiella pneumoniae to convert residual glycerol into
1,3-propanediol. J. Ind. Microbiol. Biotechnol. 2012, 39, 701–708. [CrossRef] [PubMed]
Hantelmann, K.; Kollecker, M.; Hull, D.; Hitzmann, B.; Scheper, T. Two-dimensional ﬂuorescence
spectroscopy: A novel approach for controlling fed-batch cultivations. J. Biotechnol. 2006, 121, 410–417.
[CrossRef] [PubMed]
Ödman, P.; Johansen, C.L.; Olsson, L.; Gernaey, K.V.; Lantz, A.E. On-line estimation of biomass, glucose and
ethanol in saccharomyces cerevisiae cultivations using in-situ multi-wavelength ﬂuorescence and software
sensors. J. Biotechnol. 2009, 144, 102–112. [CrossRef] [PubMed]
Van Dat Nguyen, F.H.; Salo, K.E.; Enlund, E.; Zhang, C.; Ruddock, L.W. Pre-expression of a sulfhydryl
oxidase signiﬁcantly increases the yields of eukaryotic disulﬁde bond containing proteins expressed in the
cytoplasm of E. coli. Microb. Cell Fact. 2011, 10, 1. [CrossRef] [PubMed]
Wise, B.M.; Gallagher, N.B.; Bro, R.; Shaver, J.M. PLS Toolbox 3.0; Eigenvector Research Inc.: Manson, WA,
USA, 2003; Volume 171.
Wold, S. Chemometrics; what do we mean with it, and what do we want from it? Chemom. Intell. Lab. Syst.
1995, 30, 109–115. [CrossRef]
Panula-Perälä, J.; Siurkus, J.; Vasala, A.; Wilmanowski, R.; Casteleijn, M.G.; Neubauer, P. Enzyme controlled
glucose auto-delivery for high cell density cultivations in microplates and shake ﬂasks. Microb. Cell Fact.
2008, 7, 31. [CrossRef] [PubMed]
Diaz Ricci, J.C.; Hernández, M.E. Plasmid effects on Escherichia coli metabolism. Crit. Rev. Biotechnol. 2000,
20, 79–108. [CrossRef] [PubMed]
© 2016 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

13

bioengineering
Article

Estimating Extrinsic Dyes for Fluorometric Online
Monitoring of Antibody Aggregation in CHO
Fed-Batch Cultivations
Karen Schwab * and Friedemann Hesse
Institute of Applied Biotechnology, Biberach University of Applied Science, 77781 Biberach, Germany;
hesse@hochschule-bc.de
* Correspondence: karen.schwab@gmail.com; Tel.: +49-7351-582-441
Academic Editor: Christoph Herwig
Received: 24 June 2017; Accepted: 17 July 2017; Published: 24 July 2017

Abstract: Multi-wavelength ﬂuorescence spectroscopy was evaluated in this work as tool for real-time
monitoring of antibody aggregation in CHO fed-batch cultivations via partial least square (PLS)
modeling. Therefore, we used the extrinsic ﬂuorescence dyes 1-anilinonaphthalene-8-sulfonate (ANS),
4,4 -bis-1-anilinonaphthalene-8-sulfonate (Bis-ANS), or Thioﬂavin T (ThT) as medium additives.
This is a new application area, since these dyes are commonly used for aggregate detection
during formulation development. We determined the half maximum inhibitory concentrations
of ANS (203 ± 11 μmol·L−1 ), Bis-ANS (5 ± 0.5 μmol·L−1 ), and ThT (3 ± 0.2 μmol·L−1 ), and
selected suitable concentrations for this application. The results showed that the emission signals of
non-covalent dye antibody aggregate interaction superimposed the ﬂuorescence signals originating
from feed medium and cell culture. The ﬂuorescence datasets were subsequently used to build
PLS models, and the dye-related elevated ﬂuorescence signals dominated the model calibration.
The soft sensors based on ANS and Bis-ANS signals showed high predictability with a low error
of prediction (1.7 and 2.3 mg·mL−1 aggregates). In general, the combination of extrinsic dye and
used concentration inﬂuenced the predictability. Furthermore, the ThT soft sensor indicated that the
intrinsic ﬂuorescence of the culture might be sufﬁcient to predict antibody aggregation online.
Keywords: antibody
spectroscopy; CHO

aggregation;

ANS;

bioprocess

monitoring;

Bis-ANS;

fluorescence

1. Introduction
One objective of process analytical technology (PAT) is to improve process understanding at any
process step by identifying the related critical process parameters (Food and Drug Administration
2004). One possibility to gain a better understanding of cultivation processes in bioreactors is the
implementation of online monitoring based on spectroscopic soft sensors [1]. However, spectroscopic
data cannot be interpreted by univariate statistical techniques, which are mostly applied to access
industrial data sets [2]. Multivariate data analysis has to be used to extract the required information
from the huge dataset [3,4]. The most common approach is to use partial least square regression
(PLSR) to interpret the data. The underlying algorithm is capable of extracting a linear dependency
of an x-dataset and the corresponding y-dataset [5]. Ofﬂine measured response variables such as
substrate, metabolites, and viable cell concentration can be used as y-dataset. The x-dataset mostly
consists of large, noisy, and highly redundant data recorded by the spectroscopic sensors. The resulting
PLSR model can be used for online and real-time prediction of the respective response variables.
Among the available spectroscopic techniques [6–8], 2D ﬂuorescence spectroscopy (2DFS) proved
to be a reliable method which allowed online monitoring of viable cell concentrations as well as
Bioengineering 2017, 4, 65
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product and metabolite concentrations in mammalian cell batch and fed-batch cultivations with
non-ﬂuorescent feed [9]. Ohadi et al. (2014) described that it is possible to predict key process
parameters at-line in Chinese hamster ovary cell (CHO) shake ﬂask cultures [10]. Schwab et al. (2016)
proved that it was possible to predict ﬂuorescent and non-ﬂuorescent key process parameters
online in CHO fed-batch cultivations with highly ﬂuorescent feed medium. So far, however, none
of the existing studies have focused on online monitoring of product quality parameters during
upstream processing (USP). One example of an important quality parameter which is reported
to be an issue throughout the whole monoclonal antibody (mAb) production process is product
aggregation [11]. MAb aggregates are known to reduce drug performance and can cause anaphylactic
reactions [12]. It was shown by various groups that mAb aggregation can already occur during
USP, since aggregation can be inﬂuenced by medium components, ionic strength, pH control, and
temperature shift [13–15]. Paul et al. (2015) analyzed mAb aggregates directly in CHO cell culture
supernatant via size exclusion chromatography, and reported roughly 77% aggregated mAb [16].
A high aggregate content during USP might eventually reduce the overall yield and increase the
burden on downstream processing. The intrinsic ﬂuorescence of proteins is based on the aromatic
amino acids tryptophan, tyrosine, and phenylalanine, and Ohadi et al. (2015) proved that it is
possible to use the intrinsic ﬂuorescence of the mAb in combination with chemometric modeling in
order to identify aggregate levels in puriﬁed protein samples at-situ [17,18]. Therefore, ﬂuorometric
online monitoring of mAb aggregation in CHO fed-batch cultivations should be possible in principle.
However, it was suspected that the ﬂuorescence signals of medium, feed medium, and cells could
possibly outbalance the emission signal changes related to mAb aggregate formation. Therefore, the
ﬂuorescence dyes 4,4 -bis-1-anilinonaphthalene-8-sulfonate (Bis-ANS) and its monomeric analogue
1-anilinonaphthalene-8-sulfonate (ANS) along with thioﬂavin T (ThT) were used in this study. These
extrinsic dyes show low ﬂuorescence signals in aqueous solution, but the ﬂuorescence signals increase
upon non-covalent binding to partially unfolded or aggregated proteins [16,19]. Extrinsic dyes
are usually applied as ﬂuorescent markers in tissue sections, protein puriﬁcation, and formulation
development [20–23]. However, Paul et al. (2015) have already applied ANS and Bis-ANS for the
detection of aggregated mAb in cell-free CHO culture supernatant. They reported that speciﬁc regions
of the recorded excitation emission matrices (EEM) showed increased ﬂuorescence signals which were
directly related to increased aggregate concentrations [16]. Furthermore, these dyes can be solved in
water instead of ethanol or DMSO like Congo red, Nile red, and DCVJ [23]. Nevertheless, none of
these dyes have been used thus far as additive to mammalian cell cultivations in order to measure
protein aggregation.
In this context, the current study aims to demonstrate that 2DFS in combination with extrinsic
ﬂuorescence dyes can be used for real-time monitoring of mAb aggregation during CHO fed-batch
cultivations. Therefore, half maximum inhibitory concentrations (IC50) had to be determined for the
extrinsic ﬂuorescence dyes ANS, Bis-ANS, and ThT in CHO cultivations. The dyes created additional
emission signals in the EEM which were used to build PLSR models for the prediction of mAb
aggregate concentrations. The challenge was to estimate the concentrations for each dye that allowed
the calibration of a reliable PLSR model. The resulting soft sensors were compared regarding their
predictive capability and susceptibility to disturbance by feed additions. Based on the results, we
evaluated which extrinsic dye was most suitable and can be used for real-time monitoring of mAb
aggregation in CHO fed-batch cultivations.
2. Materials and Methods
2.1. Cell Line, Medium, and Culture Conditions
The CHO DG44 cell line expressing an aggregation-prone mAb was used as model system.
The cells were seeded at 2–4 × 105 mL−1 in SFM4CHO medium (GE Healthcare, Chicago, IL, USA),
incubated at 37 ◦ C and 5% CO2 , and passaged every 3–4 days. Glucose and L-glutamine (Life
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Technologies, Carlsbad, CA, USA) were added to the medium upon usage. All chemicals were ordered
from Roth (Karlsruhe, Germany) if not stated otherwise.
2.2. IC50 Experiments
Stock solutions of 3 mmol·L−1 ANS, 1 mmol·L−1 Bis-ANS, and 2 mmol·L−1 ThT (Sigma-Aldrich,
Taufkirchen, Germany) in SFM4CHO were prepared and sterile ﬁltered with 0.2 μm (Phenomenex,
Torrance, CA, USA). The following dye concentration ranges were used for toxicity evaluation:
(a) 0–400 μmol·L−1 ANS; (b) 0–80 μmol·L−1 Bis-ANS; and (c) 0–20 μmol·L−1 ThT. Exponentially
growing CHO cells were spun down, diluted in fresh medium, and seeded with a ﬁnal cell
concentration of 4 × 105 mL−1 (n = 3) in 24-well plates with a ﬁnal volume of 2 mL (Greiner Bio-one,
Frickenhausen, Germany). The ﬂuorescence dyes were directly supplied to the wells together with the
medium containing 5 g·L−1 glucose and 4 mmol·L−1 L-glutamine. The plates were covered with breath
seals (Greiner Bio-one, Frickenhausen, Germany) in addition to the lit and incubated in a shaker with
a maximum deﬂection of 4 mm (Kuhner, Basel, Switzerland). The ﬁnal viable cell concentrations and
viabilities were determined after 72 h cultivation using a FACSCalibur ﬂow cytometer (DB Bioscience,
San Jose, CA, USA), following the propidium iodide staining protocol proposed by Cummings and
Schnellmann [24].
2.3. Fed-Batch Cultures with Fluorescence Dyes
Three fed-batch cultivations were performed for each dye, and the details are listed in Table 1.
The fed-batch cultivations were inoculated with a cell concentration of 10 × 105 mL−1 . A 2-L benchtop
bioreactor BIOSTAT® Bplus (Sartorius, Göttingen, Germany) was used, and the temperature was
kept constant at 37 ◦ C. The dissolved oxygen saturation was kept at 60% through sparging with
an aeration rate of 0.25 vvm, while pH 7 was maintained through CO2 or 1 M NaOH addition.
The culture was stirred at 100 rpm, and the glucose target concentration for feeding was set between
0.8–1.2 g·L−1 . Cell Boost 6 (4% w/v) (GE Healthcare, Chicago, IL, USA) was solved in deionized
water and supplemented to the bioreactor continuously as glucose feed. The feed rate was adjusted
depending on the glucose consumption rates. Likewise, L-glutamine was diluted in SFM4CHO
(100 mmol·L−1 ) and added as a bolus feed when required to keep the concentrations ≥0.8 mmol·L−1 .
The extrinsic dyes were added to the bioreactor 67 ± 4 h after the inoculation, with a ﬁnal concentration
of either 100 μmol·L−1 ANS, 2 μmol·L−1 Bis-ANS, or 2 μmol·L−1 ThT. Glucose and L-glutamine feeds
contained the same ﬂuorescence dye concentration as the cell culture.
Table 1. Culture conditions for all fed-batch fermentations expressing a full-size monoclonal
antibody in the presence of extrinsic dyes. ANS: 1-anilinonaphthalene-8-sulfonate; Bis-ANS:
4,4 -bis-1-anilinonaphthalene-8-sulfonate; mAb: monoclonal antibody; Th T: thioﬂavin T.
Start Concentration
Cultivation

Glucose
(g·L−1 )

Glutamine
(mmol·L−1 )

Cultivation
Time (h)

Time of Dye
Addition (h)

XV max
(×106 mL−1 )

mAb
(mg·L−1 )

Aggregated mAb
(mg·L−1 )

ANS I
ANS II
ANS III
Bis-ANS I
Bis-ANS II
Bis-ANS III
Th T I
Th T II
Th T III

1.63
1.90
2.84
1.92
2.37
2.40
1.99
1.93
2.84

1.26
1.75
2.03
2.14
1.93
2.02
2.08
1.91
2.03

208
208
212
161
165
215
204
209
214

64
63
74
66
69
70
63
68
67

5.06
4.33
3.38
4.86
4.55
3.00
4.86
4.06
3.67

95
89
88
61
57
71
58
65
59

60
61
59
41
40
45
42
48
43

2.4. Ofﬂine Analytics
The antibody concentration was determined with protein A HPLC using a POROS® 20 μm
column (Thermo Fisher Scientiﬁc, Waltham, MA, USA) and the UltiMate 3000 system (Thermo Fisher
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Scientiﬁc, Waltham, MA, USA). The mAb aggregate concentration in the cell culture samples was
determined with SE-HPLC using the Agilent 1100 system (Agilent Technologies, Santa Clara, CA,
USA). A MAbPac SEC-1 column (Thermo Fisher Scientiﬁc, Waltham, MA, USA) was used, following
the method described by Paul et al. (2014) for the direct determination of mAb aggregate concentration
in cell culture samples [25]. L-glutamine and glucose concentrations were determined enzymatically
with the KonelabTM 20 XT (Thermo Fisher Scientiﬁc, Waltham, MA, USA) using the L-glutamine
kit (Thermo Fisher Scientiﬁc, Waltham, MA, USA) and the Glucose HK kit (Thermo Fisher Scientiﬁc,
Waltham, MA, USA), respectively. Cells were counted using a Cedex XS analyzer (Roche, Basel,
Switzerland) and trypan blue exclusion.
2.5. Online Data Collection
The multi-wavelength EEMs were recorded with the BioView® sensor (Delta, Hørsholm,
Denmark), using a ﬁber optic assembly for the 19 mm port. A gain of 1300 and a measurement
interval of 15 min were set, and the glass vessels were covered with blackout material. Excitation
wavelengths from 270–550 nm and emission wavelengths ranging from 310–590 nm in 20 nm steps
were used to record the EEMs. The resulting ﬂuorescence datasets were exported vectorized into
two-way arrays containing 120 excitation/emission wavelength pairs (λex/em ) per EEM. A detailed
description of the instrument can be found elsewhere [26–28].
2.6. Chemometric Modeling and Data Preprocessing
All chemometric methods were performed using MatLab version 8.4.0 (MathWorks, Natick, MA,
USA) in combination with the PLS-toolbox version 7.9.5 (Eigenvector Research Ing., Manson, WA,
USA) and a detailed description of the chemometric method can be found elsewhere [5,29]. The EEMs
of all fed-batch cultivations were preprocessed with multiplicative signal correction (MSC). This was
followed by an external parameter orthogonalization (EPO) ﬁltering method with one principal
component [30] (Table 2) for cultivations containing ANS and Bis-ANS. No further preprocessing
was applied to datasets from cultivations containing ThT. The SIMPLS algorithm was used for PLSR
modeling. EEMs and corresponding ofﬂine measured aggregate concentrations were used as input for
the model generation. Only EEMs and corresponding ofﬂine data recorded after dye addition were
used for PLSR modeling. The samples were randomly split into a calibration and a validation dataset
(66–34%) using the onion method. The resulting models were selected with the aim of minimizing
the RSME of calibration (RMSEC), cross-validation (RMSECV), and prediction (RMSEP) with the
preferably lowest possible number of latent variables (LV) [29]. MAb aggregate concentrations were
predicted based on all EEMs recorded during the cultivation and the selected chemometric models.
Quality parameters of the selected models are listed in Table 2.
Table 2. Partial least square regression (PLSR) modeling results for the prediction of aggregated mAb
concentrations. EPO: External parameter orthogonalization; MSC: multiplicative signal correction.
Calibration
Extrinsic Dye

Preprocessing

LV

ANS
Bis-ANS
ThT

MSC (mean) EPO (1 PC)
MSC (mean) EPO (1 PC)
MSC (mean)

5
5
6

R2

cal

RMSEC
[mg·mL−1 ]

0.97
0.96
0.92

1.1
1.9
2.2

Cross-Validation
R2

CV

0.94
0.89
0.85

Prediction

RMSECV
[mg·mL−1 ]

R2

2.6
3.2
3.0

0.97
0.92
0.85

P

RMSEP
[mg·mL−1 ]
1.7
2.3
3.1

3. Results
3.1. IC50 Experiments
CHO cells were seeded in microtiter plates and cultivated in the presence of ANS, Bis-ANS, and
ThT. Viable cell concentrations and viabilities were determined after a cultivation time of 72 h using
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ﬂow cytometry and propidium iodide staining. The viable cell concentrations were plotted against the
logarithmic concentration of the particular dye. Sigmoid curves were ﬁtted to the data points, and the
respective IC50s were calculated (Figure 1A–C). ANS with a calculated IC50 of 203 ± 11 μmol·L−1
was less toxic than the other dyes. In comparison, an IC50 of 5 ± 0.5 μmol·L−1 was calculated for
its dimeric analogue Bis-ANS, and an even lower IC50 of 3 ± 0.2 μmol·L−1 was calculated for ThT.
The sigmoid curve ﬁt was also used for the viability data (Figure 1D–F). This made the comparison
of cell concentrations and cell viabilities at half maximum inhibitory dye concentration possible.
A viability of 80% was calculated for the IC50 concentration of ANS. Furthermore, a viability of 91%
was determined for an IC50 concentration of Bis-ANS or ThT. This showed that the cell growth was
already reduced compared to the control experiment without dye, but the viability was not affected in
the same way.

Figure 1. Cell concentration after 72 h cultivation in the presence of ANS (IC50 of 203 ± 11 μmol·L−1 ),
Bis-ANS (IC50 of 5 ± 0.5 μmol·L−1 ) and ThT (IC50 of 3 ± 0.2 μmol·L−1 ) (A–C) and the corresponding
viabilities (D–F) are shown. A sigmoid curve ﬁt was performed in order to determine the corresponding
IC50s (indicated by red stars). Arrows indicate the dye concentrations that were used later in the
fed-batch processes.

3.2. Online Monitoring Based on Extrinsic Fluorescence
CHO cells expressing an aggregation-prone mAb were cultivated in 2-L bioreactors in fed-batch
mode containing 100 μmol·L−1 ANS, 2 μmol·L−1 Bis-ANS, or 2 μmol·L−1 ThT, respectively, as medium
additives. The cultivations were inoculated with high cell concentrations, and the extrinsic dyes
were added after 67 ± 4 h in order to ensure antibody concentrations ≥20 mg·L−1 . The selected
dye concentrations were expected to be high enough to create additional recognizable ﬂuorescence
signals in the EEM. It was furthermore anticipated that these additional emission signals facilitate
the calibration of PLSR models for the online prediction of mAb aggregate concentrations in CHO
fed-batch cultivations. Culture conditions as well as dye and substrate concentrations in medium and
feed are stated in Table 1. Samples were drawn from the bioreactor, and product concentrations and
aggregate levels were determined following the method described by Paul et al. (2014) [25]. The PLSR
models were calibrated with data recorded after dye addition. The ﬁnal models were selected based
on the quality parameters listed in Table 2 and their ability to predict the response variable based on
the additionally recorded EEMs during cultivation. The trajectories on the scores plot of cultivations
that contained either ANS or Bis-ANS showed a straight evolvement over the ﬁrst two latent variables
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(LVs) (Figure 2A,B). Contrary to this, trajectories of the ThT cultivations indicated that besides the
emission signals related to ThT, signals derived from CHO cells, medium, and feed also had an impact
on the model (Figure 2C). This was demonstrated through the differences between the trajectories of
the three fed-batch cultivations. It was not possible to increase the model quality through extensive
preprocessing. Furthermore, outliers were identiﬁed in the scores plot of cultivation run III containing
ThT. They were related to interfering light at the end of the cultivation (Figure 2C).

Figure 2. Scores plots of the PLS models for the prediction of aggregated mAb containing either
(A) 100 μmol·L−1 ANS; (B) 2 μmol·L−1 Bis-ANS; or (C) 2 μmol·L−1 ThT. Dashed arrows indicate the
development of the trajectories over cultivation time (only every 20th data point is shown). Furthermore,
corresponding variable importance in projection (VIP) scores plots of the respective PLSR models are
given in (D–F), respectively. LV: latent variable.

A direct comparison of the different PLS models can be done by comparing the respective
variable importance in projection (VIP) scores plots. The importance of each wavelength pair for the
projection in the model is shown by the VIP scores plots. Each recorded EEM can be vectorized into
120 wavelength pairs. Accordingly, the resulting PLSR model consisted of 120 variables. Variables
with VIP scores close to 1 or higher are considered as important for the model [27,31]. The highest VIP
scores in all three PLSR models were determined for the area between variable 66–105 (λex 370–450 nm
and λem 410–590 nm) of the VIP scores plot (Figure 2D–F). Furthermore, a second area between
variable 16 and 28 (λex 290 nm and λem 350–570 nm) showed VIP values close to one. More than
99% of the x- and y-variance were captured by 1 LVs of the PLSR models computed for cultivations
containing ANS or Bis-ANS. However, R2 cal and R2 CV improved with the implementation of more LVs
in both cases. Therefore, ﬁve LVs were selected for both models in order to meet the above proposed
criteria of low RMSE’s, R2 ’s close to 1, together with the lowest possible number of LVs. Over 99% of
the x-variance was already explained by LV1 of the ThT model, but only 95.2% of the variance in
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the y-dataset was captured. Furthermore, the R2 cal of this model improved with ﬁve additional
LVs from <0.7 to 0.92. In general, the predicted and ofﬂine values of all cultivations and all models
showed a close ﬁt to the target line of the predicted versus measured plots (Figure 3). The PLSR model
calculated for cultivations containing ANS showed the best correlations between ofﬂine values and
predicted mAb aggregate concentrations (Figure 3A). An RMSEP of 1.7 mg·L−1 aggregated mAb was
calculated for this model (Table 2). The Bis-ANS model performed in a similar way, but a higher
RMSEP of 2.3 mg·L−1 mAb aggregates was calculated. Furthermore, an RMSEP of 3.1 mg·L−1 mAb
aggregates was calculated for the ThT model. EEMs not included in the model calibration were used
in a next step as input data for the aggregate prediction. Overall, a good correlation between measured
and predicted values was observed (Figure 3), with some exception for Bis-ANS cultivation III and ThT
cultivation III. For ThT cultivation III, the prediction assumed a rapid increase in product aggregation
prior to harvest. For Bis-ANS cultivation III, the prediction indicated an increase in mAb aggregates,
whereas the ofﬂine measured values suggested decreasing values.

Figure 3. Correlation plots as a practical test by comparing ofﬂine values and values predicted
based on the PLSR models calculated with the data recorded during three fed-batch cultivations (I–III)
containing (A) 100 μmol·L−1 ANS; (B) 2 μmol·L−1 Bis-ANS; and (C) 2 μmol·L−1 ThT. Ofﬂine measured
measurements (circles), predicted values (red), and corresponding conﬁdence limits of the prediction
based on the calculated errors (black). Plot IV (A–C) shows the predicted versus reference plots of
the resulting PLSR models.
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4. Discussion
4.1. Fluorescence Dye Toxicity
Fluorescence dyes have so far been mainly used in protein puriﬁcation and formulation
development [32–35]. Their inﬂuence on cell growth and viability had to be investigated ﬁrst in order
to determine suitable concentrations of ANS, Bis-ANS, and ThT that can be added to CHO fed-batch
cultures. Suitable dye concentrations were selected for further experiments based on the determined
IC50s as well as on concentrations reported in literature. For example, Hawe et al. (2010) [35] studied
the ability of 5 μmol·L−1 Bis-ANS to detect aggregation in commercially available therapeutic
antibodies formulations. A suitable concentration of 50 μmol·L−1 ANS for the determination of
antibody monomers and oligomers was proposed by Franey et al. (2010) [34]. Amani et al. (2014)
used 10 μmol·L−1 ThT to investigate the inﬂuence of detergents addition on antibody conformation
in formulations. Finally, Paul et al. (2015) used 10 μmol·L−1 Bis-ANS and 100 μmol·L−1 ThT in
their at situ study. Their proposed high-throughput compatible method was able to distinguish
between different amounts of mAb aggregates in cell culture supernatant. Based on literature and
the toxicity experiments, it was expected that concentrations of 100 μmol·L−1 ANS, 2 μmol·L−1
Bis-ANS, and 2 μmol·L−1 ThT would be high enough to generate a distinct additional signal in the
ﬂuorescence scans. It became evident during the study that the selection of suitable dye concentrations
is important, especially for high titer processes. The potential aggregate concentration and the used
dye and its concentration have to be aligned, and might have to be determined for different production
processes accordingly.
4.2. Extrinsic Dye-Related Emission Signals
The areas in the EEMs (λex 370–450 nm and λem 410–590 nm) with increased ﬂuorescence due to
non-covalent dye aggregate interaction were identiﬁed based on the VIP scores plots (Figure 2D–F).
The respective ﬂuorescence areas were in accordance with Hawe et al. (2008b) [23], who proposed
the same wavelengths for the applied dyes. The experiments also showed that ﬂuorescence dye
addition not only added a new emission signal to the EEMs, but also intensiﬁed the ﬂuorescence
signals of the whole scan. This became evident through the direct comparison of the EEM before
and after the addition of the extrinsic dye to the cell culture. In general, the overall ﬂuorescence
signal intensity increased, and the area with the highest emission signals was dependent on the
dye and its concentration (ANS > Bis-ANS > ThT). The resulting PLSR models were built based on
so-called primary effects, since the non-covalent interaction of mAb aggregates and respective dye
creates a ﬂuorescence signal which is directly related to the y-dataset of the model. Interactions of the
ﬂuorescence dye and protein contained in the medium cannot be completely excluded. However, we
already proved in previous work that PLSR models can be built for the prediction of mAb aggregates in
cell culture supernatant using the extrinsic dyes Bis-ANS and ThT [16]. The selected PLSR models were
able to predict the aggregate concentrations based on the recorded EEMs. Furthermore, predicted and
measured concentrations were closely aligned in this work (Figure 3) and in the previously published
work of Paul et al. (2015) [16]. Therefore, it can be concluded that an interaction of dye and media
proteins was either compensated in the PLSR model or it was rather negligible.
4.3. Chemometric Modeling
Fluorescence signals derived from non-covalent interactions between hydrophobic regions of the
mAb aggregates and either ANS or Bis-ANS created high emission signal intensities over a broad range
in the EEMs. These signals were successfully correlated via PLSR to the aggregated mAb concentration.
The ﬂuorescent signals created by these dyes superimposed the ﬂuorescence of feed medium and
cell culture in speciﬁc areas of the EEM, as discussed earlier. This implied that the ﬂuorescent feed
medium had no impact on the ﬂuorescence signals relevant for mAb aggregates. Furthermore, the
score values suggested that the ﬂuorescence increase of certain wavelength pairs was directly related
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to the increasing aggregate concentration. As a result, the calibration of PLSR models for the prediction
of aggregated mAb based on extrinsic signals was feasible. In contrast, ThT was identiﬁed to be more
toxic than ANS or Bis-ANS. Therefore ThT was only used in a rather low concentration compared to
Paul et al. (2015) [16], which resulted in low ﬂuorescence signal intensities in the area of λex 370–450 nm
and λem 410–590 nm. In contrast, the same Bis-ANS concentration generated higher ﬂuorescence
intensities in the same EEM area. However, the dye-related ﬂuorescence signals did not completely
outshine the signals generated through the ﬂuorescent feed medium and cell culture. Therefore,
a second region in the VIP scores plot showed its relevance for the model generation. The area of
λex 290 nm and λem 350–570 nm showed VIP values close to one, which can be related to the intrinsic
ﬂuorescence of the total protein concentration (Figure 2). This supported the assumption that the
chemometric model was based on a combination of extrinsic signals which can also be called primary
effects related to the ﬂuorescence signal of ThT and intrinsic signals, so-called secondary effects of
the culture and medium. We furthermore proved in earlier work that the addition of ﬂuorescent feed
did not hinder model generation [27]. The scores plots and the predictions identiﬁed some EEM of
Bis-ANS cultivation run III and ThT cultivation run III as possible outliers (Figure 3). One reason
could be a biased prediction due to interfering light because of scattering effects [27,36]. Another
explanation could be mAb aggregate precipitation during sample preparation. This was already seen
by Paul et al. (2014) [25], who described that large aggregates can be formed. These higher molecular
weight species might be removed from the sample through centrifugation or ﬁltration. From this study,
it can be concluded that ANS was evaluated as the most promising candidate for this application,
since the PLSR model showed high predictive power. Furthermore, the result indicated that the dye
concentration of 100 mmol·L−1 could even be reduced. However, it is not applicable to use extrinsic
dyes as media components in commercial biopharmaceutical production processes, since this would
trigger questions concerning the product safety. Nevertheless, in some cases it could be beneﬁcial to
use ﬂuorescence dyes to generate dominant signals for the chemometric modeling of mAb aggregate
concentrations. It could be used in scaled-down models during media and process development or
during clone selection screenings. It could be furthermore beneﬁcial for early process development
stages or during troubleshooting in order to identify raw materials that are suspected to trigger protein
aggregation. The use of extrinsic dyes for late-stage process development is not feasible. Therefore,
whether the intrinsic ﬂuorescence of cell culture, medium, and product can be used to set up soft
sensors for the prediction of antibody aggregation must be evaluated in further work.
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Abstract: Successful scale-up of bioprocesses requires that laboratory-scale performance is equally
achieved during large-scale production to meet economic constraints. In industry, heuristic
approaches are often applied, making use of physical scale-up criteria that do not consider cellular
needs or properties. As a consequence, large-scale productivities, conversion yields, or product
purities are often deteriorated, which may prevent economic success. The occurrence of population
heterogeneity in large-scale production may be the reason for underperformance. In this study,
an in silico method to predict the formation of population heterogeneity by combining computational
ﬂuid dynamics (CFD) with a cell cycle model of Pseudomonas putida KT2440 was developed.
The glucose gradient and ﬂow ﬁeld of a 54,000 L stirred tank reactor were generated with the
Euler approach, and bacterial movement was simulated as Lagrange particles. The latter were
statistically evaluated using a cell cycle model. Accordingly, 72% of all cells were found to switch
between standard and multifork replication, and 10% were likely to undergo massive, transcriptional
adaptations to respond to extracellular starving conditions. At the same time, 56% of all cells
replicated very fast, with μ ≥ 0.3 h−1 performing multifork replication. The population showed
very strong heterogeneity, as indicated by the observation that 52.9% showed higher than average
adenosine triphosphate (ATP) maintenance demands (12.2%, up to 1.5 fold). These results underline
the potential of CFD linked to structured cell cycle models for predicting large-scale heterogeneity
in silico and ab initio.
Keywords: computational ﬂuid dynamics; cell cycle model; Lagrange trajectory; scale-up; stirred tank
reactor; population dynamics; energy level

1. Introduction
The physiological state of bacterial cells is strongly dependent on the surrounding conditions.
As outlined in Müller et al. [1], external stress is a key factor inducing the formation of population
heterogeneity, which differs according to growth phenotypes and cell cycle patterns. Moreover,
concentration ﬂuctuations occurring under large-scale mixing conditions have a measurable inﬂuence
on growth and production yield [2–4]. Accordingly, homogeneity of the bacterial population may
be affected, yielding subpopulations that co-exist next to each other [1]. Makinoshima et al. [5]
observed ﬁve and ten cell populations of Escherichia coli during exponential growth and the subsequent
stationary phase, respectively. For Pseudomonas putida, steady-state chemostat cultivation revealed that
industry-like stress conditions induced changes in the cell cycle process. Under stress, deoxyribonucleic
acid (DNA) replication was accelerated in a dose-dependent manner, yielding subpopulations with
different DNA contents [6].
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To investigate whether nutrient gradients of large-scale conditions foster the occurrence of
population heterogeneity, the following concept was formulated. First, large-scale substrate gradients
of a bioreactor should be simulated. Next, the path of bacterial cells through the gradients need to
be tracked, and the resulting growth phenotypes monitored. Then, a cell cycle model can be used
to translate changing growth conditions into cell cycle patterns. Apparently, this approach requires
(i) a sound simulation of large-scale substrate gradients that trigger ‘stress’ in the cells and (ii) the
translation of nutrient availability in growth patterns as a basis of cell cycle modelling. For the latter,
the ﬁndings of Cooper and Helmstetter [7] were applied. They speciﬁed a relationship between
chromosome content and cell cycle phase duration for E. coli B/r and showed that the amount of DNA
varies continuously with the growth rate and substrate availability. Consequently, the durations of the
cell cycle phases are strongly dependent on the environmental conditions.
The cell cycle of bacteria using binary ﬁssion can be divided into three parts: the time for initiation
of replication (B-period), the time required for replication (C-period), and the time between replication
and completed cell division (D-period). C-periods are the longest for slow-growing cells but decrease
to constant values under elevated growth conditions [8]. In order to grow faster, replication and
segregation are separated in time. Most bacteria initiate replication during a previous generation,
leading to multifork replication.
Single-cell analysis by ﬂuorescence-activated cell scanning has proven to be a valuable method
to measure the DNA content from thousands of bacteria and to generate DNA content histograms
for the population [9]. Also, latest lab on a chip techniques are a feasible method for measuring
population heterogeneity [10,11]. Subpopulations with one, two, or more chromosomes can be
detected. Skarstad [12] extended the model of Cooper and Helmstetter to calculate the number of
individuals of E. coli B/r comprising a subpopulation with a speciﬁc DNA content from ﬂow cytometry
data. Furthermore, Skarstad determined the duration of the cell cycle periods for various growth rates.
This was proven to be applicable for P. putida KT2440 as well [6].
It is still challenging to capture the magnitude and frequency of ﬂuctuations in large scale
bioprocesses and to predict the extent of the intracellular response. Several authors have suggested
computational ﬂuid dynamics (CFD) as a tool to provide detailed information of environmental
conditions inside a fermenter. The gas, liquid, and bio phases are often modeled as a continuum by the
Euler-Euler approach [13–15]. Typically, microorganisms react individually to different environmental
conditions; therefore, a continuum description may not be advantageous. An extension of the
Euler-Euler approach for the liquid phase is the use of population balance equations to model the
heterogeneity of a population [16,17]. The incorporation of a detailed intracellular reaction network,
however, demands a high computational effort to solve the complex distribution functions [18,19].
Since the pioneering work of Lapin et al. [20], environmental ﬂuctuations have been studied
from the perspective of microorganisms. The applied Euler-Lagrange approach uses a continuous
representation of the ﬂuid phase (Euler), combined with a segregated description of the cell population
(Lagrange). The bacteria are simulated as particles, which are tracked on their way through the reactor.
Statistical evaluation of these trajectories, denoted as bacterial lifelines, provide valuable information
about substrate ﬂuctuation frequencies experienced by microorganisms [21].
The inﬂuence of these ﬂuctuations on cell cycle dynamics and energy levels has not been
demonstrated yet. Thus, in this study, based on the work of Haringa et al. [21], an extensive statistical
evaluation of bacterial lifelines was performed. Rather conservative operating conditions for the
industrially relevant strain P. putida KT2440 were assumed to investigate the occurrence of and impact
on population homogeneity. The Euler-Lagrange approach was combined with a cell cycle model
of Lieder et al. [6] to gain deeper insights into the behaviors of cell cycle dynamics and individual
distributions during large-scale fermentation.
These ﬁndings present a method to better analyze and understand the heterogeneity caused by
scale up-induced stress stimuli.
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2. Materials and Methods
2.1. Cell Cycle Model
Flow cytometry data ranging from μ = 0.1 h−1 to 0.6 h−1 for P. putida KT2440 were obtained by
Lieder et al. [6] and processed as shown in Figure 1. The data were channeled and displayed as the
frequency distribution of DNA content. The durations of cell cycle phases C (DNA replication) and D
(period between replication and completed cell division) were determined iteratively by minimizing
the deviation between experimental and theoretical DNA histograms. The theoretical DNA content
of an asynchronous, ideal culture in which all cells have equal growth parameters was derived from
the age distribution according to Cooper and Helmstetter [7]. Using this probability density function
for cells of a speciﬁc cell age, Cooper and Helmstetter further calculated the theoretical chromosome
content per cell at a speciﬁc cell age. This model was extended by Skarstad et al. [12] to calculate
the frequency of the occurrence of a speciﬁc DNA content in an interval of ongoing DNA synthesis.
The durations of phases C and D are decisive for the distribution of DNA content. Different values for
C were obtained to ﬁt the experimental histograms for various growth rates. Based on the work of
Lieder [22], a function for C-phase duration, dependent on the growth rate of P. putida KT2440, was
derived. A correlation for C proposed by Keasling et al. [23] was used.


C = Cmin 1 + a eb μ

(1)

where C is the length of the C period, Cmin is the minimal length of the C period, μ represents the
growth rate and a and b are parameters that ﬁt the experimental data. Based on the experimental data
of Lieder et al. [6], the parameter estimation resulted in Cmin = 0.77 h, a = 1.83, and b = 4.88.

Figure 1. Approach for the cell cycle dynamics model. (A) Representative ﬂow cytometry scatter plot
for deoxyribonucleic acid (DNA) content of the growth rate μ = 0.3 h−1 . (B) DNA content over counts
for growth rates ranging from μ = 0.1 h−1 up to μ = 0.6 h−1 . A single genome is indicated by 1, and
double chromosomes by 2. Black lines present experimental data, and blue dashed lines present the
calculation of the cell cycle model. (C) Approximated C-phase duration over growth rate estimated by
the cell cycle model (1% parameter covariance). Black dashed lines indicate the transition regime from
single-forked to multiforked replication. Flow cytometry data obtained by Lieder et al. [6].
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2.2. Numerical Simulation
2.2.1. Geometry and Reactor Setup
In order to generate a pseudostationary glucose gradient of an industrial fed batch fermentation,
a large-scale stirred tank bioreactor was chosen. Precise dimensions and information about the inner
geometry can be found in Appendix A (Figure A1 and Table A1). The main geometry was derived
from Haringa et al. [21] and only slightly modiﬁed for the purpose of this study. With an H/D ratio of
2.57, the total volume was about 54,000 L. The reactor setup included four bafﬂes and a stirrer with
two Rushton agitators. The lower stirring unit was equipped with eight blades, and the middle unit
with six blades. With a stirring rate of 100 rpm, a tip speed of 5–8 m s−1 was reached. The impeller
Reynolds number was 1.8 × 106 , the power number 13.15, and the needed power was 226 kW.
The feeding rate was set as half of the maximum uptake rate qs,max of P. putida with
−1
0.738 kgglc ·kgCDW
·h−1 . Aeration, gas transfer, and oxygen uptake were neglected in this study.
Therefore, no gassing system was installed. A cell concentration of 10 kgCDW ·m−3 was assumed, and a
simple Monod-like kinetic was used to simulate the substrate uptake qs :
qs = qs,max ·

cs
Ks + cs

(2)

where qs,max is the maximum uptake rate, cs is the glucose concentration, and the approximated
substrate speciﬁc uptake constant Ks with 10 mg·L−1 . The maximum uptake rate was calculated with
−1
the biomass substrate yield YXS = 0.40 gs ·gCDW
and the maximum growth rate μ = 0.59 h−1 [22,24].
2.2.2. Simulation Setup
For the numerical simulation, the commercial calculation tool ANSYS Fluent version 17.0 was
used. Using this ﬁnite volume-based ﬂuid dynamic analysis program, the virtual geometry was
built, and spatial discretization was performed. A total of 445,000 numerical cells yielded the same
circulation time as achieved by Haringa et al. [21]. The ﬂow ﬁeld was approximated by solving the
Reynolds-averaged Navier-Stokes (RANS) equations in combination with the standard k-ε model for
turbulence. All surfaces were set as slip boundaries, except for the frictionless top area, which implied
the reactor ﬁlling height. Both impeller units were set to sliding mesh motion to generate a more
realistic ﬂow ﬁeld.
For glucose feed, a separate volume at the top of the reactor was deﬁned, and a constant
mass ﬂow was set. The feed was inserted as mass percentage, with constant pressure and volume.
The hydrodynamic and kinetic was calculated every 10 ms until the overall glucose concentration was
constant and a pseudostationary gradient was reached. Finally, an average ﬂow ﬁeld and glucose
gradient were obtained over 150 s. In further simulations, the hydrodynamic and glucose gradient
were set as frozen.
Bacteria lifelines were simulated as massless Lagrangian particles with a discrete random walk
(DRW) model passing through the ﬂow ﬁeld. Every 30 ms, the position and glucose concentration
for each bacterium were recorded. In total, 120,000 bacterial cells were tracked over 260 s. According
to the ergodic theorem, the same average values are obtained by tracking 1,560,000 bacteria for
20 s (the approximate circulation time). The simulation would yield even more precise statistical
evaluations by increasing the number of lifelines.
2.3. Statistical Evaluation
All bacterial lifelines were evaluated statistically and grouped according to the regime borders.
The growth rate was calculated for each bacterial cell and each time interval. The regimes were classified
as follows: standard forked replication S for μ ≤ 0.3 h−1 , the transition area T (0.3 < μ < 0.4 h−1 ), and
multifork replication M for μ ≥ 0.4 h−1 derived by the cell cycle model (see Section 2.1.). By evaluating
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the cell history, further classiﬁcations were made. Six regime transitions follow when two transitions
and one retention time were considered:

•
•
•
•
•
•

STM: transition from standard forked to multiforked with a retention time in the transition area.
STS: standard forked, retention in the transition area, and back to standard forked
TST: starting from the transition area with retention in a single forked area and back to transition
MTS: multiforked replication regime to single forked replication with a retention time in the
transition area
MTM: beginning in the multifork regime with retention in the transition area and back to the
multifork regime
TMT: circulation from transition back to transition area with retention time in the multifork
replication regime

The second capital letter always indicates the area in which the retention time τ was measured.
Before the bacterial lifelines were grouped in regimes, a moving-average ﬁlter was applied to ﬁlter
unrealistic, turbulent ﬂuctuations caused by the standard DRW model (see Appendix B). A second
one-dimensional (1D) ﬁlter was conducted to erase rapid sequential regime transitions smaller than
0.09 s. Both ﬁltering steps caused deviations from the raw data of less than 5%.
The distribution of the growth rates was derived by calculating the mean growth rate for the
whole reactor and the mean growth rate for 20 s for each bacterium. This distribution combined with
the cell cycle approach resulted in a distribution of different C-phase durations using Equation (1).
Additionally, the energy level distribution was obtained based on Pirt’s law [25]:
qATP =

μ
+ mATP
Yx/ATP

(3)

with the Pseudomonas putida properties of nongrowth-associated maintenance m ATP =
−1
−1
1
3.96 mmolATP ·gCDW
·h−1 and the growth-associated maintenance YXATP = 85
gCDW ·mmolATP
[24].
3. Results and Discussion
In order to investigate heterogeneity in large-scale bioreactors, a pseudostationary glucose
gradient occurring during fed batch fermentation of P. putida was simulated. Therefore, a biomass
of 10 kg·m−3 was assumed, which remained constant within the time observed. For higher biomass
concentrations, stronger gradients can be expected.
3.1. Gradient and Flow Field
In a 54,000 L stirred tank reactor, a pseudostationary glucose gradient was obtained with CFD
simulations. The average glucose concentration was monitored until no further changes could be
observed. The residual steady state glucose concentration was 20.7 mg·L−1 . The theoretical growth
rate for every numerical cell was computed (Eulerian approach), resulting in an average growth rate
of μ = 0.294 h−1 . Ideal mixing was assured by comparing the average growth rate in the reactor
(Eulerian approach) and the expected growth rate for the set feed rate μ = 0.295 h−1 . In the fed batch
fermentation, the feeding rate amounted to half the maximum uptake rate of P. putida. The objective of
the simulation was to generate a realistic glucose gradient with concentrations for which theoretical
growth rates ranging from 0.0 h−1 to 0.59 h−1 could be approximated. Moreover, the distribution
of bacteria that were introduced from different vertical positions in the reactor at the start of the
simulation is displayed.
In Figure 2, three reactor cross sections are depicted to describe (A) the growth rate regimes
(see also Section 2.3), (B) the ﬂow ﬁeld, and (C) the bacterial distribution. Due to asymmetric reactor
geometry (see Section 2.2.1), the mean ﬂow ﬁeld and mean glucose gradient showed periodic changes.
Accordingly, the averages of the ﬂow ﬁeld and gradients over 150 s were computed to track the bacteria
(Figure 2C) as lifelines. Bacteria moved faster when approaching the stirrer. This clearly indicated
29
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zones with different residence times. However, tracking the bacterial paths showed that they evenly
crossed every part in the reactor.
The underlying gradient was not expected to perfectly reﬂect the real experiment.
Several assumptions had to be made. For simplicity, bubbling ﬂow and oxygen transfer were neglected.
The kinetic reaction of substrate consumption following a Monod-like kinetic was assumed to take
place in every numerical cell. This implied that the bacterial cells were distributed homogeneously at
each time step, which is only a simpliﬁed scenario (Figure 2C). However, to examine the effects of cell
history or lag phases of the bacteria on the gradient itself, an existing gradient had to be installed with
the stated simpliﬁcations. In the following sections, a detailed statistical analysis is provided to study
the inﬂuence of the gradient on the bacteria and reverse in a realistic manner.

Figure 2. Simulation of gradients and bacterial lifelines. (A) Averaged substrate gradient calculated for
150 s, colored by regime classiﬁcation: standard replication S (μ < 0.3) in light gray, transition regime
T (0.3 ≤ μ ≤ 0.4) in gray, and multifork replication M (μ > 0.4) in dark gray. (B) Average ﬂow ﬁeld
estimated for 150 s. (C) Representative magniﬁed bacteria particles (around 2000) at a certain time step
(colored by particle ID; low numbers in dark gray represent a starting point close to the reactor bottom,
high numbers in light gray represent a starting point close to the reactor top). Horizontal section planes
are indicated by dashed red lines; otherwise, the top view is shown.

3.2. Lagrangian Trajectory
For 260 s, 120,000 bacteria were tracked on their paths crossing different substrate concentrations.
Figure 3 depicts growth rate proﬁles of two organisms for 20 s, referred to as lifelines L1 and L2.
Figure 3C shows the related paths.
According to the regime thresholds (see Section 2.3 and Figure 3A, dashed lines), the growth rate
trajectories could be transferred to replication modus curves, as described in Figure 3B). The lifeline L1
revealed high variations in glucose concentrations that were likely to induce strong metabolic changes.
In contrast, environmental shifts along L2 were moderate, and there were no effects on metabolism
or the cell cycle. The ﬁrst lifeline L1 gave information regarding ﬁve regime transition strategies
(STS, TST, STM, TMT, and MTS) and the individual residence times. Lifelines L1 and L2 started from
different positions in the reactor and were unequal in length because they moved according to the
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predominant velocity ﬁeld. Within 20 s, L2 did not approach the feed zone, remaining in an area of
reduced substrate concentration and increased shear stress, owing to the higher velocity of L2.
As shown in Figure 3B,C, within a deﬁned timescale, bacteria completely sensed different
environmental conditions. Whereas L2 seemed to remain in the same environment, L1 passed different
glucose concentrations and performed several replication strategies. Each metabolic adjustment will
cost energy and could have an impact on the production yield.

Figure 3. Bacterial lifeline and regime transition classiﬁcation. (A) Two-dimensional (2D) bacterial
lifeline for different growth rates μ over time. The black line represents raw data, and the red line
represents ﬁltered data (moving average ﬁlter to correct discrete random walk (DRW) ﬂuctuations).
Black dashed lines indicate the transition regime from single-forked to multiforked replication.
(B) Translation of ﬁltered (one-dimensional (1D) ﬁlter) growth rate curves for the three regimes:
multifork replication regime M, transition between standard forked and multiforked T, and standard
replication S. Examples for two bacterial lifelines L1 and L2 are depicted. For L1, ﬁve regime transitions
(STS, TST, STM, TMT, and MTS; see Section 2.3) were analyzed. (C) Bacterial movement patterns for
two bacterial lifelines (L1 in gray and L2 in black). Starting positions are indicated by black circles.

3.3. Statistical Evaluation
3.3.1. Regime Transition Frequency
All bacterial lifelines were scanned for regime transitions and retention times in order to obtain
the frequency distributions as a function of τ. Thus, six transition strategies were evaluated in a
statistical manner to gain insights into cell histories and possible cell behaviors (see also Section 2.3).
Figure 4 shows the counts for each regime transition at a certain retention time. All regime
transition statistics, except the TST transition, exhibited a decay after at least 10 s. Bacteria starting from
the transition regime T could remain in an area of low concentration for up to 73.5 s (data not shown),
where they could grow regularly (standard forked S), before changing back to the T regime. This could
be explained by the ﬂow ﬁeld and gradient pictured in Figure 2A,B. The critical concentrations
representing possible growth rates for the regime transition (μ ≥ 0.3 h−1 and μ > 0.4 h−1 ) were located
in the upper half of the reactor. Rushton turbines usually cause ﬂow patterns moving away from the
blades to the wall, where they circulate up or down, thereby forming large eddies for each stirrer set
(Figure 2B). Consequently, cells will often circulate in this segment and do not pass other areas of the
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reactor. The lower part of the reactor, which does not provoke a regime transition and, therefore, badly
supplies the organisms with substrate, consisted of three segments. As a result, the average retention
time in the TST transition was the longest (τ TST = 8.54 s). All other average and maximum retention
times are listed in Table 1. The shapes of the distributions follow a Poisson distribution. The maximal
retention time was deﬁned as the limit, within which 99% of the values were located.

Figure 4. Regime transition frequency as a function of the retention time τ. Regime transition
classiﬁcations are indicated in the left corner of each panel. The second capital letter always indicates
the area, in which the retention time τ was measured. The regime transition count for each retention
time was scaled logarithmically.
Table 1. Average and maximal retention time in a speciﬁc regime. For the six regimes (STS, TST, TMT,
MTM, STM, and MTS), the average (τ) and maximal retention times (τmax ) are displayed in seconds.
The maximum τ was deﬁned as the limit, within which 99% of the values were located.
Regime Transition

τ [s]

τ max [s]

STS
TST
TMT
MTM
STM
MTS

0.99
8.54
3.53
2.45
0.95
0.88

3.7
73.5
16.25
13
6.6
5.5

Lifeline statistics provide insights into the frequency of regime transitions and residence times.
Depending on the cell history, i.e., the concentrations of bacteria encountered before the bacteria
passed the actual concentration, the cells will adapt accordingly. Although metabolic adaptation
is known to be very rapid, the initiation of regulatory programs involving transcriptional changes
is slower. Investigating the impact of large-scale conditions for E. coli, Löfﬂer et al. [26] showed
that fundamental transcriptional programs were initiated after 70 s of glucose shortage. After 30 s,
metabolic consequences were measured, and the ﬁrst transcriptional changes were detected. In total,
about 600 genes were found to be up- or downregulated repeatedly, indicating a strong adaption.
Considering this ﬁnding during the regime analysis, it is assumed that all cells travelling from
high (M) to low (S) substrate availability should be inﬂuenced. Being prepared for multifork replication
in M, the cells must adapt to standard replication (S). By analogy, this also includes travelers from T
to S. Such cells can have a growth rate of about 0.4 h−1 before they adapt to growth rates of less than
0.3 h−1 . During the observation window of 260 s, 72.6% of all cells were expected to carry out this
move at least once and to linger more than 30 s in regime S. About 14.7% of all cells were expected
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to stay more than 70 s in regime S after experiencing higher glucose concentrations in regime T.
Furthermore, if a regime transition from maximal to moderate growth conditions (MTS) with the
retention time in regime T and S is assumed, 55.5% of all cells performed this move for more than
30 s. A retention time of 70 s was calculated for 10.4% of all cells. The time scales of 30 s and 70 s were
shown to signiﬁcantly inﬂuence the transcriptional response of E. coli [26], leading to the assumption
that changes in adenosine triphosphate (ATP) and guanosine triphosphate (GTP) levels of P. putida
KT2440 could also be expected.
3.3.2. Energy and C-Phase Duration Distribution
For the observation window of 260 s, the growth rate proﬁles of 120,000 bacteria were calculated.
Given the set feed rate, the average μ of 0.295 h−1 was expected. Using the Lagrangian approach,
an average growth rate of μ = 0.269 h−1 was computed, indicating an adequate deviation of 8.5%
compared to the Eulerian approach with μ = 0.294 h−1 (see Section 3.1).
The distribution of the ATP consumption rate qATP is presented in Figure 5A. The growth rate
μ and qATP were not evenly distributed compared to the mean value, but exhibited individual
distributions according to the gradient. The ATP consumption rate was calculated applying
Pirt’s law (see Equation (3)). While only 6.3% of all cells had a mean ATP consumption
−1
·h−1 , 40.8% showed a reduced consumption rate
rate of qATP,mean = 29.31 ± 2 mmolATP ·gCDW
−1
of less than 27.31 mmolATP ·gCDW
·h−1 , and 52.9% showed an increased energy demand of
−1
31.31 mmolATP ·gCDW
·h−1 in comparison to the average consumption rate. Moreover, 12.2% show an
energy demand that was more than 1.5 times that of the mean value in the reactor.

Figure 5. Distribution of C-phase duration and energy level. (A) Frequencies of cells with a speciﬁc
adenosine triphosphate (ATP) consumption rate (qATP ) tracked for 20 s. Average value of qATP,mean =
−1
−1
29.31 mmolATP ·gCDW
·h−1 . Range of the x-axis from qATP,min = 5.57 mmolATP ·gCDW
·h−1 to qATP,max =
−1
−
1
52.98 mmolATP ·gCDW ·h . (B) Frequency of cells having a speciﬁc duration of replication (C-phase).
Average C-phase duration of Cmean = 1.21 h. Range of the x-axis from Cmin = 0.86 h to Cmax = 2.05 h.
Counts were divided into 300 bins.

The distribution will differ if increased nongrowth-associated maintenance mATP is considered.
As outlined by Löfﬂer et al. [26], mATP increases by 40–50% when cells are exposed to large-scale
substrate gradients.
The individual growth proﬁles of the cells are the basis for deducing cell cycle patterns using
the cell cycle model (see Section 2.3). Distributions of the C-length (encoding DNA replication)
could be derived for the population of 120,000 bacteria. Figure 5B shows the average duration of
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replication of 1.21 h and the frequency of cells with a C-phase duration ranging from Cmin = 0.86 h to
Cmax = 2.05 h. Clearly, the bacteria were not evenly distributed according to the mean value, and there
was a large heterogeneity in the reactor. Although only 22.3% of all cells had a replication phase of
1.21 ± 0.2 h, about 30% possessed a C-period of more than 1.41 h. In contrast, 47.7% displayed a shorter
replication phase than the average time for replication (less than 1.01 h). Moreover, approximately
56.1% of the cells were rapidly replicating cells with a growth rate higher than μ = 0.3 h−1 . For these
cells, it can be assumed that they already started to completely adjust their metabolism to achieve
multifork replication. As shown in Figure 5B, the bioreactor population was strongly heterogeneous,
characterized by a nonequal distribution of bacteria in different cell cycle states. Three different
growth phenotypes are shown: C-phase durations of (i) 0.94 ± 0.08 h, (ii) 1.68 ± 0.1 h, and (iii) a
transition state of C-phases ranging from 1.1 to 1.5 h. Previously, subpopulations resulting from
chemostat experiments have been categorized in populations containing one, two, or more than
two chromosomes [27]. With this simulation setup, a model-based superposition of subpopulations
containing different growth rates to mimic the scenario in a (fed)batch fermentation was shown. For the
underlying gradient, new categories of subpopulations according to the C-phase durations mentioned
above can be formulated.
4. Conclusions
The existence of population heterogeneity in industrial fermenters has been demonstrated, but
it still not completely understood. Improvements in fermenter operation, reactor design, and strain
engineering can be achieved as more information of cell behaviors during large-scale production
becomes available. In this study, the formation of heterogeneity by combining CFD with a cell cycle
model of P. putida was investigated. With this method, heterogeneity can be interpreted from the
bacterial point of view, particularly with respect to the growth phase durations and energy demands
of the cell.
Average and maximum residence times for each transition strategy have been approximated and
can be linked to scale-down experiments using STR-PFR setups. Moreover, distributions of growth
rates, ATP consumptions, and C-phase durations could be generated. Such ﬁndings provide important
insights into the intracellular mechanisms that determine growth phenotypes. These mechanisms may
become a crucial part of strain and process engineering to predict ab initio and in silico whether and how
large-scale performance will meet expectations. Realistic large-scale cultivation can be simulated by
investigating the “subpopulations” individually. Speciﬁcally, it may be possible to elucidate whether
the total drop in production performance during large-scale production is caused by all cells or by
individual “subpopulations” that underperform.
To further investigate such problems, heterogeneity studies need to be coupled with single-cell
product kinetics. Moreover, research will need to focus on the quantitative measurement of the impact
of stress intensity on the mATP level. This will enable prediction of the total energy demand for a
given setup.
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Appendix A
More precise information of the reactor setup and geometry can be found in Table A1 and
Figure A1.
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Table A1. Dimensions of the reactor setup pictured in Figure A1.
Description

Symbol

Relation

Reactor diameter
Impeller diameter
Impeller height
Bottom clearance
Impeller spacing
Upper clearance
Bafﬂe width
Liquid height

DR
DI
HI
C1
ΔC
C2
B
HL

3.00 m
0.43 DR
0.21 DI
0.30 DR
1.00 DR
1.27 DR
0.10 DR
C1 + ΔC + C2

Figure A1. Schematic diagram of reactor geometry derived from Haringa et al. [21]. The stirred tank
reactor contains four bafﬂes and two Rushton turbines with eight blades (bottom) and six blades (top).
Dimensions indicated by capital letters are explained in Table A1.

Appendix B
The standard moving average ﬁlter of MATLAB is a linear ﬁlter (low pass ﬁlter), which removes
high frequency components such as ﬂuctuations caused by the DRW model. It is formulated as:
m(t) =

q

∑

j=−q

yt+j q < t < N − q

with:
q=

τ−1
2

where N is the total number of measured time points and τ the ﬁlter timescale.
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Abstract: Extensive expansion of mesenchymal stem cells (MSCs) for cell-based therapies remains
challenging since long-term cultivation and excessive passaging in two-dimensional conditions result
in a loss of essential stem cell properties. Indeed, low survival rate of cells, alteration of surface
marker proﬁles, and reduced differentiation capacity are observed after in vitro expansion and
reduce therapeutic success in clinical studies. Remarkably, cultivation of MSCs in three-dimensional
aggregates preserve stem cell properties. Hence, the large scale formation and cultivation of MSC
aggregates is highly desirable. Besides other effects, MSCs cultivated under hypoxic conditions
are known to display increased proliferation and genetic stability. Therefore, in this study we
demonstrate cultivation of adipose derived human MSC aggregates in a stirred tank reactor under
hypoxic conditions. Although aggregates were exposed to comparatively high average shear stress
of 0.2 Pa as estimated by computational ﬂuid dynamics, MSCs displayed a viability of 78–86% and
maintained their surface marker proﬁle and differentiation potential after cultivation. We postulate
that cultivation of 3D MSC aggregates in stirred tank reactors is valuable for large-scale production
of MSCs or their secreted compounds after further optimization of cultivation parameters.
Keywords: mesenchymal stem cells; scaffold-free; aggregate cultivation; stirred tank reactor;
dynamic cultivation; hypoxia; stemness; computational ﬂuid dynamics

1. Introduction
In the context of regenerative medicine, mesenchymal stem cells (MSCs) are still considered the
most promising and eligible candidate for therapeutic use in cell-based therapies. Their regenerative
potential is based on high proliferative activity, the capacity to differentiate into speciﬁc cell types of
the musculoskeletal and connective tissue [1,2] as well their ability to speciﬁcally migrate to injured
tissue sites, where they are involved in tissue repair and anti-inﬂammatory effects [3] via delivery
of trophic factors [4–6]. Consequently, this results in immunosuppressive effects, enhanced tissue
repair, and angiogenesis. Therefore, it is essential to maintain their inherent properties during ex vivo
cultivation to enable for therapeutic success and reproducibility in clinical studies.
However, altered immune properties and low in vivo survival rates of MSCs were reported after
ex vivo expansion [7,8]. Still, large-scale expansion of MSCs is usually carried out in two-dimensional
(2D) static conditions, which was shown to alter their inherent immunophenotype [9]. In contrast,
the formation of three-dimensional (3D) MSC aggregates seems to preserve their phenotype and
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differentiation potential [10,11]. Furthermore, increased secretion of proangiogenic factors and
anti-inﬂammatory cytokines was observed after aggregate formation [12,13]. Therefore, the upscale
of aggregate formation and cultivation for the therapeutic use of cells or their secreted compounds
is desirable. The cultivation of aggregates in small-scale systems like microtiter plates or hanging
drops is well established [14]. However, aggregates display nutrient and oxygen gradients from
surface to core which was demonstrated to result in a necrotic core for aggregates >500 μm [15].
Therefore, dynamic cultivation systems that enable enhanced mass transfer seem preferable for
aggregate cultivation. Indeed, cultivation of MSC aggregates in rotating wall vessel bioreactors,
shake ﬂasks, spinner ﬂasks, or on an orbital shaker did not result in necrotic tissue [11,16–18]. However,
no study reports the cultivation in a stirred tank reactor.
Since the natural in vivo environment of MSC often displays oxygen concentrations considerably
<21% O2 (hypoxia) [19–21], the effect of reduced oxygen conditions on MSCs was extensively
investigated in the past and regarding the therapeutic use of MSCs several advantages of
hypoxic cultivation emerged [22]. In fact, MSCs exhibit increased proliferation [21,23,24],
reduced senescence [25], and prolonged genetic stability [26], when exposed to hypoxia while
maintaining their immunosuppressive properties [27].
Therefore, in the present study, we cultivated human adipose derived 3D MSCs aggregates in a
continuously stirred tank reactor (CSTR) under normoxic (21% O2 ) and hypoxic (5% O2 ) conditions.
Since rather high shear forces can occur in a stirred tank reactor, the actual shear stress was estimated
via computational ﬂuid dynamics. After cultivation, surface marker expression and differentiation
capacity was evaluated.
Although average shear forces of 0.2 Pa were present, MSCs did not differentiate spontaneously
and maintained their innate phenotype and trilineage differentiation potential. Cultivation of
aggregates in a CSTR might be beneﬁcial for large scale expansion of MSCs, production of MSC
aggregates, or their secreted trophic factors. To our knowledge, this is the ﬁrst study that demonstrates
the formation and cultivation of MSC aggregates in a CSTR.
2. Materials and Methods
2.1. Bioreactor Design
For the cultivation of human MSCs, a continuously stirred tank reactor (CSTR) was created
by computer-aided design (CAD) software (Solidworks, Dassault Systèmes, Stuttgart, Germany).
Based on the CAD drawings, all parts of the reactor framework were manufactured from stainless steel.
As an exception, the impeller (impeller diameter d = 25 mm) was constructed from polyether ether
ketone (PEEK) (GT Labortechnik, Arnstein, Germany). The custom-made round-bottom glass vessel
(vessel diameter D = 80 mm, round bottom radius r = 40 mm) and riser pipes were hand manufactured
by a local glassblower (Glaspunkt, Burghausen, Germany). The reactor bottom clearance was set
equally to the impeller diameter d. In order to minimize the risk of contamination of the vessel
interior, the stirring shaft was further equipped with a mechanical seal (Trelleborg Sealing Solutions,
Stuttgart, Germany). For measuring the oxygen content in the culture medium during hypoxic and
normoxic ambient conditions, an optical oxygen sensor spot was attached to the reactor glass wall
(Presens GmbH, Regensburg, Germany).
2.2. Compuitational Fluid Dyamics
The bioreactor CAD schematics were harnessed to establish a computational ﬂuid dynamics
(CFD) model from which data on ﬂow ﬁeld and shearing were collected. The CAD model ﬁles
were imported into a suitable ﬁnite element method (FEM) software (Comsol Multiphysics 5.2,
Comsol Multiphysics GmbH, Göttingen, Germany) and processed for subsequent FEM computations.
Brieﬂy, the material properties of the model geometry were adjusted to comply with human MSC
culture medium at 37 ◦ C (dynamic viscosity 0.765 mPa·s, density 998 kg/m3 ).
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For ﬂow velocity ﬁeld computations, the Comsol rotating machinery module was used to solve
the resulting set of Navier–Stokes differential equations. First, the rotating model domain was deﬁned
as such by parameterizing its rotation velocity. Here, the κ–ε turbulence model was assumed and the
corresponding model constants for turbulence ﬂuid ﬂow were set to Cε1 = 1.44, Cε2 = 1.92, Cμ = 0.09,
σκ = 1.0, σε = 1.3, Von Kármán constant KN = 0.41, and wall roughness B = 5.2. A pressure point
constraint was deﬁned at the model surface boundary to set ambient pressure conditions. Furthermore,
a symmetry boundary condition was applied to the ﬂuid–gas interface. Wall functions were deﬁned for
all remaining boundaries. An auxiliary sweep was performed in order to stabilize solver convergence.
Therefore, the dynamic viscosity of the ﬂuid was subsequently multiplied by a numerical auxiliary
factor deﬁned as visc_fac. For the ﬁrst computation iteration, a value of visc_fac = 50 was set. Following,
computations for the steady-state solution were performed while stepwise lowering the auxiliary
factor down to a value of visc_fac = 1.
2.3. Cell Culture
The use of human tissue was approved by the ethics committee of the Medical University Vienna,
Austria (EK Nr. 957/2011, 30 January 2013) and the donor gave written consent. Human ASCs were
isolated within 3 h after surgery as described before from a female donor [21] (48 years old). Brieﬂy,
fat tissue was minced with scissors and digested with collagenase type I (Sigma Aldrich, St. Louis,
MO, USA). Subsequently, multiple centrifugation and washing steps were carried out to receive the
stromal vascular fraction which was then transferred to cell culture ﬂasks. ASCs were cultivated in
standard medium composed of MEM alpha (Thermo Fisher Scientiﬁc, Waltham, MA, USA), 0.5%
gentamycin (Lonza, Basel, Switzerland), 2.5% human platelet lysate (PL BioScience, Aachen, Germany)
and 1 U/ml heparin (Ratiopharm, Ulm, Germany) in a humidiﬁed incubator at 37 ◦ C, 5% CO2 and
21% (normoxic) or 5% O2 (hypoxic). For cryo-preservation, cells were detached by accutase treatment
(GE healthcare, Little Chalfont, UK) and transferred to cryo-medium composed of 77.5% αMEM,
12.5% HPL, 10% DMSO (Sigma Aldrich), and 1 U/ml heparin as described before [9] for storage in
liquid nitrogen. For bioreactor cultivation, cells were thawed, expanded until passage 2, and harvested
by accutase treatment. Cells for cultivation at 5% O2 have also been isolated and subcultivated at 5%
O2 until seeding.
2.4. Bioreactor Cultivation
After steam sterilization, the CSTR was ﬁlled with PBS at 37 ◦ C in order to calibrate the PreSens
oxygen sensor. The tank was ﬁlled and emptied through one of the ports in the lid while the lid itself
was kept closed at all time. After calibration, PBS was removed with a suction pump and the tank
was ﬁlled with 130 mL of a 1 × 105 cells/mL single cell suspension of MSCs (13 × 106 cells total) in
standard medium with 10 instead of 2.5% human platelet lysate (PL Bioscience, Aachen, Germany)
was used. Cells were cultivated for six days at 600 revolutions per minute (rpm), 37 ◦ C, 5% CO2 ,
and 21% or 5% O2 . After three days, 100 mL of the medium was replaced. Aggregates and cells were
allowed to sediment for 15 min prior to medium change.
After six days, the medium containing cells and aggregates was transferred to 50 mL centrifugation
tubes, the tank was rinsed with 40 mL PBS, the PBS added to the tubes and the tubes centrifuged
for 5 min at 500× g. The bioreactor tank was ﬁlled with 25 mL of a 37 ◦ C pre-warmed Accumax
solution (Sigma Aldrich, St. Louis, MS, USA) and incubated 15 min at 37 ◦ C in order to remove
adherent cells from the glass wall. In parallel, supernatant from centrifugation tubes was removed,
the pellets resuspended in 40 mL PBS, uniﬁed in one tube, and again centrifuged for 5 min at 500× g.
After removal of the supernatant, the pellet was resuspended in Accumax solution from the bioreactor
tank. After this, the solution was incubated 15 min in a 37 ◦ C water bath and further for 30 min on a
horizontal shaker at 300 rpm and 37 ◦ C in order to dissociate the aggregates. Then, the cell suspension
was passed through a cell strainer to separate single cells from remaining aggregates. Cells were
counted by trypan blue staining with a hemocytometer after incubation to determine cell number and
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viability (overall cells were incubated for 45 min in Accumax solution). Furthermore, the cell strainer
was placed in a 6-well plate and incubated in 6 mL Accumax solution for 1 h at 100 rpm and 37 ◦ C.
Single cells released from the aggregates were also counted by trypan blue staining. Harvested ASCs
were frozen as described above for further analysis of surface markers and differentiation capacity.
2.5. Phenotyping
To determine MSC surface marker expression cells were detached by accutase treatment and
stained with MSC phenotyping kit (Miltenyi Biotech GmbH, Bergisch Gladbach, Germany) according
to manufacturer’s instructions. Stained cells (5 × 105 cells per aliquot) were resuspended in 300 μL
ﬂow cytometry buffer and acquisition was carried out on a Gallios ﬂow cytometer (Beckman Coulter,
Brea, CA, USA). Between 1–5 × 104 gated events were recorded. Subsequent analysis was performed
with Kaluza Flow Cytometry software (version 1.3, Beckman Coulter, Brea, CA, USA).
2.6. Differentiation
To evaluate the differentiation capacity of ASCs after cultivation in the CSTR, cells were thawed
and cultivated in cell culture ﬂasks to approximately 80% conﬂuency. Subsequently, cells were
detached by accutase treatment and seeded into ﬁbronectin coated 12-well plates (BD Bioscience,
Franklin Lakes, NJ, USA) at a density of 4000 c/cm2 . When cells reached conﬂuency, the medium was
changed to adipogenic, chondrogenic (both Miltenyi Biotec GmbH, Bergisch Gladbach, Germany),
or osteogenic medium (standard medium supplemented with 5 mM beta-glycerolphosphate, 0.1 μM
Dexamethasone, 200 μM L-ascorbate-2-phosphate, all from Sigma Aldrich, St. Louis, USA) respectively.
Cells were cultivated for 21 days and medium was changed every 2–3 days. Afterwards, cells from
chondrogenic and osteogenic differentiation were ﬁxated with 96% ethanol while cells from adipogenic
differentiation were ﬁxated with 4% paraformaldehyde for further histological staining.
2.7. Histologic Stainings
ASCs cultivated in adipogenic medium were stained with Oil Red O (staining of lipid vacuoles).
For this, cells were rinsed with ddH2 O and incubated in Oil Red O solution (Sigma Aldrich) for
20 min. ASCs cultivated in chondrogenic medium were stained with alcian blue (staining of
glycosaminoglycans). Brieﬂy, cells were rinsed with 3% acetic acid and incubated in alcian blue
solution (1% w/v alcian blue in 3% acetic acid) for 30 min. ASCs cultivated in osteogenic medium
were double stained with DAPI (Sigma Aldrich) and calcein (staining for calcium, Franklin) and silver
nitrate (also known as von Kossa; staining for phosphates). For ﬂuorescent double staining, cells were
rinsed with PBS and incubated in DAPI solution (4 μL/mL DAPI in PBS). Subsequently, cells were
rinsed with ddH2 O and incubated in calcein solution (5 μg/mL) over night at 4 ◦ C. Cells for staining
of phosphates were rinsed with ddH2 O and incubated in 5% silver nitrate solution (Carl Roth) for
30 min in the dark. Subsequently, cells were rinsed again, exposed to UV light for 2 min, and rinsed
with decolorization solution (5% Na2 CO3 , 0.2% formaldehyde in ddH2 O).
2.8. Statistical Analysis
All results are presented as mean ± standard deviation (SD). Comparisons were carried out by
the unpaired, two-sided t-test. Values of p < 0.1 with a conﬁdence interval of 90% were deﬁned as
statistically signiﬁcant (as indicated by an asterisk). All analysis were carried out with GraphPad
Prism 6.01 (GraphPad Software, Inc., La Jolla, CA, USA).
3. Results
3.1. Shear Stress Estimation By Computational Fluid Dynamics
The impeller of the continuously stirred bioreactor was designed to provide gentle, yet thorough
mixing at low shear when operated at moderate impeller speed in the range of 100–120 rpm. However,
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in order to obviate cells from attaching to the bioreactor glass wall, vigorous stirring rates were
necessary. The increase of the impeller rotation frequency to 600 rpm leads to considerable magnitudes
of shear stress. To evaluate the impact of high rotational velocities, computational ﬂuid dynamics
were used to compute the ﬂuid ﬂow regime of the continuously stirred bioreactor. Here, as shown by
the color legend in Figure 1, the calculated shear stress is predominantly found in the range between
0.05 Pa and 0.35 Pa. A closer investigation of the computational ﬂuid dynamics results revealed peak
stress levels of 2.5 Pa at the impeller blade tips. When considering the entire spatial dimension of the
bioreactor, 0.02 Pa were obtained as average shear stress in total.

Figure 1. (A) Three-dimensional model of the stirred tank reactor used for aggregate cultivation;
(B) Flow ﬁeld direction (red arrows) and shear stress distribution (color legend) at a rotational speed of
600 rpm as estimated by computational ﬂuid dynamics.

3.2. Bioreactor Cultivation
Human ASCs were cultivated for 6 days at 21% or 5% O2 in a continuously stirred tank reactor.
Visible aggregates formed spontaneously after approximately three days. Cells and aggregates were
also found to adhere and grow on the glass surface of the bioreactor vessel and partially on the impeller.
Dissolved oxygen (DO) decreased slowly under normoxic conditions to approximately 85% until day
6 whereas under hypoxic conditions it decreased to 0% after ﬁve days (Figure 2). Cells expanded
1.85-fold (±0.19) under normoxic conditions and 2.23-fold (±0.27) under hypoxic conditions displaying
a viability of 78.5 ± 9.8% and 86 ± 3.1% respectively. Human MSCs of different origin displayed
an approximately 1.3-fold increased growth rate when cultivated under hypoxic conditions [28].
Although not statistically signiﬁcant, data of the present study indicate a similar behavior when ASCs
are cultivated in a CSTR. Furthermore, glucose consumption (0.85 ± 0.1 mmol) and lactate production
(1.69 ± 0.11 mmol) were signiﬁcantly lower in normoxic conditions compared to hypoxic conditions,
where glucose consumption was 1.09 ± 0.02 mmol and lactate production 2.05 ± 0.09 mmol. In the
absence of oxygen, glycolytic activity increases since glucose is metabolized rather by lactate acid
fermentation than by oxidative phosphorylation in the mitochondria, which reduces the efﬁciency of
ATP production. However, under hypoxic cultivation, cell numbers were slightly increased together
with a higher viability (Figure 3).
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Figure 2. Dissolved oxygen during cultivation mesenchymal stem cells in continuously stirred tank
reactor at 21% or 5% O2 ambient oxygen. Dashed lines indicate the respective dissolved oxygen
concentration at respective equilibrium.

Figure 3. (A) Yield of viable cells; (B) overall viability, cumulative (C) glucose consumption and
(D) lactate production of mesenchymal stem cells after six days cultivation under 21% and 5% O2
in a continuously stirred tank reactor (n = 3). Data is represented as mean ± SD, asterisks indicate
statistically signiﬁcant difference (p < 0.1, conﬁdence interval of 90%).

3.3. Stem Cell Properties
Maintaining stem cell properties during ex vivo cultivation is mandatory in the context of stem
cell expansion for later use in cell-based therapies. Stem cell properties were evaluated by antibody
staining of characteristic surface markers that meet the minimal criteria of MSC and evaluation of
the differentiation capacity [2]. Surface markers of MSCs before and after cultivation in the CSTR
were comparable (Figure 4). Also, surface markers of cells cultivated under normoxic and hypoxic
conditions were comparable and met the minimal criteria of MSCs. Furthermore, differentiation into
adipogenic, chondrogenic, and osteogenic lineage was observed (Figure 5). However, slightly elevated
adipogenic and chondrogenic but a reduced osteogenic differentiation was observed in hypoxic
conditions compared to normoxic in the present study.
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Figure 4. Phenotyping of mesenchymal stem cells before and after six days of cultivation under (A) 21% and (B) 5% O2 in a continuously stirred tank reactor. Light
gray areas indicate the isotype control, dark grey areas indicate the phenotype.
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Figure 5. Differentiation of mesenchymal stem cells after six days cultivation under 21% and 5% O2
in a continuously stirred tank reactor. Osteogenic differentiation is indicated by DAPI-calcein
staining for nuclei and extracellular calcium and von Kossa stain for extracellular phosphates.
Chondrogenic differentiation is indicated by alcian blue staining which stains for glycosaminoglycans.
Adipogenic differentiation is indicated by Oil Red O staining which stains the intracellular
fatty vacuoles.

4. Discussion
Cultivation of MSCs aggregates or spheroids is well-established at the scale of hanging drops [14],
microtiter plates [29], or shaking ﬂasks [17,30]. The maintenance of stem cell properties after cultivation
on an orbital shaker was already demonstrated in a study with murine MSC aggregates [18].
Another study reported the cultivation of human MSCs in shaking ﬂasks [17]. However, to the
best of our knowledge, no reports have been made regarding the upscale of MSC aggregate cultivation
in a stirred tank reactor. Therefore, in this study, we investigated the cultivation of MSC aggregates
in a CSTR reactor under normoxic (21% O2 ) and hypoxic (5% O2 ) conditions. Cells cultivated under
hypoxic conditions displayed increased proliferation, viability (not signiﬁcant), and glycolytic activity
(signiﬁcant) compared to normoxic conditions. Furthermore, MSCs maintained their stem cell
properties as indicated by their immunophenotype (positive for CD73, CD90, CD105 and negative
for CD14, CD20, CD35, CD45, and HLA-DR) and multilineage differentiation capacity. To avoid
cell adhesion on the glass wall and impeller of the bioreactor the impeller speed was set to 600 rpm.
The resulting average shear stress, as estimated by computational ﬂuid dynamics, was found to be
0.02 Pa with peak shear stress of 2.5 Pa. MSCs are known to react to mechanical cues such as ﬂuid
shear forces and several studies reported differentiation, when cells were exposed to shear stress as
low as 7.6 × 10−5 [31] or 0.01 Pa [32]. However, ﬂow cytometry analysis of surface marker expression
revealed exclusively undifferentiated stem cells as no side populations were found. Cellular aggregates
were shown to be temporally and spatially heterogeneous with regards to cellular architecture and
expression of matrix proteins [11,30,33]. Therefore, cells on the aggregate surface might shield the
inner cell mass from ﬂuid shearing. Furthermore, cells maintained their trilineage differentiation
potential and displayed slightly elevated adipogenic and chondrogenic but a reduced osteogenic
differentiation. The majority of studies reported attenuated osteogenic [34] and adipogenic [28],
but elevated chondrogenic [26], differentiation under hypoxic conditions although elevated adipogenic
differentiation was also observed [35].
The traditional approach for the expansion of MSCs is the cultivation on two-dimensional plastic
surfaces. Although this approach is simple and reproducible it is time and material consuming to
achieve high cell numbers. Also, a rather high surface is required which often results in numerous
cell culture vessels and extensive passaging of cells. Due to the comparably high number of opening
events the risk of contamination is increased. Therefore, other approaches like the cultivation in
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hollow-ﬁber bioreactors with a high surface-to-volume ratio or microcarrier-based systems were
developed. For example the quantum system by Terumo expanded 6.6 × 108 MSCs from a 25 mL
bone marrow aspirate [36]. Also, expansion of MSCs on microcarrier was performed successfully in
spinner ﬂasks [37] and CSTRs [38]. However, the quantum system was mainly developed for use
at a clinical scale, and thus might be oversized for research scale while cell harvest is challenging
in microcarrier-based systems [39,40]. Also, both approaches are limited by their surface capacity.
Though the yield of the presented scaffold-free aggregate cultivation of MSCs is comparably low
this system offers a straight forward approach to cultivation of MSCs. Potentially, advantages of
traditional suspension culture, such as simplicity, standardizability, rapid development of cultivation
protocols, and upscale are translatable to aggregate cultivation. Nevertheless, since homogeneity of
aggregates is not given until now, the system may be of interest rather for the production of secreted
compounds than cell expansion. Especially, aggregate cultivation under hypoxic conditions might
be of beneﬁt in this context since the hypoxic environment in the core of aggregates was reported to
increase expression of trophic factors such as VEGF, FGF-2, HGF, and CXCR4 [16,41] as well as ECM
proteins such as ﬁbronectin, collagen I, vitronectin, and collagen IV [42]. However, the expression
proﬁle of MSC aggregates cultivated in an extensively stirred environment needs further investigation.
In order to improve the cultivation process with regards to yield, viability, and reproducibility
further work will focus on the optimization of the bioreactor and impeller geometry. Furthermore,
coating agents like silicon will be considered to prevent cell loss due to glass adherence. This might
also reduce the required impeller speed and thus contribute to proliferation and viability of cells.
Cultivation under hypoxic conditions seems to improve cell yield and viability. However, an oxygen
concentration of ≤12% DO (≈2.5% ambient O2 ) should be avoided as it was shown to decrease
proliferation of MSCs [21]. Also, serum-free medium was optimized for MSC aggregate cultivation
and shown to increase proliferation and similar or enhanced differentiation capacity compared to
cultivation in serum-containing medium [18].
5. Conclusions
We demonstrated the cultivation of 3D MSC aggregates in a CSTR under normoxic and hypoxic
conditions. The cultivation under hypoxic conditions resulted in slightly higher yield and viability
of cells. Although the exerted shear forces were comparatively high, MSCs maintained their
immunophenotype and differentiation capacity. We hypothesize cultivation of MSC aggregates
in a CSTR is a viable option for expansion of MSCs or production of secreted compounds after further
optimization of cultivation conditions.
Author Contributions: D.E. designed and performed cell culture experiments and data analysis, and prepared
the manuscript; I.S. designed the continuously stirred tank reactor (CSTR), performed computational analysis,
and prepared the manuscript; J.H. prepared the manuscript; C.K. designed the study and prepared the manuscript.
Conﬂicts of Interest: The authors declare no conﬂict of interest.
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Abstract: The three dimensional (3D) cultivation of stem cells in dynamic bioreactor systems is
essential in the context of regenerative medicine. Still, there is a lack of bioreactor systems that
allow the cultivation of multiple independent samples under different conditions while ensuring
comprehensive control over the mechanical environment. Therefore, we developed a miniaturized,
parallelizable perfusion bioreactor system with two different bioreactor chambers. Pressure sensors
were also implemented to determine the permeability of biomaterials which allows us to approximate
the shear stress conditions. To characterize the ﬂow velocity and shear stress proﬁle of a porous
scaffold in both bioreactor chambers, a computational ﬂuid dynamics analysis was performed.
Furthermore, the mixing behavior was characterized by acquisition of the residence time distributions.
Finally, the effects of the different ﬂow and shear stress proﬁles of the bioreactor chambers on
osteogenic differentiation of human mesenchymal stem cells were evaluated in a proof of concept
study. In conclusion, the data from computational ﬂuid dynamics and shear stress calculations
were found to be predictable for relative comparison of the bioreactor geometries, but not for ﬁnal
determination of the optimal ﬂow rate. However, we suggest that the system is beneﬁcial for parallel
dynamic cultivation of multiple samples for 3D cell culture processes.
Keywords: perfusion bioreactor system; 3D cell culture; dynamic cultivation; ﬂuid shear stress;
computational ﬂuid dynamics

1. Introduction
During the last decade, the importance of three dimensional (3D) cultivation of stem cells in
dynamic bioreactor systems for tissue engineering processes, biomaterial testing, and in vitro models
became very important. Conventional two dimensional (2D) static cultivation systems are used in
many studies, although they do not represent the in vivo situation. Moreover, static systems have
disadvantages in the mass transport of nutrients and oxygen into 3D constructs [1]. To overcome these
drawbacks, different bioreactors have been developed ranging from spinner ﬂasks [2–4], stirred
systems [5,6], rotating wall [7] and rotating bed [8,9], to perfusion bioreactors [10–13] and also
microﬂuidic systems [14,15].
While spinner ﬂasks, stirred systems, and rotating wall reactors provide for a homogeneous
distribution of nutrients in the bioreactor chamber, the mass transport into a 3D cell-scaffold construct
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is limited. In contrast, perfusion bioreactors force the ﬂuid to actively pass through the scaffold
in order to enhance mass transport and avoid concentration gradients [13]. Moreover, they can be
used to control the mechanical environment via the application of ﬂuid shear forces or hydrostatic
pressure [16,17]. Several perfusion systems have been developed and proved to be beneﬁcial for
various 3D cell culture purposes [18–21]. However, currently available systems often have limitations
and drawbacks. Most of the systems lack the possibility to cultivate multiple independent samples
at once under different conditions. Therefore, the optimization of cell culture conditions is time
consuming, costly, and the results may not be reproducible. Online monitoring and recording of cell
culture parameters (O2 , CO2 , and temperature) is often neglected and valuable information is not
available. In addition, most of the systems are not ﬂexible with regards to scaffold size and stiffness,
bioreactor chamber and tubing material, or programming of different ﬂow regimes (e.g., alternating or
intermittent ﬂow regimes).
Mechanical stimuli such as compression, tension, hydrostatic pressure, or ﬂuid shear forces
inﬂuence stem cell behavior and often support differentiation towards a speciﬁc lineage [16,17,22].
Consequently, comprehensive knowledge and control over the ﬂuid shear forces in a perfusion
bioreactor is desirable. When the bioreactor system and material is well characterized and thus
inherent parameters are known, integrated pressure sensors can be used to estimate and control ﬂuid
shear forces during cultivation.
Thus, in this study we developed a miniaturized perfusion bioreactor system that together
with a tailor-made incubator system is ﬂexible, modular, and parallelizable (up to 16 bioreactors).
While a previous study focused on the application of this system [23], this study concentrates on the
technical characterization. Implemented pressure sensors were characterized and used to determine the
permeability of a porous scaffold which is an important material characteristic to predict shear stress.
Furthermore, two bioreactor chambers with different geometries were designed and manufactured.
Computational simulations were conducted together with pressure measurements and wash out
experiments to characterize and compare the bioreactors for their ﬂow velocity proﬁle, residence time
distribution, and shear stress conditions. In a proof of concept study, both bioreactor chambers were
compared and the entire system was investigated for its suitability for a bone tissue engineering process.
For this, human adipose derived mesenchymal stem cells (ASCs) were seeded on the previously
characterized porous scaffold and cultivated for 21 days. The ﬂow rate was set to generate shear stress
conditions in a physiologic range according to prior shear stress estimations by mathematical models
and CFD simulations of both bioreactor chambers.
2. Materials and Methods
2.1. Bioreactor Design
For the development of a perfusion bioreactor chamber, two different prototypes were designed
with the help of computer aided design (CAD). Both the chambers were shaped to be suitable for
biomaterials that were 10 mm in diameter (Figure 1). The ﬁrst bioreactor (BR1) was constructed
as simply as possible consisting of only a piston, a housing, and two Luer lock screws made from
stainless steel, as described before [24]. The inner ﬂow channel of the piston was set to a diameter of
3 mm and the maximum scaffold thickness was limited to 12 mm. A ﬂuorelastomer tubing system
(VWR, Darmstadt, Germany) with an inner diameter of 1.6 mm connected the bioreactor chamber to a
medium reservoir via Luer lock connectors (Pieper Filter, Bad Zwischenahn, Germany). Sealing rings
made of ethylene propylene diene monomer (EPDM) 70 (COG, Pinneberg, Germany) were used for
sealing of the inner part and the Luer lock connections.
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Figure 1. (A) Explosion view, (B) cross section with inserted biomaterial and (C) pictures of the
bioreactor chamber prototypes. The ﬁrst prototype (BR1) was made of stainless steel whereas the
second prototype (BR2) made of polyoxymethylene (POM) features two sieve-like medium distribution
units (MDU). The ﬂow channel of BR2 opens up to the full diameter of the chamber (detailed view)
and the chamber is adjustable in height to allow scaffolds of different thickness to be inserted. The
placement of the scaffold in both bioreactors is represented with a yellow box in panel B.

With the second prototype (BR2), several improvements were implemented. Sieve-like medium
distribution units (MDU) hold the matrices in place and support proper medium distribution. To force
the liquid to ﬂow through the MDUs, they are 10 mm in diameter and sealed with an EPDM 70 ring.
Furthermore, 46 pores with a diameter of 650 μm are arranged in a rectangular grid.
Upstream of the ﬁrst MDU, the ﬂow channel of the piston opens up to the full diameter of the
chamber (detailed view, Figure 1) to support a more homogeneous ﬂow through the matrix and avoid
dead spaces. Downstream of the second MDU, the channel narrows again. Besides, a screw cap
was introduced to make the bioreactor chamber more ﬂexible with regards to the thickness of the
scaffolds inserted. Matrices with a thickness of 18 mm can be inserted into BR2 while the MDUs
hold them in place. Additionally, the Luer lock connectors were implemented in the piston and
housing to reduce possible leakage sites. In contrast to BR1, BR2 and the MDUs were manufactured
from polyoxymethylene (POM). Materials for both bioreactors were chosen to be compatible with
steam sterilization.
2.2. Incubator System
The incubator system “Incubator S 2220” was developed, manufactured, and modiﬁed by
Fraunhofer IGB, Stuttgart, Germany. This custom-made system is equipped with two peristaltic
pumps with a 4-channel pump head (ISM 915 and ISM 721 from ISMATEC, Wertheim, Germany)
and two pressure sensors (SP 844 from MEMSCAP, Durham, NC, USA). All standard cell culture
parameters like temperature, ambient CO2 , and O2 are controlled by a Siemens SIMATIC controller.
The incubator chamber is easily accessible and allows safe handling of the bioreactor parts. All
parameters are monitored and controlled via integrated touch screen panel (Figure 2). The pumping
speed is manually adjustable or can be controlled by a feedback loop with the pressure sensors. The
incubator chamber can be either equipped with a single bioreactor system, which is equipped with
two pressure sensors, an O2 -sensor, and a pinch valve for the application of hydrostatic pressure,
or with up to eight separate bioreactor systems without additional sensors. Both the setups feature
independent media circuits.
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Figure 2. (A) Tailor made incubator system developed by Fraunhofer IGB, Stuttgart. A heating plate
controls the temperature of the incubator chamber. Two 4 channel pumps can operate several tubing
systems at once. A pinch valve can be used to apply hydrostatic pressure (HP). All functions are
controlled via a touch screen control panel and all data can be recorded via USB port; (B) Single
reactor setup in the incubator system: pressure sensors (P) measure the pressure differential inside
the bioreactor system non-invasively; (C) Multi reactor setup: up to eight independent bioreactors
can be operated in parallel (modiﬁed from [23], with permission from S. Karger AG, Medical and
Scientiﬁc Publishers).

2.3. Pressure Sensor Characterization
The pressure in the bioreactor tubing system was studied for each sensor separately at ﬂow rates
ranging from 1.5 to 15 mL/min. For this, the pump was programmed to increase the ﬂow rate stepwise
by 0.5 mL/min every 10 min (n = 3). As the data acquisition system recorded each change in pressure,
these measurements resulted in 4423 ± 4 data points for each ﬂow rate. A circular bioreactor setup
ﬁlled with double distilled water (37 ◦ C) was used during sensor characterization (Figure 3).

Figure 3. Scheme and picture of the bioreactor setup used during ﬂuid shear stress prediction
measurements. Water at 37 ◦ C was pumped through the bioreactor chamber containing the porous
scaffold Sponceram. Pressure sensors measured the pressure upstream (P1) and downstream (P2) of
the bioreactor chamber non-invasively. Sponceram is depicted as volume rendering of a microCT scan
and scaffold dimensions are given as h = height, d = diameter, and A = area.
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2.4. Determination of Permeability
The permeability k is an important material constant, which allows the estimation of shear forces
occurring at different ﬂow velocities. To measure the permeability of a porous scaffold, the pressure
inside the bioreactor system was measured simultaneously upstream (P1 ) and downstream of the
bioreactor chamber (P2 ) at different ﬂow rates (Figure 3). The differential pressure ΔP (P1 −P2 ) can be
used together with characteristics of the biomaterial to calculate the permeability k with Darcy’s law:
k=

Q·μ·h
A · ΔP

(1)

where Q refers to the volumetric ﬂow rate, μ is the dynamic viscosity of water at 37 ◦ C, h is the height,
and A the area of the biomaterial. The scaffold Sponceram (Zellwerk GmbH, Eichstaedt, Germany)
used in this study is a ceramic zirconium dioxide matrix (Figure 3). Porosity (66.7%) and average
pore size (510 μm) were derived from μCT scans (data not shown). It was shown to have bone-like
properties [25] and thus was suggested to be a suitable matrix for bone tissue engineering processes.
The scaffold discs used in this study were 10 mm in diameter and 3 mm in thickness.
The differential pressure was measured at different ﬂow rates ranging from 1.5 to 15 mL/min
(increment of 0.5 mL/min) with the same setup used during sensor characterization (Figure 3). The
data was recorded with the incubator’s data acquisition. Each ﬂow rate was measured for 10 min
resulting in 4484 ± 71 data points for each ﬂow rate and measurement. Three randomly picked
Sponceram discs were used for the measurements (each n = 3).
2.5. Computational Fluid Dynamics
To estimate the ﬂow proﬁle and streamlines in the empty bioreactor, 3D models of both bioreactor
cartridges were generated with CAD in Solidworks 2015 (Waltham, MA, USA) and imported to
COMSOL Multiphysics™ (Burlington, Florence, NJ, USA). The porous media ﬂow model was used
where the steady-state Navier-Stokes equations were solved. The material was set to water at 37 ◦ C,
the inlet boundary condition to velocity with normal inﬂow velocity, and the outlet boundary condition
was set to pressure. For all solid walls, no slip boundary conditions were set. The mesh was created
by COMSOL with a normal element size. The shear stress distribution in a porous scaffold was
simulated with the same model. To simplify the scaffold, a cylinder of the same dimensions with
porous matrix conditions was introduced to the model. The porosity of the scaffold was set to be 66.7%
and permeability was determined by measuring the pressure differential of the bioreactor in- and
outlet and was set to 1.7 ± 0.9 × 10−10 m2 (see Section 2.4).
A stationary study was conducted using 3.6, 17.8, and 35.6 mm/s as ﬂow velocities at the
bioreactor inlet which corresponds to the volumetric ﬂow rates of 1.5, 7.5, and 15 mL/min. The
velocity proﬁle, streamlines, and shear stress distribution of the bioreactor chambers were plotted from
these results.
2.6. Residence Time Distribution
To characterize the mixing behavior of a bioreactor system, the residence time distribution (RTD)
can be obtained from wash out experiments. For this, a Dirac pulse with the tracer substance methylene
blue is injected at the entrance of the bioreactor chamber. Simultaneously, the concentration of the
tracer substance at the exit is measured.
First, the bioreactor volume VR was measured by weighing the reactor chamber with and without
water. The volumetric ﬂow rate Q was measured by weighing the water that was pumped through the
system within a certain time. The hydrodynamic residence time T was derived from VR /Q.
To obtain the RTD, a Dirac pulse of 100 μL methylene blue solution (Carl Roth, Karlsruhe,
Germany) 1:18 in ddH2 O was injected at the entrance of the bioreactor chamber during perfusion.
Drops were collected 10 cm downstream in a 96 well plate and the absorbance at 688 nm of each well
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was measured with a plate reader (Inﬁnite M1000, Tecan, Männedorf, Switzerland). The measurement
was carried out for t = 0... 4 × T at 0.6, 1.5, and 3 mL/min (at least n = 3). To investigate the
inﬂuence of a bone like porous matrix inside the chamber, the measurements were performed with
and without Sponceram.
The RTD was then derived from the data collected in the washout experiments as described
before [9]. Brieﬂy, the residence time function E(t) is calculated by dividing the concentration of
the tracer at each time point by the integral of the tracer concentration from 0 to 4 × T. To compare
measurements of different bioreactors, the dimensionless residence time function E(Θ) can be derived
from E(t).
The tanks-in-series (TIS) model describes real bioreactors as a cascade of perfectly mixed
continuous stirred tank reactors (CSTR) with N tanks in series [26]. For N →1 the bioreactor behaves
like a CSTR, and for N →∞ it behaves like a plug ﬂow reactor (PFR) without any axial mixing. Data
obtained in the washout experiments was ﬁt to the TIS model with a global curve ﬁt using the software
OriginPro (OriginLab, Northampton, MA, USA) with N as the key parameter of the following equation:
E(Θ) =

N ( NΘ) N −1 (− NΘ)
e
( N − 1) !

(2)

A real bioreactor can also be described with the dispersion model where the dimensionless
Bodenstein number Bo describes the ratio between convective transport and axial diffusion. For a
system with open-open boundary conditions it can be derived from the response curve of a Dirac
pulse as follows:

Bo =

2 +1
8 · σΘ

1+

2
σΘ
2
σΘ
=

σ2
T2

(3)
(4)

2 as the dimensionless variance. For Bo→0 the axial dispersion is
With σ2 as the variance and σΘ
high, indicating strong back mixing. For Bo→∞, the axial dispersion is 0, indicating no back mixing.

2.7. Fluid Shear Stress Estimation
Fluid ﬂow induced shear stress is an important parameter in cell culture processes. Thus, after
determination of the permeability, the ﬂuid shear stress was calculated from the CFD data. For laminar
ﬂow systems, the wall shear stress τ ω is deﬁned by the normal velocity gradient at the wall:
τω = μ

∂u
∂n

(5)

where μ is the dynamic viscosity, u the ﬂow velocity, and n is the x-, y-, and z-direction. Based on
Equation (5), the average (τωavrg ) and maximum shear stress (τωmax ) was calculated from the entire
scaffold domain which was introduced in the COMSOL model as described in Section 2.5. Furthermore,
the CFD derived shear stress was compared with a model proposed by Vossenberg et al. [27] which
uses the permeability constant k as an indicator for shear stress.
It also uses the permeability constant k to calculate τωavrg and τωmax at a ﬂow velocity of 100 μm/s:
τωavrg = 9.82 · 10−12 k−0.914

(6)

τωmax = 3.36 · 10−10 k−0.807

(7)
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In fact, Equations (5)–(7) are only valid in systems with laminar ﬂow assuming Darcy’s law is
applicable. This is the case as long as the interstitial Reynolds number Rei < 8 [28]. Consequently, Rei
was calculated from the bioreactor and scaffold parameters:
Rei =

ρψuDP
μ(1 − ε )

(8)

where ρ is the density of water at 37 ◦ C, DP is the average pore diameter, ψ is the sphericity
(for simplicity assumed to be 1), and ε is the porosity.
2.8. Cell Culture
Human ASCs used in this study were isolated from female donors (42, 48, and 52 years old) as
described previously [24]. Isolation from human tissue was approved by the ethics committee of the
Medical University Vienna, Austria (EK Nr. 957/2011, date: 30 January 2013). All donors gave written
consent. Brieﬂy, fat tissue obtained from abdominoplasty was minced with scissors and digested with
collagenase type I (Sigma Aldrich, St. Louis, MO, USA). After several centrifugation and washing
steps, the stromal vascular fracture was released in a cell culture ﬂask and ASCs were selected by
plastic adherence. The donor tissue was processed within 3–6 h after surgery.
After isolation, ASCs were cultivated in standard medium composed of MEM alpha (Thermo
Fisher Scientiﬁc, Waltham, MA, USA), 0.5% gentamycin (Lonza, Basel, Switzerland), 2.5% human
platelet lysate (PL BioScience, Aachen, Germany), and 1 U/mL heparin (Ratiopharm, Ulm, Germany)
in a humidiﬁed incubator at 37 ◦ C and 5% CO2 . Cells were cryo-preserved in 77.5% αMEM,
12.5% HPL, 10% DMSO (Sigma Aldrich), and 1 U/mL heparin, as described previously [9]. After
thawing, the cells were expanded for two passages in T-ﬂasks (Sarstedt, Nümbrecht, Germany) and
harvested via accutase (GE healthcare, Little Chalfont, UK) treatment to be used for cultivation in the
bioreactor system. For cell culture experiments, cells of the three donors were mixed in equal amounts
before seeding.
2.9. Bioreactor Cultivation
To evaluate the inﬂuence of the different ﬂow proﬁles and shear stress distributions of BR1 and
BR2 on osteogenic differentiation, human ASCs were cultivated for 21 days on Sponceram. Prior to
seeding, Sponceram matrices were steam sterilized. After steam sterilization, Sponceram matrices
were seeded with 50 μL of a 6 × 106 cells/mL cell suspension of ASCs (passage 2, n = 3 donors) and
incubated for 2 h at 37 ◦ C before they were carefully covered with medium. Cells seeded on a 12 well
plate (4000 cells/cm2 ) served as the 2D static control. The seeded matrices were transferred to the
bioreactor chamber (3D dynamic) after 3 days or were kept in the well of a 6 well plate (3D static).
The bioreactors and 6 well plates were ﬁlled with either 10 mL osteogenic differentiation medium
(ODM; standard medium supplemented with 5 mM beta-glycerolphosphate, 0.1 μM Dexamethasone,
200 μM L-ascorbate-2-phosphate, all from Sigma Aldrich, St. Louis, MI, USA) whereas the 12 well
plates were ﬁlled with 2 mL. Perfusion in the bioreactors were set to a ﬂow rate of 1.5 mL/min. Cells
were cultivated for 21 days and the medium was changed every 2–3 days (1 mL for determination of
ALP activity, glucose, and lactate) while 6 mL were exchanged on day 7 and 14.
2.10. DNA Quantiﬁcation
Prior to DNA extraction, 3D samples were grinded whereas 2D samples were detached by
accutase treatment. Lysis buffer containing 0.1 mg/mL Proteinase K (Sigma Aldrich) was then added
to each sample before incubating the samples (3 h, 37 ◦ C, 100 rpm). DNA was precipitated with 100%
ethanol and after centrifugation (14,000× g, 20 min, 4 ◦ C) was washed with 70% ethanol. The pellet
was dried, resuspended in TE buffer, and stored at 4◦ C. DNA was quantiﬁed using the Invitrogen™

56

Bioengineering 2017, 4, 51

Quant-It™ PicoGreen® dsDNA Assay Kit according to instructions provided by the manufacturer
(Invitrogen, Carlsbad, CA, USA).
2.11. Alkaline Phosphatase Activity
Alkaline phosphatase (ALP) as an osteogenic marker can be detected in the cell culture
supernatant. To determine the ALP activity, the supernatants were transferred into a 96-well plate
(8 × 80 μL per condition) and 20 μL of a p-nitrophenyl phosphate stock solution (Sigma Aldrich) was
added to each well. After 60 min of incubation, the absorption at 405 nm was detected and the ALP
activity was calculated from this data.
2.12. DAPI Staining
Prior to staining the cell nuclei with 4 ,6-diamidin-2-phenylindol (DAPI), the samples were ﬁxated
with 96% ethanol. Cells or scaffolds were rinsed with PBS, covered with DAPI staining solution
(1 μL DAPI stock in DAPI buffer), and incubated for 20 min at room temperature. Subsequently, the
cells were rinsed with PBS twice and documented by ﬂuorescence microscopy (excitation/suppression
ﬁlter: 360/470 nm). For better comparability, the ﬂuoresence micrographs of the different conditions
were taken with consistent parameters (exposure, gain, and gamma) and images of the entire sample
were acquired at 4-fold magniﬁcation (30–40 images per sample). Subesquently, images were digitally
merged with the software “Microsoft Image Compositor Editor” to give a comprehensive overview of
the entire scaffold.
2.13. Matrix Mineralization
Calcium content of the extracellular matrix was observed by calcein (calcium deposition) and
von Kossa (phosphate deposition) stain. Samples were ﬁxated with 96% ethanol. For calcein staining,
samples were washed with ddH2 O and incubated over night at 4 ◦ C in calcein staining solution
(0.1 μg/mL in ddH2 O; Sigma Aldrich). Afterwards, cells were washed with PBS and observed with a
ﬂuorescence microscope (exposure: 205 ms; gain: 1×; gamma: 1×).
To observe phosphate deposition, the ﬁxated cells were washed with ddH2 O and incubated in
1 mL AgNO3 solution (5% w/v; Carl Roth) for 30 min and were light protected. After the samples were
rinsed with ddH2 O and exposed to UV light for 2 min (each side), they were incubated in Na2 S2 O3
(5% w/v, Sigma Aldrich). Samples were rinsed with ddH2 O and the staining was documented with a
ﬂatbed scanner.
2.14. Statistical Analysis
All data are expressed as mean values ± standard deviation. The data was analyzed using
Microsoft Excel, OriginPro, and GraphPad Prism. Multiple comparisons were carried out using
one-way analysis of variance followed by the Dunnett’s or Tukey’s multiple comparisons test. Values
of p < 0.01 with a conﬁdence interval of 99% were deﬁned as statistically signiﬁcant.
3. Results
3.1. Flow Proﬁle and Residence Time Distribution
A homogeneous ﬂow proﬁle throughout the bioreactor chamber is preferable since nutrition
supply and waste removal is crucial in every 3D cultivation. Thus, a computational study was
conducted to simulate the distribution of ﬂow velocity and streamlines in the bioreactor with and
without a scaffold inserted. The ﬂow proﬁle of the empty BR1 indicates a higher ﬂow velocity
exclusively in the center of the chamber (Figure 4). In contrast, the outer areas display velocities
close to zero while circular streamlines indicate dead spaces. After introducing the scaffold into the
model, higher ﬂow velocities were especially observed in the center region. In contrast, the medium
distribution units (MDUs) of BR2 seem to support a homogeneous ﬂow proﬁle. The average and
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maximum velocity of the ﬂuid that passed through the scaffold was derived from the CFD data
(Table 1). In BR1 the maximum ﬂow velocity is 16-fold higher than the average velocity whereas it is
only 5-fold higher in BR2. Therefore, the MDUs seem to support a homogeneous ﬂow velocity proﬁle
and reduce ﬂow velocity peaks.

Figure 4. Computational model of the ﬂow proﬁle with streamlines of the bioreactor chambers BR1
and BR2 without and with a scaffold inserted (porosity: 66.7%, permeability 1.74 × 10−10 m2 ) at a ﬂow
rate of 1.5 mL/min (3.6 mm/s). Streamlines and the ﬂow proﬁle indicate a more homogeneous ﬂow
distribution in BR2 due to the medium distribution units.
Table 1. CFD derived data of the average and maximum velocities of ﬂuid passing the scaffold inside
the bioreactor chambers BR1 and BR2.
Bioreactor

Inlet Velocity
[mm/s]

Average Velocity
[mm/s]

Maximum
Velocity [mm/s]

Maximum/Average
Velocity

BR1

3.5
17.7
35.4

0.4
1.9
3.9

6.2
30.0
56.5

16.0
15.4
14.5

BR2

3.5
17.7
35.4

0.3
1.6
3.2

1.7
8.6
17.3

5.3
5.3
5.4

The residence time distribution (RTD) of a bioreactor characterizes the mixing behavior, and
consequently is an important parameter in bioprocess engineering. In this study we compared the
RTDs of two different bioreactor chambers at different ﬂow rates with or without a scaffold inserted.
Ratios of the ideal hydrodynamic residence time T and the real mean residence time Tm at different
ﬂow rates were compared (Table 2, Figure 5).
T is a theoretical value that describes the time a ﬂuid volume needs to pass through the bioreactor
when no back mixing occurs (like in an ideal PFR). As expected, both bioreactors did not behave like
an ideal PFR and Tm was higher than T (12–37%), indicating back mixing. Moreover, Tm /T does not
appear to be affected by ﬂow rate or bioreactor geometry signiﬁcantly. However, in BR2 the ratio of
Tm /T seems to decrease with higher ﬂow rates and is lower at 3 mL/min than in BR1 showing a more
PFR like behavior.
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Table 2. Differences of the mean residence time Tm to the ideal hydrodynamic residence time T in
percent (at least n = 3).
Difference to T [%]

Condition
Flow rate (mL/min)
BR1 empty
BR2 empty
BR1 with scaffold
BR2 with scaffold

0.6
16 ± 0.1
37 ± 1.1
18 ± 0.1
27 ± 0.6

1.5
12 ± 0.4
27 ± 0.8
31 ± 1.7
16 ± 0.5

3.0
30 ± 0.3
23 ± 1.7
23 ± 1.7
15 ± 0.7

Figure 5. (A) Hydrodynamic residence time and (B) residence time distribution of BR1 and BR2 without
inserted scaffold. (C) Hydrodynamic residence time and (D) residence time distribution of BR1 and
BR2 with inserted scaffold.

The curve ﬁt of the RTDs of the empty bioreactor indicate a correlation between increasing ﬂow
rate and stronger mixing, resulting in a more CSTR like mixing behavior (Figure 5). At lower ﬂow rates
the ﬂuid behaves more like that in a PFR. Besides, inserting a scaffold seems to inhibit back mixing
and instead promotes a more uniform ﬂow.
The tanks in series and the Bodenstein number Bo were both derived from the RTDs and are
compared in Table 3. Generally, more tanks in series were observed at lower ﬂow rates indicating a
more plug ﬂow like behavior. The chamber geometry of BR2 seems to support a more laminar ﬂow
with less back mixing whereas the chamber of BR1 seems to improve back mixing. Again, the insertion
of a scaffold into the ﬂuid pathway supports a plug ﬂow behavior. For the ﬂow rates of 1.5 and
3.0 mL/min, N is between 2.5 and 5.7. When N →1 the system is considered to be mixed completely.
Thus, a ﬂow rate of 1.5 mL/min and higher can be considered as optimal mixing.
The Bodenstein number was derived from the raw data (not from the global curve ﬁt) and should
behave similar to the number of tanks-in-series model. It is highest at the lowest ﬂow rate indicating
low axial dispersion (except for BR1 empty). Although, Bo does not decrease with the ﬂow rate
considerably like the number of tanks in series.
The data from the computational model together with the RTDs indicate almost optimal mixing in
BR1 with a heterogeneous ﬂow proﬁle. In contrast, BR2 demonstrated less mixing but a homogeneous
ﬂow velocity proﬁle.
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Table 3. Tanks in series and Bodenstein number of both bioreactors with and without the scaffold.
Tanks in series are derived from a global curve ﬁt (n = 3). The Bodenstein number was calculated from
the raw data set.
Tanks in Series

Bodenstein Number

Flow Rate
(mL/min)

0.6

1.5

3.0

0.6

1.5

3.0

BR1 empty
BR2 empty
BR1 with scaffold
BR2 with scaffold

4.6
9.7
9.7
10.7

4.8
4.8
5.7
4.7

2.5
2.5
3.3
3.4

6.1
7.4
8.0
9.1

6.3
6.7
7.3
7.2

7.0
5.9
7.7
7.6

3.2. Sensor Characterization and Determination of Permeability
The installed pressure sensors are usually used for medical purposes to monitor the blood
pressure of patients in intensive care units by piezoresistive transducers. According to the
manufacturer’s speciﬁcations, the sensors together with the ampliﬁer have a pressure range of −20
to 300 mmHG (−2.6–40 kPa). Indeed, ﬂow rates used in 3D perfusion cell culture are often as low as
0.3–3 mL/min [29], resulting in a ﬂow induced pressure of approximately <3 kPa (depending on the
tubing diameter). Hence, these implemented sensors may not measure as accurately as in their original
setting. Still, the characterization of the sensors show a strong linear correlation of pressure and ﬂow
rate (R2 > 0.997, p < 0.0001; Figure 6). Interestingly, the standard deviation of the measurements
decreased with increasing ﬂow rate indicating a more accurate measurement at higher ﬂow rates. The
pressure differential of both sensors was found to be very constant at 338 ± 20 Pa (2.5 ± 0.5 mmHg).

Figure 6. (A) Sensor characterization at different ﬂow rates. ΔP depicts the differential of both
sensors; (B) Determination of the permeability of the porous scaffold Sponceram. ΔP and the resulting
permeability k at different ﬂow rates; (C) Shear stress prediction based on the determination of the
permeability of Sponceram and further calculation with the Vossenberg model or CFD data. Depending
on the ﬂow rate, the analytical model predicts shear forces in the physiological in vivo range of 0.3–3 Pa
(shaded area) whereas the computational modeling predicts shear forces that are approximately three
orders of magnitude lower; (D) Computational simulation of the shear stress conditions. BR1 and
BR2 with porous scaffold (porosity: 66.7%, speciﬁc permeability 1.74 × 10−10 m2 ) at a ﬂow rate of
15 mL/min. The model indicates a more homogeneous distribution of shear stress in BR2.
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To determine the permeability k of Sponceram, the pressure differential upstream and downstream
of the bioreactor was recorded at different ﬂow rates. Since k is a material constant, ΔP should increase
proportionately with the ﬂow rate. Although the pressure sensors appear to be accurate, the calculated
permeability changed with the ﬂow rate (Figure 6). ΔP increased linearly for ﬂow rates >7.5 mL/min
while k remained almost stable. Therefore, the average of the calculated k-values from 9 to 15 mL/min
(k = 1.7 ± 0.9 × 10−10 m2 ) was inserted in the shear stress equations and the computational model.
Similarly, the permeability of Sponceram with a higher porosity (80%) than the Sponceram discs
used in this study was found to be k = 1.88 × 10−8 m2 and the permeability of cancellous bone was
approximately 2.1 × 10−9 m2 as reported before [25]. The lower permeability measured in the present
study can be attributed to the lower porosity (67%) of Sponceram used in this study.
3.3. Fluid Shear Stress Estimation
Mechanical stimuli such as shear forces are commonly known to inﬂuence cellular behavior. Fluid
shear forces can induce the differentiation of stem cells towards speciﬁc lineages which is important
in all dynamic cell culture processes [30]. In this study we conducted a computational simulation to
compare the shear stress distribution in two different bioreactor chambers on a bone like scaffold. The
interstitial Reynolds number Rei was calculated ﬁrst to ensure that Darcy’s law is applicable (Rei < 8).
Rei was found to be between 0.28 and 7 for ﬂow rates between 1.5 and 15 mL/min, thus indicating a
laminar ﬂow. Depending on the ﬂow rate and bioreactor geometry, the average shear stress calculated
by the simulation was between 0.1 × 10−2 and 1 × 10−2 Pa, and the maximum shear stress was
between 8.8 × 10−2 and 85.2 × 10−2 Pa (Table 4). Although the average shear stress is similar in both
bioreactor models, the maximum shear stress is about 2-fold higher in BR1, indicating higher stress
peaks due to the bioreactor geometry.
Table 4. Data from the CFD simulation and Vossenberg model describing the average and maximum
shear stress inside the scaffold.
CFD Simulation

Vossenberg Model

Bioreactor

Inlet
Velocity
[mm/s]

Average Shear
Stress [10−2 Pa]

Maximum Shear
Stress [10−2 Pa]

Average Shear
Stress [10−2 Pa]

Maximum Shear
Stress [10−2 Pa]

BR1

3.5
17.7
35.4

0.1
0.4
0.8

8.8
43.4
85.3

23.4
117.2
234.4

56.0
280.0
560.0

BR2

3.5
17.7
35.4

0.1
0.5
1.0

4.6
22.9
45.4

-

-

Generally, the results of the simulation indicate higher shear forces at the surfaces of the scaffold
where the ﬂuid enters. In BR1, higher shear forces occur at the entrance, core, and exit of the
scaffold whereas the outer areas show very low shear forces. In contrast, BR2 displays a much
more homogeneous shear stress distribution throughout the scaffold (Figure 6).
Furthermore, an analytical model that uses the permeability k as an indicator for wall shear stress
was used to estimate shear stress and was compared to the CFD derived calculation. The Vossenberg
model predicts average shear stress between 0.23 and 2.34 Pa which is approximately 3 orders of
magnitude lower than that predicted by the CFD simulation. Maximum shear forces were calculated
to be between 0.56 and 5.6 Pa which is approximately 6-fold higher than that estimated by the CFD
simulation (Figure 6). Simpliﬁcation of the scaffold in the computational model probably lowers the
prediction of shear forces. Also, in a study by Jungreuthmayer, et al. [31] where μCT data of a scaffold
was used for CFD analysis, the computational model underestimated shear forces compared to the
analytical models.
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Although estimations from computational and analytical models differ from each other, the shear
forces calculated from the analytical models were in the range of in vivo shear stress of bone, which is
expected to be between 0.3 and 3 Pa [32]. Therefore, this bioreactor-incubator system, together with
this scaffold, may represent a suitable system for bone tissue engineering.
3.4. Bioreactor Cultivation
To investigate the inﬂuence of the different shear stress distributions and ﬂow proﬁles of BR1 and
BR2 on osteogenic differentiation of human ASCs, cells were cultivated for 21 days in ODM on the 3D
ceramic matrix Sponceram. Seeded matrices in 6 well plates (3D static) and cells seeded in conventional
12 well plates (2D static) served as controls. The cell number of each sample was determined indirectly
via DNA quantiﬁcation and was highest in the 3D and 2D control group. However, twice as many cells
were found in BR2 compared to BR1 where the cell number did not change signiﬁcantly compared to
day 0 (Figure 7). These ﬁndings were also conﬁrmed by DAPI staining (Figure 8).

Figure 7. (A) Cell numbers, (B) course of alkaline phosphatase (ALP) activity and (C) ALP activity
per cell of adipose derived mesenchymal stem cells (ASCs) cultivated on Sponceram in a perfusion
bioreactor or under 3D and 2D static conditions. Data are represented as mean ± SD (n = 3); * signiﬁcant
difference of the indicated conditions in panel (A) or to 3D static in panel (C) with a conﬁdence interval
of 99% and p < 0.001.

Figure 8. (A) 4 ,6-diamidin-2-phenylindol (DAPI) stain and (B) DAPI-calcein double stain of Sponceram
after 21 days of cultivation with ASCs in a perfusion bioreactor or under static conditions.
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Glucose consumption and lactate production were steady throughout the entire cultivation period
although lactate production decreased slightly after 12 days in dynamic conditions (Figure 9). The
overall glucose consumption and lactate production was found to be highest in 3D static conditions.
However, consumption and production per cell between day 19 and 21 indicates a higher glycolytic
activity in cells cultivated in dynamic conditions (Table 5).

Figure 9. Course of (A) glucose consumption and (C) lactate production, (B) glucose consumption and
(D) lactate production per cell between day 19 and 21 of ASCs cultivated on Sponceram in a perfusion
bioreactor or under 3D and 2D static conditions. Data are represented as mean ± SD (n = 3); * indicates
signiﬁcant difference to 3D static with a conﬁdence interval of 99% and p < 0.001.
Table 5. Glucose consumption and lactate production of ASCs under different cultivation conditions
(n = 3).
Condition

Cumulative Glucose
Consumption (μmol)

Cumulative Lactate
Consumption (μmol)

Ratio

2D
3D
BR1
BR2

37.9 ± 2.9
66.3 ± 4.5
36.6 ± 4.1
52.8 ± 2.4

85.5 ± 8.7
150.1 ± 15.0
74.2 ± 26.7
113.6 ± 11.7

2.26
2.26
2.15
2.02

ALP activity, a marker for osteogenic differentiation, increased after approximately 12–14 days in
2D and 3D static conditions. In contrast, in dynamic conditions it was elevated from day 3 on but did
not increase as much as under static conditions after 14 days. However, ALP activity per cell revealed
an increased activity in all 3D conditions compared to 2D conditions, while the activity per cell in BR1
was found to be higher compared to BR2 (Figure 7).
Matrix mineralization was determined by calcein and von Kossa stain. Calcium depositions
were found in all conditions (Figures 8 and 10). However, only few stained areas were observed.
Furthermore, phosphate depositions were found to be increased in BR1 but only slightly in BR2 and
3D static conditions.
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Figure 10. Von Kossa stain of Sponceram after 21 days of cultivation with ASCs in a perfusion bioreactor
or under static conditions.

4. Discussion
In this study we developed a miniaturized perfusion bioreactor system together with a specialized
incubator system for use in different cell culture applications and for bioprocess optimization. At ﬁrst,
the incubator system was developed and modiﬁed to serve as a ﬂexible platform for bioreactor
cultivation. For this, it was equipped with pressure sensors, hydrostatic pressure valves, and
multi-channel pumps that can be programmed according to the user’s needs.
Next, in order to establish a ﬂexible perfusion system we designed, manufactured, characterized,
and compared two different bioreactor chambers. The general advantages of both chambers are
depicted in Table 6. Hence, the ﬂow velocity proﬁles of both the bioreactors were simulated and
the mixing behavior was characterized by measuring the residence time distribution. Though, BR2
displayed a more PFR like mixing behavior compared to BR1, ﬂow rates of 1.5 mL/min and higher
were considered to provide sufﬁcient mixing. Although the RTDs from both bioreactors did not differ
considerably, the ﬂow ﬁeld experienced by cells might be different [33]. Recirculation areas found
in the CFD simulation of BR1 indicate a different ﬂow ﬁeld than in BR2 where MDUs prevent those
recirculation areas. The tanks-in-series model also revealed less axial dispersion in BR2. Indeed, MDUs
in BR2 promote a uniform ﬂow velocity proﬁle and plug ﬂow like behavior throughout the scaffold
while preserving proper mixing.
Table 6. Conclusive overview on the characteristics of BR1 and BR2.
Aspect

Advantages

Disadvantages

BR1

BR2

- Sufﬁcient mixing
- Increased matrix mineralization
- Increased ALP activity/cell

- Sufﬁcient mixing
- Homogeneous ﬂow proﬁle and shear
stress distribution throughout the scaffold
- Increased proliferation
- More homogeneous growth on the scaffold

- Inhomogeneous ﬂow proﬁle and
shear stress distribution

- Comparably low matrix mineralization

Furthermore, the permeability of a porous scaffold was determined with pressure sensors in
order to estimate shear stress with the model proposed by Vossenberg and a CFD simulation. Medium
distribution units of BR2 proved to be beneﬁcial in promoting a uniform ﬂow velocity and shear stress
distribution throughout the scaffold. A homogeneous ﬂow and shear stress proﬁle is highly preferable
since this ensures maximum control and reproducible results during the experiments. To investigate
effects of the different ﬂow and shear stress proﬁles, both bioreactor chambers were compared in a
proof-of-concept bioreactor cultivation study.
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For this, the ﬂow rate was chosen according to the calculations of the simulation and mathematical
model as follows. The average shear stress at a ﬂow rate of 1.5 mL/min was between 0.001 (CFD) and
0.23 Pa (Vossenberg) and the maximum shear stress was between 0.08 and 0.56 Pa which only partially
lies in the physiologic in vivo shear stress of 0.3–3 Pa. However, osteogenic differentiation performed
in 3D conditions was found to be increased with shear stress by about one order of magnitude lower
than the in vivo shear stress [6]. Seemingly, lower shear forces are sufﬁcient to induce osteogenic
differentiation. Also, the maximum shear stress was shown to increase dramatically compared to the
average shear stress with increasing ﬂow rate if the permeability constant k is below 1·× 10−10 m2 [27].
In the present work, the permeability constant k of the scaffold was found to be 1.7 ± 0.9 × 10−10 m2 .
Furthermore, the Vossenberg model was developed for scaffolds with perpendicular ﬁbers and thus
the permeability might not be as predictive for shear stress as in a porous scaffold. Also, the CFD
simulation lacks accuracy since it is based on a simpliﬁed geometry of the scaffold. Taken all together,
the ﬂow rate of the proof of concept study was set to 1.5 mL/min to generate shear forces at the lower
end of the physiologic range in order to avoid excessive washout of cells.
After 21 days of cultivation, the cell number was found to be increased in BR2 compared to BR1
while the cell distribution was more homogeneous as indicated by DAPI staining. However, cell
number and glucose consumption indicate lower proliferation in dynamic conditions compared to
static conditions. Thus, cells in dynamic conditions might have been subject to washout by perfusion.
The ratio of lactate production per mole consumed glucose is commonly used as an index for anaerobic
metabolism which occurs mainly in proliferating mesenchymal stem cells. These cells display a higher
ratio since they generate energy rather by anaerobic glycolysis than by oxidative phosphorylation [34].
Indeed, cells cultivated under dynamic conditions display a lower ratio (2.02–2.15) than under
static conditions (2.26) which might indicate a shift to oxidative phosphorylation and therefore
to differentiation. Also, ALP activity per cell was found to be higher in dynamic conditions and
phosphate deposition was only visible in BR1. These ﬁndings suggest increased differentiation in
dynamic conditions. However, the glucose consumption and lactated production per cell was found to
be signiﬁcantly higher in dynamic conditions compared to static conditions. Controversially, a previous
study by Pattappa et al. [35] reported reduced glycolytic activity during osteogenic differentiation.
However, this study was carried out in conventional 2D static conditions. In contrast, 3D dynamic
conditions increase the mass transfer of nutrients, oxygen, and waste products, which together with
mechanical stimulation might alter metabolic activity in comparison to 2D static cultivation conditions.
Regarding the inﬂuence of the ﬂow and shear stress proﬁle of BR1 and BR2 on the osteogenic
differentiation, cells of BR1 showed increased ALP activity per cell and matrix mineralization compared
to BR2. Interestingly, phosphate depositions were present only in the center of BR1 where ﬂow velocity
and shear stress is the highest as indicated by the CFD simulations. Furthermore, the maximum ﬂow
velocity at 1.5 mL was found to be 3.6-fold higher in BR1. Although it did not affect the average shear
stress, it caused a 1.9-fold increase in the maximum shear stress. Also, the maximum shear stress in
BR1 was 88-fold higher than the average shear stress while it was only 46-fold higher in BR2. The
ﬁndings of the CFD simulation together with the data from bioreactor cultivation suggest that in order
to generate shear stress as high as in BR1, the volumetric ﬂow rate needs to be increased in BR2. In
this study, where both bioreactor chambers were operated at the same ﬂow rate, BR1 supported an
increased osteogenic differentiation of ASCs while BR2 maintained homogeneous cell growth rather
than differentiation. Since it is likely that differentiation was induced by higher shear stress in the
center of BR1, a higher ﬂow rate resulting in similar shear stress conditions might foster comparable
differentiation in BR2 as well. In conclusion, depending on the mathematical model, shear stress
calculations derived from characterization of the matrix and CFD simulation suggested physiologic
shear stress conditions for a broad ﬂow rate spectrum of 1.5 to 15 mL/min. However, simulations were
predictable for the relative comparison of BR1 and BR2, and an optimal ﬂow rate for the generation
of physiologic shear stress still needs to be evaluated by experiments. The successful screening of
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different shear stress and hydrostatic pressure conditions in this system was demonstrated before on a
decellularized bone matrix [23].
Perfusion systems have been proven to be beneﬁcial for tissue engineering purposes such
as bone or cartilage engineering [36,37]. For instance, numerous studies show a higher matrix
deposition or upregulation of relevant genes in comparison to static culture conditions when bone
precursor cells are exposed to ﬂuid shear stress [38–43]. Although several tailor-made [10,11,44] and
commercially available [45–47] perfusion systems were developed and successfully used, there is a lack
of automated sensor-controlled systems that allow the cultivation of multiple independent replicates
under different conditions.
However, the presented system allows the determination of the permeability of scaffolds, thus
enabling estimation and control of shear stress during cultivation. Since different ﬂow and pressure
regimes can be programmed with the built-in control unit, the incubator allows comprehensive control
over the mechanical environment. The bioreactor chamber developed in this study has been used with
hard scaffolds (e.g., ceramics) but was designed to host also soft scaffolds (e.g., hydrogels) of different
sizes via integrated grids. Together with the possibility to cultivate up to sixteen independent reactors
(with an upgrade of the pumping head) in one incubator, we hypothesize it can be used not only in the
ﬁeld of bone tissue engineering but also in a wider variety of 3D cell culture processes. Further studies
will focus on demonstrating its beneﬁt in the testing and optimization of different dynamic cell culture
conditions (including hydrostatic pressure) on other biomaterials.
5. Conclusions
A parallelizable, miniaturized perfusion bioreactor system, together with a tailor-made incubator,
was developed and characterized. In particular, it was designed to be ﬂexible and modular in terms
of exchanging different parts such as the tubing, pumping head, and scaffold or adding additional
instrumentation, such as pinch valves for the application of hydrostatic pressure. Integrated pressure
sensors allow the estimation of ﬂuid shear stress that cells experience on a scaffold and as a result
permit the screening of the effects of different mechanical culture conditions. The effect of different
ﬂow and shear stress proﬁles were investigated in a proof of concept study. CFD data and shear
stress calculations were found to be predictable for a relative comparison of two bioreactor geometries,
but not for the prediction of the optimal ﬂow rate. We assume a parallelizable miniaturized system
where only small amounts of cells, culture medium, and scaffolds are required, that will support
throughput and reproducibility, and thus will be beneﬁcial for the optimization of dynamic 3D cell
culture applications.
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Abstract: The current work investigates the capability of a tailored multivariate curve resolution–alternating
least squares (MCR-ALS) algorithm to analyse glucose, phosphate, ammonium and acetate dynamics
simultaneously in an E. coli BL21 fed-batch fermentation. The high-cell-density (HCDC) process
is monitored by ex situ online attenuated total reﬂection (ATR) Fourier transform infrared
(FTIR) spectroscopy and several in situ online process sensors. This approach efﬁciently utilises
automatically generated process data to reduce the time and cost consuming reference measurement
effort for multivariate calibration. To determine metabolite concentrations with accuracies
between ±0.19 and ±0.96·gL−l , the presented utilisation needs primarily—besides online sensor
measurements—single FTIR measurements for each of the components of interest. The ambiguities
in alternating least squares solutions for concentration estimation are reduced by the insertion of
analytical process knowledge primarily in the form of elementary carbon mass balances. Thus, in this
way, the established idea of mass balance constraints in MCR combines with the consistency check of
measured data by carbon balances, as commonly applied in bioprocess engineering. The constraints
are calculated based on online process data and theoretical assumptions. This increased calculation
effort is able to replace, to a large extent, the need for manually conducted quantitative chemical
analysis, leads to good estimations of concentration proﬁles and a better process understanding.
Keywords: multivariate curve resolution; E. coli; fed-batch; fermentation; carbon mass balance
constraint; soft constraints; alternating least squares; hybrid modelling

1. Introduction
Multivariate curve resolution (MCR) with constrained alternating least squares (ALS), as described
by Tauler et al. [1], is a powerful method to deconvolve overlapping spectral signals from chemical
and biological reaction systems. The intended purpose is commonly the estimation of concentrations
of individual components C or the identiﬁcation of unknown spectral proﬁles S in complex aqueous
solutions; generally, MCR has the ability to estimate both simultaneously from a data matrix X.
The speciﬁc feature of MCR is the decomposition of X in a physically or chemically meaningful way.
Besides MCR and ALS, other bilinear modelling methods and different algorithms can be utilised
for the decomposition of X, with various resolution performances and limitations [2]. Because of its
ﬂexibility and popularity [3], MCR with the ALS algorithm is used in this work. A tutorial for the
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application of MCR to analyse multicomponent systems, with special focus on the ALS algorithm,
is given in [4]. The main aspects to be considered—such as data set conﬁgurations, initial estimates
and applicable constraints—are described. A central issue of bilinear decomposition is the impact
which particular constraints, initial estimates and the applied algorithm may have on the uniqueness
of solutions in the presence of rotational ambiguities [5]. In the present work, the initial MCR settings
and constraints for the analysis of FTIR-spectra from an E. coli fed-batch bioprocess are described
in detail.
Compared with other established chemometric analysis methods, MCR has the potential of
simultaneous resolution and quantitation of all mixture components without their chemical or physical
separation [5,6]. Besides the recovery of qualitative and quantitative information about analytes,
the identiﬁcation of unknown interferents is possible [7]. In comparison to other multivariate
calibration methods, the calibration effort of MCR can be decreased signiﬁcantly by application
of appropriate constraints [8]. Given a suitable set of constraints, this paper demonstrates that single
measurements of pure solved analytes sufﬁce to perform quantitative MCR analysis of respective
fermentation data.
MCR-ALS has been employed for years in different research ﬁelds, especially in chemical reaction
processes monitored by different spectroscopic techniques such as X-ray absorption [9], ﬂuorescence,
nuclear magnetic resonance, Raman, Near-Infrared and FTIR [10]. In biochemical and biophysical
processes, MCR was used to analyse protein and nucleic acids systems concerning denaturation
processes, protonation equilibria or complexation processes [11]. Among other chemometric methods,
MCR was utilised in single biological cell analysis to unmix information from hyperspectral images [12].
In reference to fermentation processes, several applications of MCR-ALS have been published,
e.g., in monitoring alcoholic fermentations with S. cerevisiae [13,14], milk lactic acid fermentations with
Streptococcus and Lactobacillus strains [15] and the quantiﬁcation of penicillin V in bioprocesses with
Pencillium chrysogenum [16]. In this work, MCR-ALS with tailored constraints is applied to estimate
metabolism-relevant concentrations in high cell density cultivation (HCDC) fed-batch processes with
E. coli BL21 (DE3) pET28a. The cultivated organism produces the recombinant and pharmaceutically
utilisable enzyme cytochrome p450 after induction. For evaluating process kinetics and optimising the
growth of microorganisms, it is useful to obtain estimations about the quantitative changes of carbon,
nitrogen and phosphate sources as well as of metabolic products such as acetic acid in the fermentation
broth over process runtime. The aim of this study is the resolution of these substances by a tailored
MCR-ALS algorithm.
To monitor the composition of fermentation media, ATR-FTIR spectroscopy is employed as an
in-line ex situ analyser. Spectral information from the fermentation process is provided online by
automatic cell-free sampling of fermentation broth through an ATR ﬂow-cell. Because of the continuous
sterile sampling, the constraint of invariance of the total concentration (closure) is applicable,
as described below. An automated in-line ﬂow system can cause the problem of CO2 and air
bubbles, as well as bioﬁlms on the ATR surface [17]. Therefore, bioﬁlms are inhibited by employing
cell-free sampling and initial ethanol-cleaning of the ﬂow-system. As technical gas bubble prevention,
just gas-tight polytetraﬂuoroethylene (PTFE) tubes are implemented. However, principally,
the problem of gas bubbles can be handled mathematically by the MCR algorithm as shown in
this study.
FTIR spectroscopy is an established technique in bioprocess monitoring and, as other IR techniques
such as near-infrared (NIR) and Raman, it combines the advantages of non-invasiveness and fast
simultaneous measurement of multiple solved substances [18]. An overview of advantages and
disadvantages of different spectroscopy techniques in bioreactor monitoring has been described [19].
In the mid-infrared region, covered by FTIR, most excitations of fundamental molecular vibrations
can be found. Especially the ﬁngerprint area (1500–500 cm−1 ) exhibits speciﬁc patterns of media
compounds [20]. By contrast, the peaks in the NIR spectrum consist of overtones and combinations
from primary MIR signals and are less distinctive. In comparison to NIR, the MIR region exhibits a

71

Bioengineering 2017, 4, 9

higher selectivity thus allowing for a better detection of overlapping component spectra in complex
aqueous mixtures. Raman spectroscopy is not sensitive to water and the small peak widths of solved
components are main advantages of this technique in bioprocess monitoring [21]. However, the Raman
scattering is generally weaker than the FTIR signal, while higher concentrations of target analytes are
required. A comparison of FTIR, NIR and FT-Raman spectroscopic techniques referring to a lactic acid
fermentation shows the best prediction performance for FTIR [22].
Some studies described the analysis of glucose, acetate, ammonium and phosphate concentrations
in bioprocesses, using ATR-FTIR spectroscopy. Among other substances, ammonium and glucose are
analysed in a complex antibiotic fermentation by at-line measurements on a horizontal attenuated total
reﬂectance (HATR) crystal using a partial least squares (PLS) calibration model [23]. Gluconacetobacter
xylinus fed-batch cultures were monitored by an in situ ATR probe aimed at the online PLS analysis of
acetate, phosphate and ammonium [24]. The results of these PLS predictions—in contrast to MCR-ALS
predictions of glucose, acetate, ammonium and phosphate—are discussed below.
As shown by references, FTIR monitoring of bioprocesses and MCR analysis of complex
mixtures such as fermentation broths promise many advantages in simultaneous process information
collection. The proposed effective usage of in situ and ex situ online sensor data to calculate
carbon mass balance-constrained MCR predictions of several analytes underlines the relevance of
ATR-FTIR/MCR-ALS combinations in fermentation analysis.
The monitored substances are related to bacterial metabolism. Glucose, ammonia and phosphate
are substrates whereas acetate is a by-product of overﬂow metabolism [25]. The recombinant
cytochrome p450 remains unconsidered for its being an intracellular metabolite and therefore
not being obtainable in fermentation broth. To predict concentrations of the observed analytes,
only four calibration measurements of pure components are required, provided adequate constraints
are applied during the alternating least squares procedure. In addition to the required analyte
spectra, the implementation of estimated artefact spectra and additionally known fermentation
media components is useful. As mentioned above, collecting samples from fermentation broth by
a peristaltic pump through a tube system can present the problem of air bubbles in ATR ﬂow-cell
with impact on the measured spectra. If the water spectrum is removed from each mixture spectrum
prior to that, the air bubble disturbance has its own spectral signature and can be handled like
any pure component in multivariate curve resolution. The shape of this artefact is easy to be
determined and its implementation in MCR improves the resolution of primary signals, as shown below.
All initial estimations for pure spectral components S expected in the mixture are also implemented as
soft-constraints during alternating least squares. In the following, soft-constraints means the presence
of an allowed solution area in a range set by inequality constraints, as in the optimisation problem. In
the case of physical spectral shifting in the mixture, a certain ﬂexibility during iterative identiﬁcation
of pure components helps to avoid over-restriction.
In the concentration estimation step, besides the non-negativity constraint, online process data
such as input and exhaust gas-ﬂow, fermenter mass, liquid supply from feed reservoir and pH
control as well as turbidity are utilized to calculate elementary carbon mass balance constraints.
Mass balance constraints (closure) applied to reaction systems have been described [1,26,27]. Closure
constraints require invariance of total concentration, granted by the sterile online sampling system
and by including total reactor in- and output mass ﬂow in the constraint calculation. So far,
as known, the presented application of the carbon mass balance constraint for MCR to analyse a
fed-batch fermentation process is a new utilisation of the popular closure constraint. The carbon
mass balance constraint for a fed-batch fermentation requires extensive prior calculations, such as
different conversion steps and soft sensor approaches. In addition, dynamic in- and output carbon
mass-ﬂow in gas and liquid phase as well as continuous and discrete sampling need to be taken into
account. The presented algorithm is able to deal with these requirements. Calculating carbon mass
balances or recovery rates is an established approach in bioprocess engineering to check the integrity of
observed process data [28]. The referenced literature has already shown the application of carbon mass
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balances for Escherichia coli high-cell-density fed-batch culture and recombinant protein production.
During process runtime, carbon recovery rates should take on values of about 1. In the present study,
this condition is utilised as a MCR-ALS constraint for the estimation of carbon sources and metabolites
such as glucose and acetate in fermentation media. In so doing, the explorative decomposition
of measured mixture spectra is coupled with analytical knowledge in order to form a new hybrid
multivariate modelling approach.
In summary, the objectives of this paper are
(1)
(2)
(3)

the interpretation of the MCR-ALS closure constraint as a carbon mass balance constraint for
fed-batch fermentation processes;
to demonstrate that moderate gas bubble disturbances on the ATR crystal can be handled
computationally, without any need for technical preventions;
to show that MCR-ALS with carbon mass constraint is capable of simultaneously predicting
four analyte concentrations from FTIR spectra of fermentation media samples, with minor
calibration effort.

2. Material and Methods
2.1. Spectra Acquisition, Sampling and Spectra Processing
The MIR spectra are scanned with a Thermo Scientiﬁc Nicolet™ iS™ 10 and the extension
unit Nicolet iZ™ 10. The Specac’s Gateway™ ATR Accessory Kit and a ZnSe ATR crystal with six
reﬂections are mounded as a ﬂow cell in that unit. The ﬂow cell is connected to the bioreactor via PTFE
tubes (id 1.1 mm) and a Flownamics® FISP® probe with rapid ﬂow membrane for cell-free sampling.
A peristaltic pump, controlled by an Arduino microcontroller and a driver board, delivers the sample
liquid continuously to the FTIR ﬂow cell. A background spectrum with pure water in the ﬂow cell is
scanned before using the FTIR for bioprocess analysis. During a running sampling process, spectra
are scanned in cycles of 10 min. During spectrum acquisition by the Thermo Scientiﬁc™ OMNIC™
software [29], the sampling pump remains inactive. The spectra acquisition time for scanning 32 spectra
and releasing the mean spectrum for the current sample is about 1 min. OMNIC and microcontroller are
both triggered by a C# program that observes and synchronises the sample supply and measurement
steps. Before each start of a fermentation trial, tubing and ﬂow cell are treated with 70% ethanol
solution to minimise the risk of microbial activity in the sampling section. The initial spectra of
known substances are standardised to unit concentration. No further pre-processing steps such as
normalisation or differentiation are applied to the mixture-spectra in order to preserve the natural
physical properties of the spectra. After the fermentation run, the MCR-ALS analysis of the ex situ
online-monitored FTIR spectra is performed for all collected spectra.
2.2. Reference Analysis
To validate MCR-ALS results, reference values for glucose, acetate, ammonia and total phosphate
concentrations are measured in the cell-free sample drain after passing the FTIR ﬂow-cell. Glucose
analysis was conducted by the YSI 2700 SELECT Biochemistry Analyzer (Yellow Springs, OH, USA).
Acetate was determined by HPLC (high performance liquid chromatography) using chromatography
column Reprogel H+ (Dr. Maisch GmbH, Ammerbuch, Germany). Total phosphate and ammonia
were determined using photometric methods by procedures described in DIN EN 1189, DVGW W 504
and DIN 38406 E5.
2.3. Bioreactor System and Online Measurement Equipment
Fermentations are conducted in a prototype of Bioengineering’s 5l rounded-bottom autoclavable
laboratory fermenter (RALF), controlled and observed with the Software BioSCADA Lab
(Bioengineering AG, Wald, Switzerland). A supply tower with intelligent front modules (IFM) directs
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in- and output of control and measurement values. All data interchanged between IFMs and SCADA
pass a structured query language (SQL) data base, the central data hub. From there, the needed data
for calculating MCR constraints or advanced measurement and control strategies can be acquired by
MySQL and MATLAB.
The current work utilises the following bioprocess online measurement instrumentation: Turbidity
probe ASD19-N and optek-converter FC10 (optek-Danulat GmbH, Essen, Germany); exhaust gas
analyser BlueInOne Ferm (BlueSens GmbH, Herten, Germany); thermal mass ﬂow controller Red-Y
Smart for inﬂow oxygen (0.01, . . . , 5 lpm) and air/nitrogen (0.1, . . . , 10 lpm) control (Vögtlin
Instruments AG, Aesch, Switzerland); balances for online weight/volume observation of fermenter
(DE 35K5D, Kern & Sohn GmbH, Balingen,Germany), acid/base (EW6000-1M, Kern & Sohn GmbH,
Balingen, Germany) and feed (BL6100, Sartorius, Göttingen, Germany) reservoir.
2.4. Fermentation Strategy
The HCDC process is conducted in three phases: an initial batch phase, a feeding phase for
biomass growth and an induction phase for product expression. The substrate and inductor feed
is performed by exponential feeding strategy to control the cell speciﬁc growth rates μ similar
to [30]. Because of the risk of overﬂow metabolism und protein folding errors at high growth rates,
μ is controlled to defensive setpoints of 0.1 h−1 (feed phase/biomass production) and 0.05 h−1
(induction phase).
2.5. Strain and Fermentation Medium
E. coli BL21 (DE3) pET28a was stored as glycerol cryo-culture at −76 ◦ C. The pre-culture is
incubated as overnight culture in 500 mL bafﬂed ﬂasks at 37 ◦ C in a shaker rotating 200 rpm.
An amount of 300 mL pre-culture is portioned in equal shares on two shaking ﬂasks. After 24 h
pre-culture incubation, 2.7 L sterilised batch medium in the reactor is inoculated with the culture,
thus amounting to a total start volume of 3 L.
The media are modiﬁed mineral media based on [31]. The pre-culture and batch medium contain
per litre: Glucose*H2 O, 16.5 g; KH2 PO4 , 13.3 g; (NH4 )2 HPO4 , 4 g; citric acid, 1.7 g; MgSO4 *7H2 O,
0.72 g; Fe(II)SO4 *7 H2 O, 113.5 mg; CoCl2 *6H2 O, 10.5 mg; MnCl2 *4 H2 O, 15 mg; CuCl2 , 1.2 mg; H3 BO3 ,
3 mg; Na2MoO4*2 H2O, 2.5 mg; thiamine*HCl, 4.5 mg; trisodium citrate dihydrate, 75 mg; Na2 -EDTA,
9.6 mg.
The feeding solution is composed of Glucose*H2 O, 544.4 g; MgSO4 *7H2 O, 12 g; Fe(II)SO4 *7H2 O,
43.3 mg; CoCl2 *6H2 O, 21.4 mg; MnCl2 *4H2 O, 23.5 mg; CuCl2 2.5 mg; H3 BO3 , 5 mg; Na2 MoO4 *2H2 O,
4 mg; trisodium citrate dihydrate, 116 mg; Na2 -EDTA, 14.8 mg.
3. Theory and Calculation
3.1. Nomenclature
Matrices: Uppercase fat letters
Vectors: Lowercase fat letters
Scalars: Lowercase letters
3.2. Multivariate Curve Resolution and Its Physical Interpretation
The bilinear model of multivariate curve resolution [1] for FTIR data can be deduced from the
Lambert–Beer law which describes the attenuation of light travelling through material. The absorbance
x of a material is given as
 
I0
x = lg
=cεd
I1
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The logarithm of incident radiant intensity (I0 ) divided by transmitted radiant intensity (I1 ) is
equal to the product of substance concentration (c), the molar attenuation coefﬁcient (ε) and the
pathlength (d). In this work, the technique of attenuated total reﬂection is used, so d is the penetration
depth of an evanescent wave into the sample on the ATR crystal. The material and wavelength
dependent factors ε and d can be pooled to s which consolidates the optical properties of a substance:
x=cs
For mixtures of several substances k = 1, . . . , Ω, each absorbance value xij related to its wavelength
in a spectrum j = 1, . . . , n for a particular concentration proﬁle i = 1, . . . , m is calculated as
xij =

Ω

Ω

k=1

k=1

∑ cik εkj dkj = ∑ cik skj

In chemometrics, it is usual to term i = 1, . . . , m as the objects or samples of a dataset, whereby j
counts the n features or variables. Here, the m objects are samples of fermentation broth over process
runtime and the n features are absorbance values over the wavenumbers of FTIR spectra.
According to the previous sum equation, the decomposition of absorbance values over sample
and wavenumber can be organised in matrices
⎛
⎜
⎜
⎜
⎜
⎝

x11
x21
..
.
xm1

x12
x22
..
.
xm2

···
···
..
.
···

x1n
x2n
..
.
xmn

⎞

⎛

⎟ ⎜
⎟ ⎜
⎟=⎜
⎟ ⎜
⎠ ⎝

c11
c21
..
.
cm1

c12
c22
..
.
cm2

···
···
..
.
···

c1Ω
c2Ω
..
.
cmΩ

⎞⎛
⎟⎜
⎟⎜
⎟⎜
⎟⎜
⎠⎝

s11
s21
..
.
sΩ1

s12
s22
..
.
sΩ2

···
···
..
.
···

s1n
s2n
..
.
sΩn

⎞
⎟
⎟
⎟
⎟
⎠

In matrix representation, we get the simpliﬁed description:
X = CST
That is the decomposition of absorbance spectra indicated by multivariate curve resolution
assuming the data matrix X is bilinear.
3.3. An Implementation of the Alternating Least Squares Algorithm
With an initial estimation for concentration matrix Ĉ0 or pure components Ŝ0 and existing data X,
the ALS algorithm can run and perform multivariate curve resolution iteratively [1]. Assuming the
chemical rank of the observed data matrix is estimated and one assumption per each expected spectral
independent component is available, the ALS procedure can start with an initial pure component
matrix. Thus, in the ﬁrst iteration, the estimated unconstrained concentration matrix Ĉ is obtained by
 +

 −1
= X ŜT0
Ĉ = XŜ0 ŜT0 Ŝ0
whereby the superscripted + indicates the pseudoinverse.
In the next step, ŜT is estimated in an unconstrained way by
 −1

ĈT X = Ĉ+ X
ŜT = ĈT Ĉ
With that pure component estimation, a new concentration matrix calculation can be performed.
That loop is repeated until a termination criterion is achieved.
Because of rotational and intensity ambiguities, it is necessary to constrain the solutions for Ĉ and
ŜT to obtain a physically meaningful separation of mixture components.
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To calculate constrained linear least-squares solutions in this work, the lsqlin function with the
active-set algorithm from MATLAB and the “Optimization Toolbox” is applied [32]. lsqlin makes
use of mathematically rigorous methods of applying equality and inequality constraints with a better
numerical stability than approximate methods commonly used in chemometrics. The approximate
methods are easy to use and code, but they exhibit poor least squares behaviours and in some cases
they result in an increase in the magnitude of residuals [33].
lsqlin solves linear least-squares curve ﬁtting problems of the form

min
cT

x −Sc
T

T

2
2

⎧
⎪
⎨
such that

⎪
⎩

AcT ≤ b
Aeq cT = beq
l ≤ cT ≤ u

Hence, the MCR-ALS algorithm using lsqlin is implemented as shown in Figure 1 to solve the
present problem of resolving X in a hybrid modelling way with the target of reducing ambiguities
of least squares solutions. To bring a priori knowledge about pure spectra and the bioprocess into
ALS solutions, linear inequality constraint vectors (e.g., b) and matrices (e.g., A) are applied. Further,
the non-negativity constraint for concentrations is set by using lower bounds (l).

Figure 1. Scheme of the MCR-ALS algorithm with inequality constraints applying MATLAB
lsqlin function.

3.4. Constraints for Pure Spectral Component Estimation
Pure spectra of components which are known and expected in mixture are constrained based on
measured und normalised spectra of respective pure substances. Therefore, the same spectra used as
initial estimations Ŝ0 are also basis values of inequality constraints to calculate Ŝ. Assuming the shapes
of pure spectra in mixture closely resemble the pure measured spectra, in each iteration the associated
pure component estimations may only vary inside the deﬁned ranges relative to the measured Ŝ0 .
Depending on the amount of expected deviation in mixture, the range for the respective component
can be adapted. In so doing, over-restriction can be avoided e.g., in the case of smaller rates of band
shifting or in the case of differences in signal-to-noise ratios between high concentrated pure substance
measurement and lower concentrations in mixture.
Regarding the inequation constraint for tuning Ŝ in Figure 1 (upper box), D is composed vertically
of the positive and negative identity matrices I and −I both of dimension (Ω, Ω).

76

Bioengineering 2017, 4, 9


D=

+I
−I



The positive part is associated with the upper bounds euj , the negative with the lower bounds elj
represented in ej for all components on each wavenumber. The allowed upper deviation u and lower
deviation l are relative to the total ranges of the minimal and maximal values of the pure initial spectra
for each component (ŝ0 )k=1,...,Ω .
⎛

⎞ ⎛
⎞
max((ŝ0 )k=1 )
min((ŝ0 )k=1 )
⎜
⎟ ⎜
⎟
..
...
Δs = ⎝
⎠−⎝
⎠
.
max((ŝ0 )k=Ω )
min((ŝ0 )k=Ω )

 

+euj
(ŝ0 )Tj + u ◦ Δs
=
ej =
−elj
(ŝ0 )Tj − l ◦ Δs
In our application, the chemical rank of the mixtures X was estimated at 12 signiﬁcant
spectroscopically independent components by principal component analysis (PCA). The loadings
of PCA were manually evaluated for the presence of spectra-like structure, which is strongly
present on the ﬁrst principal components and decreases on higher factors. Among the above
mentioned, signiﬁcant spectroscopically independent components were spectra of known media
components, expected metabolic products, artefacts (like air bubbles) and unknown components.
Only components evaluated as certainly present in the spectral mixture X are constrained, notably
the pure spectra of wanted substances: glucose, ammonia, total phosphate (H2 PO4 − + HPO4 2− ) and
acetate. The estimations for those pure components may take on values at an interval of ±10% in the
range of each pure component spectrum starting on the initial spectrum (see Table 1).
Table 1. Columns in Ŝ0 with initial spectra and constraint settings.

pure
u
l

(ŝ0 )1

(ŝ0 )2

(ŝ0 )3

glc

ace

NH4 +

0.1
−0.1

0.1
−0.1

0.1
−0.1

(ŝ0 )4
H2 PO4 −
HPO4 2−
0.1
−0.1

(ŝ0 )5

(ŝ0 )6

(ŝ0 )7

(ŝ0 )8

(ŝ0 )9

IPTG

MgSO4

air

H2 O

0.1
−0.1

0.1
−0.1

inf
−inf

inf
−inf

citric
acid
0.1
−0.1

(ŝ0 )10

(ŝ0 )11

(ŝ0 )12

unifrnd

unifrnd

unifrnd

inf
−inf

inf
−inf

inf
−inf

Initial pure components: glucose (glc); acetate (ace); isopropyl β-D-1-thiogalactopyranoside (IPTG); air bubbles
estimation (air); uniformly distributed random values (unifrnd); inﬁnity (inf).

Because of water background subtraction on each taken spectrum xi , air bubbles in the ﬂow cell
have the shape of inverted water spectra. Moreover, a pure water spectrum is also initialised for the
case of air bubble presence during the background recording. Both estimations are not constrained
and can vary depending on the actual mixture content.
To demonstrate the validity of the assumption for the spectral air bubble model, a simple
aqueous solution containing glucose (15·gL−1 ), ammonium (0.7 gL−1 ) and phosphate (8·gL−1 ) was
compounded. From this solution, a ﬁrst FTIR spectrum was acquired from a mixture covering the
entire ATR crystal whereas a second spectrum resulted from the same mixture covering only about
half of the crystal surface. In this way, a part of the IR beam reﬂections interacts with the aqueous
solution on the ATR crystal, while another part interacts just with the air on the crystal surface.
The latter liquid-free surface part simulates a large air bubble on the crystal in ATR ﬂow cell.
In the case without ALS iterations, the mixture matrix of the known solution is multiplied once
with a simple pseudo inverse of the estimated initial pure components matrix. In a ﬁrst measurement,
S0 contains just pure measurements of glucose, ammonium and phosphate, respectively standardised
to unit concentration. Next, S0 additionally contains an inverted water spectrum. The differences in
concentration estimations are shown in Figure 2 whereas the actual concentration values are listed in
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Table 2. Obviously, the integration of the air bubble model brings an improvement of the prediction
results in the case of air bubble presence.

Figure 2. Proof of the initial estimation for the spectral air bubbles signature: in a known aqueous
solution of glucose, ammonium and phosphate, air bubbles are present in one case and absent
in another. On the left, the known spectral components S0 do not consider the air bubble model.
On the right, the air bubble model is integrated and the differences between concentrations estimated
in medium with and without air bubbles are similarly close to the known concentrations.
Table 2. Concentration estimation by multiplying known mixture spectra with pseudo inverses of pure
spectral component matrices with and without integration of an air bubble model.
Air Bubble
Model in S0

Glucose
[gL−1 ]

Ammonium
[gL−1 ]

Phosphate
[gL−1 ]

No
Yes
No
Yes
-

9.65
15.63
16.56
16.32
15

0
0.52
0.57
0.55
0.7

6.17
7.70
8.16
8.10
8

Medium with air bubbles
Medium without air bubbles
Known concentration

3.5. Constraints for Concentration Estimation
In bioprocess engineering, the carbon balance and recovery rate of a fermentation process are
commonly used as a check for the integrity of process monitoring and sensors as well as the assessment
of the release of outer membrane components. Carbon balances in a fed-batch culture are based on the
mass of carbon in the total fermenter volume. Thereby, the recovery rate is the relation between the
recovered carbon mC,rec (t) and the carbon brought into the bioreactor mC,in (t) over process runtime t.
rC ( t ) =

mC,rec (t)
mC,in (t)

Suppose all carbon compounds are determinable and measurement errors are negligible, rC (t) is
equal to 1 for all t. Because of the presence of measurement errors and not identiﬁed soluble organic
carbon compounds, a tolerance range must be assumed. The carbon recovery considering biomass,
CO2 , glucose and acetate is assumed as being about 90% [28].
The recovered carbon is the sum of carbon mass in the reactor liquid phase L, gas phase g, sample
liquid phase divided in cell-free sampling scf and cell containing sampling scc.
mC,rec (t) = mC,L (t) + mC,g (t) + mC,scc (t) + mC,scf (t)
The brought-in carbon is the sum of initial carbon mass in fermentation medium at process start
time (t = 0) and the supplied carbon mass mr from the feed reservoir r.
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mC,in (t) = mC,L (t = 0) + mC,r (t)
If the integrity of measurement equipment and data observation is already proved, the carbon
mass balance can be applied as a MCR-ALS constraint for glucose and acetate estimation from the
spectra on each observation i over process runtime. For that, several non-spectroscopic measurements
and assumptions must be applied to calculate carbon balances on each FTIR measurement.
The carbon in the reactor liquid phase is located in biomass in fractions of αC,cell as well as
in dissolved CO2 in fractions of αC,CO2 . The fraction of carbon in biomass is an assumption based
on the analysis of elemental biomass composition of E. coli with an elemental analyser taken from
literature [34]. Further carbon, of course, is located in glucose (glc) and acetate (ace), for which the
concentrations c in reactor volume VL are to be determined by FTIR/MCR-ALS. For MCR execution,
mC,L
must be split into one term containing the required concentrations from FTIR ex situ online
i
measurement (ex) and into another term containing carbon compounds with concentrations accessible
by in situ online measurement (on). For calculation of the online term, biomass concentration is
observed by turbidity measurement and a calibrated exponential model. Dissolved carbon dioxide
concentration is estimated by a soft-sensor based on Henry’s law and the CO2 mole fraction measured
by a gas sensor in exhaust gas ﬂow [35].
mC,L
= mC,L,on
+ mC,L,at
i
i
i


C,cell cell,L
C,CO2 CO2 ,L
= α
ci
+α
ci
VLi

mC,L,on
i

glc,L

mC,L,ex
= (αC,glc ci
i

+ αC,ace cace,L
) VLi
i

The ex situ online term ex, containing the concentrations to estimate by MCR, must be converted
concerning the left side of inequality constraint AcTi ≤ bi . Thus, the (2,Ω)-matrix A contains in the
ﬁrst row, on positions associated with concentrations of glucose and acetate, the fractions αC,glc and
αC,ac multiplied with reactor volumes VLi . The ﬁrst row is associated with the upper bounds bu of the
constraint. The second row is the negative of the ﬁrst row and is associated with the lower bounds bl .
All other brought-in and recovery terms that are directly or indirectly accessible by online process
sensors and soft-sensors, but not by FTIR/MCR-ALS, are used to form the bi vector.
The carbon in the exhaust gas phase is calculated by the CO2 removal rate QCO2 , which in turn is
calculated based on measurements of CO2 mass ﬂow at gas phase entry and of inert gas balance to
estimate exit mass ﬂow.
C,g

mi

= αC,CO2

i

2
VLi (t)QCO
(t)dt
i

1

The calculation of carbon in samples of fermentation media starts at the ﬁrst FTIR observation
scf
i = 1 with known initial media concentrations c0 and sample volumes ΔVscc
0 and ΔV0 taken before
the ﬁrst FTIR measurement is observed. A certain error in sample carbon mass calculation must be
glc,L
accepted since the respective current values of ci
and cace,L
are unknown at the time of constraint
i
calculation. Hence, at i > 1, the results of the last MCR step i-1 are utilised. Considering comparative
slow bioprocess kinetics and a higher sampling frequency, this is a reasonable approximation.

=
mC,scc
i

m

∑

i=1




glc,L
C,cell cell,L
2 ,L
ci−1 + αC,CO2 cCO
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The brought-in carbon is the sum of the carbon fractions of glucose, acetate and cell mass in the
initial medium as well as the supplied glucose from the feed reservoir.


glc,L
glc,r
C,r
C,cell cell,L
= mC,L
= αC,glc ci=1 + αC,ace cace,L
ci=1 VLi=1 + αC,glc ci Vri
mC,in
i
i=1 + mi
i=1 + α
By that information, bi can be calculated as
⎛
bi = ⎝


 ⎞
C,g
− mC,L,on
+ mi + mC,scc
+ mC,scf
bu ·mC,in
i
i
i
 i
 ⎠
C,g
−bl ·mC,in
+ mC,L,on
+ mi + mC,scc
+ mC,scf
i
i
i
i

The settings of the upper and lower tolerance bounds bu and bl of the carbon balance constraint
are based on different considerations. Recovery rates higher than 1 are only caused by measurement
errors while values below 1 are caused by both, measurement errors and not identiﬁed by-products.
Therefore, the upper bound can be set tighter than the lower, with values in an interval of
bu = (0.9, 1.1), depending on the process phase. An upper bound lower than 1 may be suitable
if it is evident that the carbon compounds which are considered in the constraint calculation but which
lie outside the optimisation of Ĉ are underestimated (e.g., biomass). An upper bound higher than 1 is
indicated if external carbon compounds seem to be overestimated. Thus, by tuning bu , it therefore
is possible to compensate measurement errors in online sensor equipment. As mentioned above,
the recovery rate can reach approximately 90% at the end of the E. coli process, although just based on
glucose, acetate, CO2 and biomass. In order to take the formation of not considered carbon compounds
into account, the lower bound is set in a defensive way to bl = 0.8 to avoid over-restriction.
Furthermore, the non-negativity constraint is set for all concentration values, and at each new
curve resolution step, the start value for lsqlin optimisation is set to the last estimation result.
The initial concentration values for glucose, acetate, total phosphate and ammonia at i = 1 are set to the
known batch medium concentration and may vary in a range of ±10%.
Some online measurements such as fermenter weight, gas analysis and turbidity have a higher
noise level and have to be ﬁltered before further processing. Biomass estimated by turbidity is
smoothed by application of an exponential smoothing ﬁlter with a smoothing factor alpha set to
0.05. The online signal of fermenter weight is prone to disturbances in form of high needle peaks,
often caused by manual contact with the reactor e.g., while taking an ofﬂine sample.
Those disturbances can easily be removed automatically by a threshold ﬁlter detecting differences
between one measurement point to the next, higher than a threshold value e.g., >1.5 L, since ofﬂine
samples usually have values below 1.5 and since the actual fermenter volume changing rate is
much inferior. These few values in the sequel above the threshold are overwritten by the last value
lower than the threshold. In this way, measurement errors can be signiﬁcantly reduced since all
concentration values are depending on the reactor volume. Outliers in the online gas analysis are
treated correspondingly.
4. Results and Discussion
The carbon balance constraint algorithm with appropriate initial pure spectra estimations results
in physically reasonable MCR solutions. By setting suitable start values and tolerance bounds,
the rotatory and intensity ambiguities are reduced signiﬁcantly. As a consequence, the concentration
proﬁles of the substrates glucose, ammonia, total phosphate and the expected metabolic by-product
acetate can be unfolded from the spectral mixture matrix X with minor manual measurement effort.
An overview of the entire process spectra is displayed in Figure 3.
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Figure 3. The 264 infrared spectra acquired from approximately 50 h fed-batch fermentation.

The FTIR spectra show negative values because of the water background subtraction.
The inﬂexions downwards on the left and right borders of the display are caused by air bubbles
in the ﬂow cell. These artefacts can be handled by MCR. Before integrating the spectral air bubble
model in the MCR-ALS algorithm, the assumption for the spectral air bubble model was ascertained
by concentration prediction of a simple aqueous solution containing glucose, acetate and phosphate.
The solution was measured by FTIR with and without air on the ATR crystal surface. The prediction
was executed by multiplying the measured spectra X with the pseudoinverse of S0 , whereby S0 is
a composition of pure spectra of known mixture components. In one experiment, S0 involves an
estimated spectral model for air bubbles, in the other just the pure spectra of the solved components
are compounded. As evident from Figure 2 and Table 2, the integration of the estimated air bubble
signature results in a signiﬁcant prediction improvement.
The results of MCR-ALS concentration prediction based on the 264 measured process spectra are
shown in Figure 4. Elapsed calculation time for 300 ALS iterations was about 10 min on an Intel Core
i7-4790 @3.6 GHz (4 Cores). It should be noted that, besides the constraints described above, just single
manual measured spectra for each estimated pure component are utilised to achieve the resolution.
Likewise, some of the pure component start values are just vectors of uniformly distributed random
numbers. After 300 alternating least squares iterations, satisfactory approximations of the process
dynamics are obtained. Glucose and phosphate are present in higher concentrations, so the resolution
succeeds nearly without artefacts. At concentrations close to zero, a higher presence of artefacts and
noise is expectedly obtained. Accordingly, the lower concentrated ammonium and acetate show a
higher ratio of disturbances.
The error evaluation takes place by comparing the FTIR/MCR-ALS concentration measurements
with reference measurements. Concerning the residuals, the root mean squared errors (RMSE) are
calculated and shown in Table 3.
The prediction results of the proposed MCR-ALS algorithm can be compared with prediction
performances of PLS models. Acetate, ammonium and phosphate concentrations of a Gluconacetobacter
xylinus fed-batch culture were predicted from spectra of in situ ATR-FTIR measurements by a
PLS model with accuracies of 0.2, 0.17 and 0.24 gL−1 , respectively [24]. The validation errors for
ofﬂine samples of the same process were 0.22 gL−1 (acetate), 0.24 gL−1 (ammonium) and 0.18 gL−1
(phosphate). The applied PLS regression model is based on 56 mixture solutions, used as calibration
standards. The accuracies of MCR-ALS estimation for ammonium and acetate are similar to the PLS
errors of the referenced paper. The absolute error of phosphate prediction is higher for the MCR-ALS
approach than for the described PLS method, the measurement range being about two times higher,
too. In consideration of the minor calibration effort of the proposed MCR-ALS approach, the results
are impressive. Furthermore, the PLS glucose prediction accuracy by at-line ATR-FTIR monitoring of
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an antibiotic fermentation process is with 0.56 gL−1 similar to the present prediction by MCR-ALS [23].
The PLS calibration model for glucose is based on 70 ﬁltrated fermentation samples. Here, too, the
reduction of calibration effort by effective online sensor data usage is evident when compared to PLS.
The estimations of pure component spectra are displayed in Figure 5. In addition to the notice
concerning the associated concentrations, the higher noise level of the lower concentrated ammonium
and acetate is also apparent in the pure spectral components.

Figure 4. Concentration proﬁles estimated by FTIR/MCR-ALS (solid lines) and reference measurements
(dots). The two dashed vertical lines in each plot distinguish the three process phases: batch phase
(left), feeding phase/biomass production (middle), induction phase (right).
Table 3. Prediction performance: error estimation quantiﬁed by root mean squared distances between
FTIR-MCR-ALS predictions and reference measurements.
Substance

RMSE
[gL−1 ]

rel. RMSE
[%]

Expected Range
[gL−1 ]

Glucose
Phosphate
Ammonium
Acetate

0.48
0.96
0.26
0.19

2.38
4.79
5.19
3.76

(0, 20)
(0, 20)
(0, 5)
(0, 5)

Root mean squared error (RMSE); relative RMSE related to expected range (rel. RMSE).
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Figure 5. Initial measurements of pure substances (dashed lines) and identiﬁed pure spectral
components after 300 ALS iterations (solid lines).

By way of comparison, Figure 6 shows the results for glucose and acetate concentrations without
application of the carbon balance constraint but including the same constraints as used for pure
spectra estimation, see above. Between hour 10 and 15 there is a signiﬁcant artefact observable in the
glucose concentration proﬁle. The concentration estimation is too high, also discernible by carbon
recovery rates approaching almost 1.2 in this process phase. A second drift in glucose concentration is
located around t = 35 h without obvious reﬂection in carbon balance because of the lower deviation.
In any case, without the carbon balance constraint, the solution space of MCR is enlarged, thereby
also increasing the risk of ambiguities which can cause physically nonsensical solutions. For the same
reason, the acetate proﬁle in Figure 6 gives the impression of increasing concentrations which actually
are not present. Nevertheless, the shapes of the actual existing concentration proﬁles in the batch phase
are more or less recognised, the artefacts increasing mostly in the respective zero-concentration phases.
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Figure 6. Concentration proﬁles for glucose (left) and acetate (right), estimated without application of
the carbon balance constraint.

The carbon recovery at the end of the MCR-ALS procedure is shown in Figure 7. Without
application of the carbon balance constraint, the recovery rate exceeds two times the value of 1.09,
once in the beginning and once again at the end of fed-batch phase. Even the lower value of 0.8 is
slightly undershot at the beginning of the process. Around t = 25h, near the end of the feeding phase,
the recovery rate with the enabled carbon balance constraint touches the highest upper bound of 1.09.
As for the ﬁnal estimated concentrations, the lower bound of 0.8 is not reached.

Figure 7. Carbon recovery based on the ﬁnal glucose and acetate estimations after 300 ALS iterations,
without (left) and with (right) application of the carbon balance constraint (solid line). Carbon recovery
calculated by ofﬂine determined glucose and acetate concentrations (+). The dot-dashed horizontal
lines indicate the highest upper and lowest lower bounds, only enabled in the run displayed on the
right. The dotted horizontal line is the theoretical recovery rate of 1. The vertical lines indicate the
three process phases: batch, feeding and induction.

5. Conclusions
This study has shown that MCR-ALS with tailored constraints is capable of analysing
simultaneously the concentrations of glucose, acetate, ammonium and total phosphate from ex situ
online recorded FTIR spectra of an E. coli HCDC fermentation process. The required concentration
information, extracted from 264 FTIR spectra and recorded over 50 h process time, has been
estimated in accuracies between 0.19 and 0.96 gL−1 . These results are comparable to established
concentration estimations by PLS models, but are achieved with less calibration effort. It became
apparent that the application of appropriate constraints, in particular the carbon balance constraint,
improves the accuracy of concentration estimation in the ALS solution process by avoiding artefacts
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caused by rotatory ambiguities. In MCR-ALS concentration estimation, the carbon mass balance
constraint, calculated by online sensor data, reduced ambiguities in glucose and acetate concentrations
signiﬁcantly. In pure spectra estimation, initial FTIR measurements of the required analytes as well
as a spectral air bubble model led to appropriate MCR solutions. Besides the automatically sampled
online FTIR spectra, all applied constraints are calculated broadly based on automated measurements
and analytical process knowledge. It is shown that by introducing prior knowledge and processed
non-spectroscopic online sensor data into the ALS procedure, better spectra resolution performances
as well as efﬁcient fermentation process analysis can be achieved.
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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.
Keywords: E. coli; mixed feed system; glycerol; recombinant proteins; bioprocess engineering

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
Bioengineering 2018, 5, 1
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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.

Preculture
Batch-Media
Feed

Amount of Glucose

Amount of Glycerol

8.8 g/L
22 g/L

8.9 g/L
23 g/L
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% NH4 OH), while acid (10% H3 PO4 ) 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]:
qs, C × X(t) × ρf
(1)
F(t) =
cf
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 dH2 O 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 dH2 O, 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% H3 PO4 ; 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−



n

qs,glu
qs,glu,crit

, 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].

91

Bioengineering 2018, 5, 1

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

Glucose
Glycerol

[g/g/h]
0.23
0.23

[g/g/h]
0.032
0.053

[g/g/h]
0.94
0.74

[-]
1.14
0.74

[g/g/h]
0.039
0.051

[%]
6.5
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

n
q
so far ( 1 − q s,glu
), may have to be reconsidered when glycerol is fed. In turn, our results would
s,glu,crit

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.

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.

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.

94

Bioengineering 2018, 5, 1

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]
Glycerol [NP]

0.14
0.10

0.016
0.13

0.96
0.78

2.92
0.90

0.032
0.029

12.7
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

qs,C [g/g/h]

qCO2
[g/g/h]

0.036
0.116
0.197
0.286
0.403
0.544

2.15 ± 0.33
3.12 ± 0.46
3.98 ± 0.55
5.72 ± 0.41
6.42 ± 1.48
7.30 ± 1.64

Glycerol

qs,C [g/g/h]

qCO2
[g/g/h]

0.066
0.196
0.224
0.36
0.448

1.69 ± 0.25
3.75 ± 0.44
3.35 ± 0.42
5.96 ± 0.26
5.64 ± 0.47

Glycerol NP

qs,C [g/g/h]

qCO2
[g/g/h]

0.022
0.054
0.093
0.159
0.199
0.323
0.559

2.91 ± 0.46
4.41 ± 0.78
3.88 ± 0.64
3.12 ± 0.43
4.14 ± 0.64
5.13 ± 0.48
7.18 ± 2.10

qs,C [g/g/h]

qCO2
[g/g/h]

0.064
0.136
0.225
0.331
0.428
0.603

0.82 ± 0.09
1.85 ± 0.21
2.86 ± 0.31
3.31 ± 0.22
4.07 ± 0.51
1.75 ± 1.58

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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Abstract: An improved state estimation technique for bioprocess control applications is proposed
where a hybrid version of the Unscented Kalman Filter (UKF) is employed. The underlying dynamic
system model is formulated as a conventional system of ordinary differential equations based on
the mass balances of the state variables biomass, substrate, and product, while the observation
model, describing the less established relationship between the state variables and the measurement
quantities, is formulated in a data driven way. The latter is formulated by means of a support
vector regression (SVR) model. The UKF is applied to a recombinant therapeutic protein production
process using Escherichia coli bacteria. Additionally, the state vector was extended by the speciﬁc
biomass growth rate μ in order to allow for the estimation of this key variable which is crucial for
the implementation of innovative control algorithms in recombinant therapeutic protein production
processes. The state estimates depict a sufﬁciently low noise level which goes perfectly with different
advanced bioprocess control applications.
Keywords: State estimation;
protein production

hybrid modeling;

Unscented Kalman Filter;
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1. Introduction
Producers of recombinant therapeutic proteins are increasingly forced to enhance the
batch-to-batch reproducibility of their cultivation runs at a high level of productivity. This is not
only required to simplify the downstream processing, but it also increases the productivity. Thus,
the process must be kept tightly on its predeﬁned optimized track. The important tools for guaranteeing
the quality of the cultivation processes are advanced monitoring and feedback control systems. Various
bioprocess monitoring and control techniques are described in literature [1–3]. They all suffer from
the ﬂaw that the online values of the important controlled process variables (biomass, substrate,
and product concentrations) are difﬁcult to measure or to estimate to a sufﬁcient accuracy online,
and in the current papers on bioprocess control systems the determination of reliable data from the
process is usually insufﬁciently considered.
Here we follow the current development in many engineering subjects, for example, navigation
(e.g., [4]), economics (e.g., [5]), tracking moving objects, and process state estimation (e.g., [5]),
to increase the estimation accuracy by means of model supported estimation algorithms which combine
the a priori knowledge about the process under consideration and the actual measurement data from
the online measurement devices [6–8].
The most often employed techniques for state monitoring and estimation are based on Kalman
Filters, which are also used in modern bioprocess engineering. The original Kalman Filter algorithm
Bioengineering 2017, 4, 21
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provides optimal estimates of measured and unmeasured bioprocess state variables by combining
information of linear mathematical models and online measurements [1,8,9].
Importantly, Kalman Filters do not describe the process’ state simply by an N-dimensional vector.
Instead, the state is considered a set of N random variables which, at a given time instant, are described
by means of probability distribution density functions. The propagation of these density functions
with time step is computed using the dynamical process model. As the original Kalman Filter [10]
assumes the model to be linear, the propagation of the density function, such as an N-dimensional
Gaussian distribution, remains a Gaussian distribution at all times. Such linear propagations do not
change the shape of a probability distribution. The new spread of the resulting Gaussian is determined
by a new covariance matrix. In nonlinear processes this does not hold. Nonlinear propagations usually
change the form of a Gaussian distribution and result in another distribution with at least a skew.
Since most real bioprocess systems are nonlinear, and the state variables are strongly coupled with
each other, various extensions of the standard Kalman Filter procedure were proposed. In processes
with not too strong nonlinearities, the time increments can be kept so small that the model can
be linearly approximated at each time step using a ﬁrst-order Taylor series linearization of the
nonlinear model in order to compute the new covariance matrix. This approach is used in extended
Kalman Filters (EKFs), where the density function can be propagated as in the original Kalman Filter.
This means that one uses a linear model approximation in order to keep a Gaussian distribution
density Gaussian.
In Unscented Kalman Filters (UKFs) one takes another way [11–13]. Here the original nonlinear
models are directly used and not changed in any way. As these do not conserve the functional form
of the density functions upon a mapping to the next time instant, the resulting distribution densities
are corrected. As long as the multidimensional density functions are dominated by their means and
their covariances, they can be characterized by a small number of points. A simple one-dimensional
Gaussian, for instance, is fully determined by its mean μ and its spread (i.e., its mean μ and its inﬂection
points on both sides of the mean at μ ± σ, where σ is the standard deviation). Analogously, in the
Unscented Kalman Filter with N state variables, one assumes the distribution density function to
be a Gaussian and takes 2N + 1 points, the so-called sigma-points, to characterize its form. In order
to move the density function from time step to time step, one moves theses characteristic points
separately in the state space using the dynamic model. Then, from the transferred points one then
determines the mean and the corresponding variances/covariances of the new Gaussian bell. Hence,
it is assumed that the new Gaussian distribution density function can be described all the way by
means and covariances.
The decisive advantage of the Unscented Kalman Filter is that the dynamic process model
and the model that relates the state variables to the quantities that are measured online can be
used in their original forms. Only the description of the uncertainty of the states is approximated.
The computational complexity of the UKF is similar to that of the Extended Kalman Filter (EKF),
and can thus be implemented into the commonly used automation systems.
Although further developments of Kalman Filters also allow for the removal of the restriction on
the description of the random variables to simple density functions (an example is the particle ﬁlter),
they currently cannot be recommended for state estimation in biotechnology. Their relatively small
improvements in the estimation accuracy do not justify the much higher computational expenditure
they require. Hence, we will consider the Unscented Kalman Filter and propose a hybrid combination
of a conventional system of ordinary differential equations to compute the propagation of the state
from time step to time step and a data driven model in the form of a Support Vector Machine (SVM)
for the mapping of the predicted state variable to the measurement quantities.
2. Experimental Data
The data taken here to demonstrate the procedure were taken from Schaepe et al. [14]. There,
an Escherichia coli strain (BL21:DE3 pLysS) was used which expressed the green ﬂuorescent protein
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sfGFP [15] under control of the T7-promoter upon induction with IPTG. This protein becomes active
within E. coli’s cytoplasm and can be detected within the cells with a spectro-ﬂuorimeter.
Importantly, the speciﬁc product formation rate π increases monotonically with the cell’s speciﬁc
growth rate μ. The cultivations were performed in a fed-batch mode at a temperature of 30 ◦ C and pH
7.0 in a stirred tank bioreactor with 15 L maximal working volume.
From all data produced and reported in Schaepe et al. [14], we took the records of the three
validation experiments S836 to S838 to demonstrate the process supervision with the proposed hybrid
version of the UKF. The corresponding feed rate proﬁles were determined during tracking experiments,
which responded to the changing oxygen uptake capabilities of the cells.
During the cultivations, the UKF only uses the online measured offgas data signals, particularly the
cumulative oxygen uptake and carbon dioxide formation rates signals, cOUR and cCPR, respectively,
to estimate the biomass and product concentrations as well as the specific biomass growth rate.
These data demonstrate that the estimates which only use online measured data from the offgas
analysis very closely predict the biomass and product concentration data, which as ofﬂine measured
data became available much later only.
3. Process Modeling
Kalman Filters [10] require two models; the ﬁrst is used to move the elements of the state vector
within the state space from one time step tk−1 to the next one tk . The second is the observation model
that relates the state vector at time tk to the actual measurement quantities at that time. The Kalman
Filter algorithm estimates the current state of process variables, along with their uncertainties.
3.1. State Propagation Model
For the state propagation model, a basic ordinary differential equation system describing the
propagation of the initial state with time is used. The conventionally used equation system involves
the mass balances around the reactor for the state variables. As such, we consider the biomass,
the substrate, and the product. As the process was operated in the fed-batch mode, an additional
equation is required that takes into account the change of the working volume W with time.
∂c
F
= R+
(c F − c)
∂t
W

(1)

dμ
=0
dt

(2)

dW
=F
dt

(3)

Here, c = [X; S; P] is the state vector with the concentrations, X of biomass, S of the substrate,
and P of the product. The speciﬁc growth rate μ is taken as an additional state variable which can
be estimated during the state estimation procedure. It is assumed to be practically constant and
only changed by some modeling noise given by the corresponding element of diagonal covariance
matrix Vmod . F is the substrate feed rate, and cF is the concentration of the solution fed to the culture.
The substrate concentration is the only nonzero element in cF . It was 600 g/L in this concrete case.
The biochemical conversion is described by the volumetric conversion rate, R, which contains
the speciﬁc conversion rates of the biomass, μ, the substrate, σ, and the product, π. Usually these are
modeled by simple or slightly extended Monod expressions. Concretely, the following volumetric
conversion rates were taken.





π
μ
μ; −
+
+ ms ; Ypx μ ∗ X
(4)
R=
Yxs
Yps
As the speciﬁc biomass growth rate μ was taken as a state variable, its value is taken from the
current state estimate of the Unscented Kalman Filter.
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With the initial conditions c0 for c, μ0 for the speciﬁc biomass growth rate μ, and W 0 for W, as well
as the feed rate proﬁle F (t) and the concentrations cF in the feed, the equation can be solved. The feed
rate proﬁles are manipulated variables and could be measured online (Figure 1).

Figure 1. Feed rate proﬁles from the cultivation experiments used here as the example.

With the feed rate data depicted in Figure 1, the model can be ﬁtted to process data in order to
obtain the free parameters of the dynamic process model, the yields Yxs , Yps , Ypx , and the maintenance
coefﬁcient ms .
3.2. Observation Model
The state vector c at time tk corresponds to a number of quantities that can be measured during
the cultivation process. The obvious ﬁrst question, which of the possible measurement variables
reﬂect the most information about the process’ dynamics, can quite easily be answered. For that
purpose, it is straightforward to look at the well-established gross reaction equation that describes the
biochemical conversion process. It contains, elementwise, the conversion of the signiﬁcantly changing
components with respect to the elements carbon (C), hydrogen (H), oxygen (O), and nitrogen (N).
A typical equation is:
C6 H12 O6 + a O2 + b NH3 = c CH1.8 O0.5 N0.2 + d CO2 + e H2 O

(5)

It is referred to as the stoichiometric equation of the conversion process, where the coefﬁcients a,
b, c, d, and e are stoichiometric coefﬁcients or yields.
As the equation considers only those species, the amounts of which are signiﬁcantly changing
during the biochemical conversion process, this equation gives a direct indication of the quantities that
should be measured during the process.
Here we are led to the oxygen consumption (O2 ), the base consumption (NH3 ), and the carbon
dioxide (CO2 ) formation. The water formation cannot be considered, as its amount is negligible as
compared to the water that is part of the cultivation medium. The water production rate cannot be
measured accurately enough and is not considered here.
In a practical application, the corresponding rates, the oxygen uptake rate (OUR), the carbon
dioxide production rate (CPR), and the base consumption rate (BCR), are usually measured online
during the cultivation process. However, in order to reduce the noise level of the measurement signals,
it is advisable to replace the original rate signals by their corresponding cumulative rate signals (e.g.,
the cumulative oxygen uptake rate cOUR). This does not only reduce the noise level, but it additionally
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plays to the fact that the important state variables, the biomass and the product concentrations, are
cumulative quantities as well.
Hence, we are looking for models that describe the cumulative rates cOUR and cCPR as functions
of the state variables c. As we usually have measurement sampling rates in the order of 1 Hz of
these quantities, while the time constant of the changes in the state variables is in the order of 1 h,
the cumulation does not inﬂuence the measurement information signiﬁcantly. These signals follow
changes in the biochemical kinetics quickly enough, a fact which was already shown in many closed
loop control investigations (e.g., [16]).
The classical textbook relationships between the oxygen uptake rates and the biomass
concentrations, such as variants of the Luedeking/Piret equation [17], are not accurate enough as
an observation model. Hence, it is straightforward to use data driven models for this purpose, in the
sense of learning from the experience with measurement data, where mechanistic models are not yet
available to a comparable level of accuracy. Various forms of nonlinear regression models (polynomials,
feed forward neural networks, etc.) can be used for modelling these relationships [18].
From the many possibilities, we chose the support vector machine approach [19,20], a regression
technique that is an advanced kernel approach. Support vector regression (SVR) techniques require less
time and expertise than the artiﬁcial neural networks to train the model. This is mainly because SVRs
are trained with a structured algorithm (quadratic optimization), which has one unique solution, and it
consistently produces the same results when trained with identical data and parameters. Data from
new cultivation examples can easily be used to extend and improve an existing SVR model without
additional tuning of the model parameters. SVR techniques are also more robust for models with
multidimensional inputs.
In our Kalman Filter we need a representation of the measurement quantities cOUR and cCPR
as a function of the state variables. We took these data from the recombinant protein cultivation
experiments [14] and used general radial basis functions or Gaussian bells as kernels.
The observation model describing the cumulative oxygen uptake rate and the cumulative carbon
dioxide production rate as nonlinear functions of the biomass concentration is presented as lines in Figure 2.
The data points (symbols in Figure 2) were taken from the offline measured biomass concentrations and
the cumulative OUR and CPR data measured at the corresponding time instants. As can be seen in
Figure 2, all records from the three experiments were used to train the SVM model. A cross validation
technique was employed using 70% of the data points for the training and 30% for a validation.

Figure 2. Cumulative oxygen uptake and carbon dioxide production rates signals as a function of
the biomass concentration X. The curves show a direct evaluation of the support vector regression
(SVR) model trained on the data of the cultivations S836, S837, and S838 [14] using the cross validation
techniques. cOUR, cumulative oxygen uptake rate; cCPR, cumulative carbon dioxide production rate.
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4. Employing the Unscented Kalman Filter
As all Kalman Filters, the Unscented Kalman Filter UKF is a recursive algorithm that determines
the estimate c(tk ) at time tk from the previous estimate c(tk−1 ) [11,12].
It ﬁrst proposes a state vector cˆ(tk ) from the previous estimate c(tk − 1 ) using the nonlinear process
model Ψ, (in our concrete application, the model is described by Equation (1), where the actual state
vector c(t) is [X; S; P; μ]) and computes the corresponding measurement quantities y(tk ) from cˆ(tk )
using the nonlinear observation model H (in our case, this model is presented by support vector
regression equations for cOUR and cCPR). The proposal cˆ(tk ) is then corrected to compute the new
estimate c(tk ) using the difference between the actually measured values y(m) (tk ) and the computed
values y(tk ):
c(tk ) = cˆ(tk ) + K (y(m) (tk ) − y(tk ))
(6)
where the matrix K that rules the correction of the proposal cˆ(tk ) depends on the uncertainties
of the observations and the transfer model [12]. In this application, the covariance matrixes
were taken as diagonal matrices. The initial state covariance matrix had the diagonal elements
Vstate = diag([.2, .2, .2, 2.0]). The measurement noise Vmeas , and Vmod , the model noise, are also
incorporated with their diagonal elements Vmeas = [0.01, 0.01], and Vmod = 0.01*Vstate .
Figure 3 shows an example of an UKF state estimation of the biomass and the product
concentration from measurement data of the cumulative oxygen uptake rate cOUR and the cumulative
carbon dioxide production rate cCPR signals based on data (Cultivations S836, S837, and S838) from
Schaepe et al. [14]. The symbols shown in Figure 3 are measurement data that were measured ofﬂine.
They were not used during the estimate of the state variables, and are only taken to show that the
estimates are accurate.

Figure 3. Typical result for the study S836: In the upper plot, the biomass and the product concentration
data are displayed as symbols together with the Unscented Kalman Filter (UKF) estimates (lines).
In the lower plot the measurement data used in the estimates are depicted.

The Unscented Kalman Filter software encodes the algorithm described by Wan and van der
Merwe [12] (Algorithm 3.1 in that work) and was encoded in Matlab [21]. Therein the SVR regression
software was used to train and evaluate the observation model. For that purpose, the generally
accessible LIBSVM-software of Chang and Lin [22] was utilized and radial bases functions were used
as kernel functions.
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Even if the measurement values cOUR and cCPR are artiﬁcially distorted by random noise, for
example, by 2.5% of the measured values, the Unscented Kalman Filter does not show much different
results in the state variables biomass X and product P concentrations, as shown in Figure 4.

Figure 4. Results corresponding to the graphs in Figure 3 with 2.5% noise on the cOUR and
cCPR measurements.

The results for the other two cultivation data records are qualitatively the same, and are thus not
repeated here. As already stated above, the UKF algorithm was also used for estimating the speciﬁc
growth rate of the biomass. Figure 5 presents the typical estimation result of the speciﬁc growth rate
proﬁle across the cultivation.

Figure 5. Estimation of the speciﬁc growth rate during the cultivation run S836.

These estimated online values of biomass, product concentrations, and speciﬁc growth rate
estimates can then be used in various inferential data analysis and speciﬁc growth rate control schemes,
as well as for process optimization tasks.
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5. Conclusions
Process supervision is recommended with Unscented Kalman Filters where the dynamic equations
are based on mass balances for the biomass, the substrate, and the product, and formulated by
well-established ordinary differential equation systems. As the biomass growth kinetics is not a priori
known on the same level of accuracy the speciﬁc biomass growth rate μ was taken as an unknown,
which is estimated in the same way as the other state variables. The less well-known relationships
between the state variables biomass, substrate, and product concentrations and the measurement
quantities can be modelled to a sufﬁcient degree of accuracy with modern data-driven methods
developed in the machine learning community. The support vector machine technique [19] is
one example, advanced neural networks and relevance vector machines [23,24] are other alternatives.
The decisive advantage of this type of nonlinear Kalman Filters is that the process and
measurement models can be used directly in the estimation algorithms without any change and
without the necessity of linearizing the models. The results show that the hybrid UKF method using
a support vector regression model as the observation model delivers satisfactory estimates of the
state variables, particularly the most important ones, the biomass and the product concentrations,
and even the speciﬁc biomass growth rate. The example uses real process data in order to show that
the estimation technique is not merely a play with software concepts, but leads to process data that are
more accurate and reliable than the separate simulated and measured data.
These accurate estimates of the state variables are well suited for advanced process monitoring
and control tasks.
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Abstract: Identiﬁcation of critical process parameters that impact product quality is a central task
during regulatory requested process validation. Commonly, this is done via design of experiments and
identiﬁcation of parameters signiﬁcantly impacting product quality (rejection of the null hypothesis
that the effect equals 0). However, parameters which show a large uncertainty and might result in
an undesirable product quality limit critical to the product, may be missed. This might occur during
the evaluation of experiments since residual/un-modelled variance in the experiments is larger than
expected a priori. Estimation of such a risk is the task of the presented novel retrospective power
analysis permutation test. This is evaluated using a data set for two unit operations established
during characterization of a biopharmaceutical process in industry. The results show that, for one unit
operation, the observed variance in the experiments is much larger than expected a priori, resulting
in low power levels for all non-signiﬁcant parameters. Moreover, we present a workﬂow of how to
mitigate the risk associated with overlooked parameter effects. This enables a statistically sound
identiﬁcation of critical process parameters. The developed workﬂow will substantially support
industry in delivering constant product quality, reduce process variance and increase patient safety.
Keywords: retrospective power analysis; process characterization study; process validation stage 1;
criticality assessment; control strategy; design of experiments

1. Introduction
Process validation of pharmaceutical processes aims to demonstrate the capability of the process
to constantly deliver high product quality [1,2]. Most of the warning letters connected to process
validation are raised due to ﬂaws in stage 1 [3]. The aim of process validation stage 1 is to identify
a robust process design that enables the ability to constantly deliver product quality. Therefore, it
is key to identify critical process parameters (CPPs) that are likely to create risk to critical quality
attributes (CQAs) and set up control strategies for these CQAs. Thereby it is possible to reduce
out-of-speciﬁcation (OOS) events, recalls, and ultimately risk to the patient. At process validation
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stage 1, it is of the highest priority not to overlook a CPP in the design of the process, which as
a consequence might not be controlled properly.
In order to accomplish this goal, the following steps are commonly undertaken in industry to
characterize process design following a risk-based approach:
1.

2.

3.

4.

5.

Risk assessment: to identify potential inﬂuential/critical parameters for each unit operation.
This is usually performed using tools such as failure mode and effect analysis (FMEA) [4,5].
Ranking of potential criticality is performed using expert knowledge, historical process data, and
interdependencies identiﬁed in development data.
Scale down model establishment: Due to the costs related to large-scale experiments,
in biopharmaceutical manufacturing it is necessary to develop appropriate scale down models
(SDMs) that are appropriate to investigate the interdependency between process parameters and
quality attributes.
Experimental designs: Design of Experiments are applied to quantify the impact of process
parameters (PPs) on CQAs. Prior to conducting experiments, a priori power analysis is a good
practice to evaluate if an effect that leads to a change in product quality—in the following deﬁned
as a critical effect—can be detected by the proposed design setting. Statistical power is deﬁned as
the probability that we are able to detect an effect if it is truly there [6]. This is done for a priori
analysis by estimating the expected signal to noise ratio, which is thought to occur during the
experiments [7]. As a result of this a priori power analysis, the number of required experiments,
the intended screening range, or the design itself might be adjusted. After a sufﬁcient power can
be expected, potential inﬂuential/critical parameters are purposefully varied within experiments,
which is done for each unit operation separately using the previously established SDMs.
Criticality assessment of process parameters by evaluating experimental designs: Identiﬁcation of
signiﬁcant factors (rejection of the null hypothesis that the effect equals 0) at a desired signiﬁcance
level (typically α < 0.05) is performed using Pareto charts and analysis of signiﬁcance of regression
coefﬁcients by means of ANOVA. Misleadingly, this does not imply that for non-signiﬁcant factors
the null hypothesis is true and their effect is zero [8]. Rather, it indicates that the uncertainty
around these factors in the range examined—often indicated by large conﬁdence intervals around
the effect—is large and critical levels cannot be excluded. Commonly, only signiﬁcant factors that
have been observed to impact product quality or process performance are deﬁned as critical or
key, respectively. Those which cannot be stated as signiﬁcantly impacting are stated as non-critical
or non-key, respectively.
Deﬁnition of control strategy: As a means to ensure all CQAs and quality speciﬁcations are
met, a process control strategy for all critical and key process parameters must be put in place.
Moreover, it has to be evaluated whether their mutual worst case setting would lead to acceptable
product quality levels. Commonly for biopharmaceutical production, this is accomplished by
setting normal operating ranges (NOR) and proven acceptable ranges (PAR).

Although all steps are equally important to design a robust process, we frequently observed
that, in industry, steps 3, 4 and 5 are more difﬁcult to accomplish in practice. The US Food and Drug
Administration (FDA) and other agencies are not prescriptive but clearly state that statistics should
be used within all stages of process validation [3]. Multiple statistical tools and software for step
3 (a priori power analysis and design of experiments) and step 4 (statistical analysis of signiﬁcant
parameters) exist, however, the approach of those steps as described above has two major drawbacks:
(i) after making several assumptions about the expected noise in the a priori power analysis of step 4,
those assumptions are not checked for validity after the experiments have been performed. Especially
in biopharmaceutical engineering, reproduction and analytical variability from non-validated methods,
which might be used during stage 1 of process validation, as well as unexpected non-linear effects
(e.g., edge of failure experiments), may lead to increased noise in the conducted design of experiments
(DoEs). (ii) Criticality and potential tightening of the NOR is only taken into account for signiﬁcant
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parameters. This might not be sufﬁcient since parameters with large uncertainty around the estimated
effect—those effects, which might be zero, but might be very large, too—can have severe effects on
product quality as well.
The ﬁrst of the mentioned drawbacks can be tackled by retrospective assessment of the actually
received power. Although retrospective power analysis is controversially discussed when using the
observed variance and observed effect size, it is an appropriate tool when comparing the observed
variance in the experiments to a pre-speciﬁed critical effect [6,9]. Frequently, retrospective power is
calculated using the observed effect size, which leads to uninformative results [10].
Both issues together might lead to situations where the process shows unexpected variability
during routine manufacturing. Therefore, we want to present a workﬂow for criticality assessment
that reduces the risk to overlook critical PPs. This is demonstrated based on a process characterization
study of a novel long acting human growth hormone product. Exemplarily for two unit operations,
we will address the following topics:

•
•
•

Establishment of a methodology that prevents engineers, during process validation, from
overlooking critical parameters;
Setting a control strategy for critical and likely overlooked parameters that ensures a robust
process design;
A workﬂow that can be used during stage 1 process validation to assess PP criticality. Applying
those guidelines, it will be possible to better understand potential process variability and provide
an opportunity to reduce process variability, OOS events, and patient risk.

2. Methods
In the following sections, we describe the biopharmaceutical production process, selection of
experimental designs to study the impact of PPs on CQAs (Section 2.1), calculation procedures for
critical effects (Section 2.2), an a priori power analysis approach (Section 2.3) applied to assess the
ability of the DoE to detect practically relevant (here critical) effects and their statistical evaluation
(Section 2.4).
2.1. Description of Process and Design of Conducted Experiments
The workﬂow for criticality assessment will be presented for two unit operations from
a biopharmaceutical manufacturing process producing a recombinant protein. The process consists
of an Escherichia coli fermentation, cell lysis, precipitation (PR), clariﬁcation (depth ﬁltration), and
three subsequent preparative chromatographic columns (CC 1/CC 2/CC 3) for puriﬁcation. Finally,
ultraﬁltration/diaﬁltration is performed to adjust product concentration. For the presented case study
for criticality assessment, unit operations CC 1 and the precipitation step were exemplarily chosen.
Risk assessment (FMEA) conducted by process experts showed that ﬁve and four PPs respectively,
had a high risk priority number and need to be studied experimentally in respect to their inﬂuence
on CQAs for CC 1 and PR, respectively (see Tables 1 and 2). Due to the number of studied PPs for
both unit operations, a deﬁnitive screening design was chosen [11,12]. Except one parameter (Mixing
[Yes/No] for precipitation), all DoE factors are numerically scaled. Small-scale experiments were used
to conduct DoEs.
2.2. Calculation of Thresholds for Critical Effects
We formulate a critical gap (CG) as the difference between the performance at set-point conditions
and the threshold for each response:
CG = thresholdUSL − y( xSP )

(1)

where y( xSP ) is the response value (here a speciﬁc concentration of an impurity) at set-point condition
of manufacturing. Since we do not have lower speciﬁcation limits for the studied impurities, the
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threshold, which must not be surpassed, is derived from the upper speciﬁcation limit (USL) of drug
substance (DS) speciﬁcations. The studied unit operations are at an intermediate stage of the process.
We therefore, calculate the speciﬁcation limit for the investigated unit operation by multiplying the
ﬁnal DS speciﬁcations times the mean speciﬁc clearance factors from the manufacturing scale of all
unit operations in between. This approach might be reﬁned by including knowledge on increased
impurity clearance, e.g., due to spiking studies. Choosing the approach with mean speciﬁc clearances
might seem conservative, however, it is desirable to reduce the risk of overestimating the speciﬁc
impurity clearance. The speciﬁc clearance factors for each unit operation are deﬁned by:
Speciﬁc Clearance = SC =

cCQA,load
cCQA,pool

(2)

where cCQA, load and cCQA, pool are the speciﬁc concentrations (mg CQA per mg product) of the
respective CQA prior to and after the unit operation.
thresholdUSL = USL ∗

U

∏ SCu

(3)

u=k

where u = k, . . . , U is counting the unit operations from the studied kth unit operation until the last
unit operation (U) which equals DS.
2.3. A Priori Power Analysis
We want to investigate if the residual error during evaluation of experimental designs (DoEs)
masks effects to an extent such that they could collectively surpass a critical threshold (e.g., specification
limit of a specific CQA concentration) within normal operating ranges (see Section 2.2 for calculation of
thresholds). Since we are dealing with a multivariate problem, we need to identify how many parameters
and to what extent each of those parameters contributes to surpassing such a critical threshold. From
a sparsity assumption, it is unlikely that all effects that can be studied using a certain design (e.g., all
main effects and interactions effects) are truly present. Therefore, it is a common assumption applied to
many statistical packages to study only power of the total number of main effects [13].
Moreover, in multivariate analysis (p > 1), inﬁnite combinations of effects of multiple parameters
exist that lead to such a critical threshold being surpassed, e.g., the full effect to surpass the critical
threshold might be explained solely by the ﬁrst parameter (P1 ) and no effect is present from the
residual parameters (Pr ), or a fraction of the entire effect is explained by P1 (e.g., 10%) and the residual
90% is equally explained by Pr . Overall, we are interested in the mean chance to detect any of those
combinations. Per default, classical statistical software such as JMP (SAS Institute Inc., Cary, NC,
USA) or DesignExpert (Stat-Ease, Inc., Minneapolis, MN, USA) only allow for ﬁxed effect power
calculation [10,13]. Here, we propose a more general method based on the assumption that the effects
are randomly distributed over all parameters. Therefore, we assigned weights to the parameters
and varied the fraction/weight of the entire effect that is explained by each parameter gradually
between 0.0 and 1.0 (we used a step size of 0.01 in our experiments, i.e., 100 steps) and split the residual
effect equally under the residual parameters: wi = a , w j =i = (1 − a)/( p − 1), for a = 0, . . . , 1 and
i = 1, . . . , p. Hence all the weights wi sum up to 1. In total, we obtain C = p ∗ 100 combinations of
possible effect distributions and the resulting power values. The mean for each parameter of these
recorded power values was taken as the power for this experimental design (see step 6 of the a priori
workﬂow present below).
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Herein, the following workﬂow for a priori power analysis can be formulated:
1.

Estimate the mean (ySP ) and variance (σSP ) of the response variable from small-scale or pilot-scale
experiments at set point conditions of manufacturing. We assume that residual error in the model
is only due to process- and analytical variance. The latter estimate will be used to calculate the

expected sum of squares of the residuals (SS
res ):


SS
res = ( n − 1) ∗ σSP
2.

(4)

For each of the combinations (c) described above, we calculate critical effects for each parameter
(c)

using its weight wi :
β(c) crit,i =

3.

(c)

wi ∗ CG
max(NORUi − spi , spi − NORLi )

In order to estimate the individual coefﬁcient for the i-th parameters, from a risk-based approach,
we divide by the longest distance from the set-point (spi ) to the nearest NOR border: where
NORUi is the upper boundary of the NOR and NORLi is the lower boundary of the NOR of the
parameter i. Note that this works for a symmetric as well as asymmetric NOR.
Using the design matrix X, obtained for a speciﬁc experimental design, we can simulate possible
y values at the screening range using:
(c)

y(c) = Xβ crit
4.

(5)

(6)

From that, the total sum of squares can be estimated:


(c) =
SS
tot

n

∑





(c)
y
− mean y(c)
iy

(7)

i

Together with the sum of squares of the residuals, the expected coefﬁcient of variance can
be calculated:

2 (c) = 1 − SSres
(8)
R

SStot (c)
5.

Using Cohen’s effect size ( f ), the non-centrality parameter λ and the critical F value (Fcrit ), the
a priori power for the combination c of effects that no parameter has been overlooked can be
calculated [7]:
 2( c )
(c)
R
f2 =
(9)
 2( c )
1−R
λ( c ) = f 2

6.

(c)

∗ν

(10)

Conﬁdence intervals for the a priori power for the combination c were calculated according to


(c)
λupp = λ(c) ∗ ccrit (1 − αν)/ν

(11)



(c)
λlow = λ(c) ∗ ccrit (αν)/ν

(12)

where ccrit (α|ν) is the 100 ∗ α percentile from a χ2 distribution with ν degrees of freedom.
Fcrit = Finv (1 − α| u, ν)
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7.

8.





power apriori (c) = 1 − Fnc Fcrit , u, ν, λ(c)

(14)

where Fnc is the non-central F distribution with u = p (number of DoE parameters) and ν =
n − u − 1, where n is the number of observations in the DoE.
The mean power over all combinations of effects was estimated as the arithmetic mean of all
power apriori (c) :
∑C power apriori (c)
(15)
power apriori = c=1
C

2.4. Evaluation of DoEs
Multiple linear models were used to identify the relationship of the studied PPs (DoE factors, X)
on the response variable (y), representing a CQA or KPI of the process, up to a residual error (ε):
y = β 0 + Xβ + ε

(16)

where X is a (n × p) dimensional design matrix for n DoE runs and p DoE factors which are studied, β 0
is the intercept, β are the true effects of the DoE factors, and ε is the residual, un-modelled error vector.
The un-modelled error vector describes the analytical and process variance as well as non-linear effects
which cannot be accounted for in the model structure. Identiﬁcation of signiﬁcant parameters was
done using stepwise regression within the multiple linear regression (MLR) tool of inCyght software
(inCyght version 2017.03, Exputec GmbH). Parameters showing a partial p-value below 0.05 were
allowed to enter the model. Those which showed a p-value larger than 0.1 were excluded from the
model. Starting with the most signiﬁcant parameter, this including/excluding procedure was applied
iteratively and was repeated till the model structure did not change any more and the optimal model
was achieved by this approach; identiﬁed signiﬁcant parameters and their respective p-value are
shown in Tables 1 and 2 for CC 1 and PR, respectively. The normalized raw data are given in the
Supporting Information Tables S1 and S2.
Table 1. p-values of signiﬁcant process parameters that were used in the statistical models for each
critical quality attributes (CQA) of CC 1. Normal operating ranges and thresholds are given for each
process parameter or critical quality attribute, respectively. Non-signiﬁcant parameters are indicated
with “-”. Also, the ratio of standard deviation of raw residuals of the model by the standard deviation
at set-point ( σ̂residues
σ̂SP is given for each CQA.

CQA

NOR 1

End
Pooling
[CV]

Elution
Strength
[mM]

Wash
Strength
[mM]

Column
Loading
Density [g/L]

pH [–]

−1.1–0

−1.1–0.65

−1.1–1.1

−0.51–1.1

−0.55–0.55

œ̂residues
œ̂SP

Threshold
Process impurity 2
clearance

0.85

-

-

0.059

0.099

-

7.79

Product impurity 1
clearance

1.08

0.028

-

0.098

0.089

0.027

18.12

Product impurity 2
clearance

0.1

-

-

-

-

-

256.06

1

NOR was normalized by the screening range.
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Table 2. p-values of signiﬁcant process parameters that were used in the statistical models for each CQA
of precipitation (PR). Normal operating ranges or thresholds are given for each process parameter or
critical quality attribute. Non-signiﬁcant parameters are indicated with “-”. Also, the ratio of standard
deviation of raw residuals of the model by the standard deviation at set-point ( σ̂residues
σ̂SP is given for
each CQA.

CQA

NOR 1

Temperature
[◦ C]

Time
[Hours]

Mixing
[Yes/No]

pH [–]

−1.71–0.41

0.33–0.41

−0.95–0.95

−0.61–0.61

œ̂residues
œ̂SP

Threshold
Process impurity 1
concentration speciﬁc

9 × 105

9 × 10−5 *

-

-

0.07

64.89

Process impurity 2
concentration speciﬁc
(prior ﬁltration)

9 × 104

-

-

-

-

2.68

Process impurity 2
concentration speciﬁc
(post ﬁltration)

784.7

-

-

-

0.021

0.55

1

NOR was normalized by the screening range. * A quadratic effect was modelled for temperature and the shown
p-value corresponds to the quadratic effect.

3. Results and Discussion
Experiments performed in biotechnological studies might contain data that violate the statistical
assumptions of parametric tests (i.e., normality, homogeneity of variances and independence of errors).
Moreover, with a limited number of experiments and a large number of unknown parameters, such
assumptions are hard to assess. Consequently, nonparametric approaches bear potential and we want
to present a novel permutation test to assess the power of individual DoE factors in a multivariate
regression model.
3.1. Permutation Test for Retrospective Power Analysis
The following permutation approach is adapted from a permutation test aiming to investigate
power retrospectively [14]. Here, we adapted this approach to study the signiﬁcance of the alternative
hypothesis that critical effects are present. The following steps are performed:
1.

Using variable selection procedures, we select a signiﬁcant regression model (all included effects
are not 0 to a certain signiﬁcance level):
y = β 0 + β s ∗ Xs + R y | Xs

2.

where Xs denotes the s signiﬁcant parameters selected from a variable selection procedure
(e.g., stepwise variable selection) and Ry| Xs are the residuals of the obtained model. A list of those
signiﬁcantly selected parameters for the case studies of this work can be found in Tables 1 and 2.
We deﬁne a critical gap (CG) that we must not surpass as the difference of the threshold and
the worst case model prediction within the NOR (xworst caseNOR ), which is the parameter setting
where the model prediction (ŷ( x )) is closest to the threhsoldUSL :
CG = thesholdUSL − ŷ( xworst caseNOR )

3.

(17)

(18)

Similar to the approach discussed in Section 2.3 for the a priori power analysis, for non-signiﬁcant
parameters, a variety of combinations (in total C) of effects for those parameters exist that lead
to surpassing a critical threshold. In order to estimate the mean likelihood of not overlooking
a speciﬁc parameter, we vary the relative impact on the threshold of each parameter gradually
between 0 and 1 in 100 steps. The fraction of the CG which is attributed to the non-signiﬁcant
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(c)

4.
5.

parameter i is expressed as the weight wi for the combination c. Equation (5) can be used to
calculate the critical effect of the parameter i.
The residuals Ry| Xs are permuted randomly, producing R∗ y| Xs .
New response values are calculated from the permuted residuals assuming that the critical effect
is present under the alternative hypothesis (H A ):
y∗ = β 0 + β s ∗ Xs + β(c) crit ∗ Z + R∗ y| Xs

6.
7.

(19)

where β(c) crit is a vector of regression coefﬁcients for the non-signiﬁcant parameters and Z is the
design matrix for all non-signiﬁcant parameters.
Make a model for y∗ based on X and Z and record signiﬁcance of β̂ crit at a certain signiﬁcance
level (here α = 0.05)
Repeat steps 4, 5 and 6 a large number of times (here 1000) and count the number of signiﬁcant
outcomes for each β̂ crit,i at a certain signiﬁcance level (here α = 0.05). The fraction of signiﬁcant
outcomes of all iteration cycles equals the retrospective power of parameter i.

3.2. Comparison of a Priori and Retrospective Power
If we apply the proposed retrospective power analysis permutation test of Section 3.1 to
experimental data recorded from two unit operations (CC 1 and PR), we obtain power values for each
PP/CQA combination from Tables 1 and 2, respectively.
Figure 1A shows a comparison of the retrospective and a priori power analysis for the CC 1 unit
operation. For all three studied CQAs at this stage (‘process impurity 2 clearance’, ‘product impurity
2 clearance’ and ‘product impurity 1 clearance’), we obtain a priori estimates of 1 (rightmost bar
group in Figure 1A). This indicates an ideal case to start with experiments since there is no chance of
overlooking a critical effect. Retrospective power analysis revealed that all investigated PPs power
values are well below the common statistical practice cut-off value of 0.8. This can be explained by the
fact that the residual variance in the model is much higher than the initial estimate at the set point,
expressed by ratios of σ̂residues
σ̂SP well above 1, as shown in Table 1. In general, multiple reasons for this
discrepancy between the initial guess of expected variance and the actual residual variance in the
model might exist. It could be a non-representative selection of set-point runs (e.g., runs conducted
with different operators), unexpected increase of variance during experiments (e.g., it is more difﬁcult
to control experiments at unusual parameter settings) or even non-linear dependency which cannot be
captured by the linear model structure. Although statistically good practice, our experience shows that
such non-linear dependencies might not be obvious from analysis of residuals (e.g., investigation of
plots of residual vs. DoE factors). In a DoE approach, each experiment is unique in its settings if we do
not use replicates and thereby no redundancy is available to hinder the model from being leveraged
by non-linear responses.
For the precipitation step (PR), a priori power analysis again suggested a power of 1 (Figure 1B).
Retrospectively assessed power values match the results obtained from a priori analysis, indicating
that the performed DoE had sufﬁcient power to assess critical effects of process parameters on quality
attributes. This is reasonable since ratios of σ̂residues
σ̂SP are closer to 1 for this unit operation compared to
CC 1, as shown in Table 1.
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Figure 1. Power values for chromatographic column (CC) 1 (A) and PR (B) for each process parameter
(PP) and CQA. Where signiﬁcant process parameters were detected for a quality attribute, bars are
marked grey. (A) Though a priori power analysis suggested a power of 100% for each investigated CQA
for chromatography step 1, retrospective power analysis revealed that the power to detect a critical
effect did not surpass 80% for any of the investigated process parameters. Strategies to tackle these
low-power-situations are given in Figure 4. (B) For the precipitation step, a priori power analysis
suggested a power of 100% for each investigated CQA as well. Retrospective power conﬁrmed the
ﬁndings that there is a 100% chance that we did not overlook a critical effect of the investigated process
parameters on quality attributes.

3.3. How to Deal with Low-Powered Parameters?
The most common approaches to tackle insufﬁcient power values in screening designs are
by increasing the sample size, reduction of measurement variance (either analytical or process),
increasing the screening range if technically possible, or accepting the lack of power, however stating
the parameter as key or critical. The latter strategy will have an impact on the extended monitoring of
such parameters during a subsequent process performance qualiﬁcation (PPQ) campaign and routine
manufacturing. As seen in Section 3.2, a priori power analysis suggested high power values for
all investigated unit operations, however, drastically overestimated the power for CC 1. In speciﬁc
cases, retrospectively increasing the sample size or the screening range might not be possible due to
shortage of starting material or technical limitations. A measurement method with less variance might
not be at hand to re-measure backup samples. Another approach made possible by the presented
method for power analysis is to narrow the NOR of some process parameters. If the threshold stays
the same and the NOR is symmetrically located around the set point, for smaller NORs larger effect
sizes are necessary to surpass the critical threshold as shown in Equation (5) (i.e., steeper slopes). As
a demonstrating scenario, we have chosen the relatively low power for Product impurity 2 clearance
on CC 1 (see Figure 1A). For this response, no signiﬁcant parameter could be found. Figure 2 shows
how a reduction of the NOR of the process parameter, ‘wash strength’, impacts the power of all studied
PPs of this unit operation. Upon reducing the initially deﬁned NOR by 50% of its width, the power
value for ‘wash strength’ increases from 0.34 to 0.68. As seen in Figure 2, the power values of the
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residual process parameters’ effects on the same quality attribute remained unaffected, neglecting the
residual variation caused by the Monte Carlo approach in permutation.

Figure 2. Retrospective power values for ‘product impurity 2 clearance’ for unit operation CC 1 as
a function of tightened NOR of process parameter ‘wash strength’. At the initially deﬁned NOR, the
power value is 0.34. Upon reducing the NOR symmetrically by 50%, the power value for this process
parameter increases to 0.68. The power values of the residual process parameters remain unaffected.
The visible variation can be attributed to the variance in the permutation test.

This provides an opportunity to implement a tighter control strategy though adjusting the NOR
as an approach to ensure no critical effects have been overlooked. However, it may not be technically
feasible or desirable for all process parameters to implement a tighter control strategy with narrower
ranges, especially for a parameter that has not been conﬁrmed to signiﬁcantly impact a CQA. Since
a process parameter is studied in respect to multiple CQAs, we want to note that the tightening
of a NOR of a process parameter that signiﬁcantly impacts one speciﬁc CQA will also increase the
capacity to not overlook this parameter regarding all other CQAs which have been studied in the same
experiment. In contrast to changing the NOR of a non-signiﬁcant parameter onto a CQA as shown
for the combination ‘wash strength’ onto ‘product impurity 2 clearance’ in Figure 2, we investigated
how the change of a signiﬁcant parameter impacts power levels (Figure 3). This was exemplarily
done for a decrease in NOR of ‘wash strength’ and we recorded power values for ‘process impurity 2
clearance’ of all non-signiﬁcant parameters as (here End pooling, elution strength and pH), as shown
in Figure 3. We can see that due to the reduction of the NOR of a signiﬁcant parameter, the power
values of all non-signiﬁcant parameters increase too. In detail, a 50% reduction of the NOR of the
signiﬁcantly impacting parameter ‘wash strength’ increases the power of all non-signiﬁcant parameters
by approximately 10%. This can be explained by the fact that the worst case model prediction within
the reduced NOR leads to a larger CG as deﬁned in Equation (18). Thereby, the critical effects will
also be larger (Equation (6)) and consequently the chances of overlooking larger critical effects will be
reduced. In this way, an improved control strategy for a known signiﬁcant parameter would improve
the conﬁdence that all residual non-signiﬁcant parameters were not overlooked. This is potently
a more desirable approach as improved control of known signiﬁcant parameters is typically required
and advantageous, if feasible.
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Figure 3. Retrospective power values for ‘process impurity 2 clearance’ for unit operation CC 1 as
a function of tightened NOR of process parameter ‘wash strength’. Since wash strength and column
loading density are signiﬁcant parameters in this model, the power was not assessed for those two
parameters. Upon reducing the NOR symmetrically by 50% of the signiﬁcant parameter ‘wash strength’,
power values of all other parameters increase since the critical gap is increased, too, due to a reduction
of the worst case model prediction in the NOR (Equation (18)).

3.4. Workﬂow for Criticality Assessment
In order to summarize the knowledge obtained from the application of the proposed posterior
power analysis on two unit operations, we present a workﬂow that should aid process engineers in
assessment of critical parameters (Figure 4). After selection of design and appropriate experiment
number, a priori power analysis identiﬁes if it is likely that a critical effect will not be overlooked.
Sufﬁcient power levels are normally assumed at 0.8 to 0.9. In cases where sufﬁcient power cannot be
assumed, the number of experiments, type of design or screening range must be increased. Both add
to the expected signal to noise ratio. When increasing the screening range, care must be taken not to
incur failure in experiments due to technical limitations or likely interaction effects (edge of failure).
In order to reduce the risk of edge of failure experiments, it is beneﬁcial to conduct an expected worst
case scenario of the process parameters ﬁrst and potentially revise the screening range afterwards.
In case sufﬁcient power can be assumed, experiments can be conducted and regression modelling
can be performed together with selection of signiﬁcant DoE factors/parameters. After the “optimal”
model was selected with its signiﬁcant factors, retrospective power analysis, as shown in Section 3.1,
will estimate the chances that the residual non-signiﬁcant factors might contribute to effects that
surpass a pre-speciﬁed critical threshold. In case all non-signiﬁcant parameters show power values
well above 0.8 to 0.9, all of them can be stated as non-critical since the residual chance that they
have been overlooked is only 20 to 10%, respectively. Otherwise, for those parameters that show
insufﬁcient power, analytical and/or reproducibility variance might be lowered by re-measurement
of the samples or re-conducting of experiments, respectively. Another option is to narrow the NOR
of potentially overlooked parameters which show large variability. This decreases their respective
critical effect according to Equation (5). After one of those three countermeasures has been taken,
retrospective power analysis can be repeated to ensure sufﬁcient power values are reached and all
parameters can be stated as non-critical. If none of the above three options is technically feasible or
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desirable, potentially overlooked parameters should be stated as critical and monitored during process
performance qualiﬁcation (PPQ) runs or routine manufacturing.

Figure 4. Workﬂow for criticality assessment of process parameters during process validation stage 1.

4. Conclusions
The goal of the contribution was to demonstrate the capability of a multivariate retrospective
power analysis methodology to identify critical process parameters during pharmaceutical process
validation stage 1.
We have shown in a case study that parameters that are non-signiﬁcant in models, which were
initially thought to be sufﬁciently powerful to identify critical effects, might still show effects that
surpass a critical threshold due to increased analytical, process, or reproducibility variance. This leads
to situations where the impact of those parameters on ﬁnal drug product quality cannot be excluded.
This was shown using a biopharmaceutical case study conducted at a world leading CMO. However,
common practice is to state such parameters as non-critical and thereby overlook their potential
harmful impact. Therefore, two missing parts have been introduced in this contribution: (i) a novel
permutation methodology for multiple linear regression that estimates retrospective power (i.e., the
chance of non-signiﬁcant parameters to mutually combine to a critical effect) and (ii) a workﬂow for
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criticality assessment that shows strategies of how to mitigate the risk of low-powered parameters.
Besides the well-known fact that an increase in experiments increases power, it could be shown that
a reduction of the NOR of signiﬁcant parameters increases the power of all non-signiﬁcant parameters
via a reduction of the worst case model predictions; a reduction of the NOR of a speciﬁc non-signiﬁcant
parameter increases power solely for this parameter. Additionally, if implementation of tighter NOR
controls is practically infeasible, this methodology can, at a minimum, appropriately assess the process
risk and increase awareness of the limitations of the initial classiﬁcation, potentially suggesting that
an improved control strategy is required.
Using both tools, it will be possible for process engineers during the design stage of a process
validation (stage 1) to:

•
•
•

reduce the chance of overlooking potential CPPs
develop a control strategy for potentially overlooked CPPs in order to increase process robustness
lower OOS events and ﬁnally contribute to increased patient safety.

Supplementary Materials: The following are available online at www.mdpi.com/2306-5354/4/4/85/s1, Table S1:
Standardized experimental data from DoE study of primary recovery (PR), as well as upper and lower normal
operating ranges (NOR_U, NOR_L, respectively) and scale down model (SDM) variance and mean. Normalization
was performed by subtracting all values by the mean and diving by the standard deviation of DoE runs, Table S2:
Standardized experimental data from DoE study of chromatography column 1 (CC1), as well as upper and
lower normal operating ranges (NOR_U, NOR_L, respectively) and scale down model (SDM) variance and mean.
Normalization was performed by subtracting all values by the mean and diving by the standard deviation of
DoE runs.
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Abstract: During the regulatory requested process validation of pharmaceutical manufacturing
processes, companies aim to identify, control, and continuously monitor process variation and its
impact on critical quality attributes (CQAs) of the ﬁnal product. It is difﬁcult to directly connect the
impact of single process parameters (PPs) to ﬁnal product CQAs, especially in biopharmaceutical
process development and production, where multiple unit operations are stacked together and
interact with each other. Therefore, we want to present the application of Monte Carlo (MC)
simulation using an integrated process model (IPM) that enables estimation of process capability
even in early stages of process validation. Once the IPM is established, its capability in risk
and criticality assessment is furthermore demonstrated. IPMs can be used to enable holistic
production control strategies that take interactions of process parameters of multiple unit operations
into account. Moreover, IPMs can be trained with development data, reﬁned with qualiﬁcation
runs, and maintained with routine manufacturing data which underlines the lifecycle concept.
These applications will be shown by means of a process characterization study recently conducted at
a world-leading contract manufacturing organization (CMO). The new IPM methodology therefore
allows anticipation of out of speciﬁcation (OOS) events, identify critical process parameters, and take
risk-based decisions on counteractions that increase process robustness and decrease the likelihood
of OOS events.
Keywords: process validation; process characterization study; holistic process model; predict out of
speciﬁcation events; Monte Carlo simulation; biopharmaceutical manufacturing

1. Introduction
The main goal of pharmaceutical manufacturing is to constantly deliver high product quality,
which is reﬂected in regulatory guidelines [1–3]. Process validation is a major initiative to demonstrate
the capability of meeting this goal and is separated in three stages (stage 1 to 3). Stage 1 aims
at establishing a process design in which process variation in critical quality attributes (CQAs) is
understood and connected to critical process parameters. This is usually done within a process
characterization study using design of experiment (DoE) strategies. Resulting critical process
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parameters that have an effect on product quality require sufﬁcient control strategies. Stage 2 consists
of process performance qualiﬁcation (PPQ) runs to conﬁrm the design of the process and ensure it can
consistently deliver high product quality. Stage 3, continued process veriﬁcation (CPV), is an ongoing
evaluation and monitoring to conﬁrm the process remains in a state of control or to identify if new
interdependencies between process parameters (PPs) and CQAs arise. Those three stages can be seen
interlinked to each other as a lifecycle, where potential changes and associated risk in PPQ or routine
manufacturing must be iteratively evaluated together with knowledge gained from initial process
design [4]. Insufﬁcient risk estimation of the entire process at stage 1 of process design (e.g., in terms
of estimation of out of speciﬁcation events) can lead to inconsistent or unpredicted performance at
later stages.
Risk evaluation of individual unit operation of a pharmaceutical processes is commonly conducted
by following steps in accordance with ICH Q8 guideline [2]:

•
•

•
•

Risk assessment using knowledge of process experts, which leads to a candidate set of potential
critical PPs for each unit operation.
Experimental investigation of the impact of potentially critical PPs onto CQAs. This is usually
performed in DoE approaches and statistical regression modeling is used to describe the
relationship between signiﬁcantly impacting critical PPs and CQAs mathematically.
Comparison of the output of statistical model predictions within normal operating ranges or
a design space to pre-deﬁned acceptance limits for each unit operation.
The risk of not meeting acceptance limits is mitigated by applying an appropriate control strategy,
such as a reduction of the normal operating range.

One difﬁculty, especially in biopharmaceutical manufacturing where multiple unit operations are
stacked together and critical PPs interact, is an appropriate evaluation of risk related to impurities.
Risk analysis is impeded since propagation of impurities is rarely assessed holistically but rather
evaluated on each unit operation separately [5]. Impurity propagation through multiple unit operations
is difﬁcult to study with reasonable representative experimental effort, especially at early stages of
process design where only a limited number of manufacturing runs is available. However, simulations
and modeling are necessary and useful to assess the chance of out of speciﬁcation events. Having such
a predictive tool in place to develop robust processes by incorporating knowledge acquired during
process development and characterization experiments, unexplained variance in product quality
possibly leading to recalls, complaints, and patient risk can be reduced. Therefore, it is desirable to
formulate holistic process and production control strategies that prevent out of speciﬁcation (OOS)
events which could have already been anticipated within the design phase [6]. However, to the
best of our knowledge, it has not been shown so far how a holistic risk evaluation spanning over
multiple unit operation can be performed at process validation stage 1 and used to demonstrate overall
process capability.
MC simulation is a tool to incorporate random variability into the modeled system and connect
single modeling-units together. A random sampling distribution for the model parameters (inputs)
needs be deﬁned a priori, which does not need to be necessarily normally distributed. Within each
cycle of the MC simulation, a different random set of inputs is drawn leading to discrete model results
(outputs). Since a large number of MC cycles are performed, it is possible to aggregate the discrete
model outputs to a predictive distribution of those outputs. Using this distributional information, it is
possible to calculate probabilities of events (e.g., OOS). MC simulations have shown great potential in
pharmaceutical industry for drug discovery and simulation of clinical trials [7] and is also routinely
utilized for error propagation [8]. However, it has, to our knowledge, not been applied to impurity
propagation of a batch-wise pharmaceutical processes.
Herein, we describe the development of an integrated process model (IPM) that is capable of
capturing development and design data from multiple unit operations and is able to predict the
risk of OOS probabilities through Monte Carlo simulation even at the early design stage of process
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validation. Moreover, we identify how variance and changes in set point of process parameters
impacts drug substance quality. The model can be enriched at later stages also with data from PPQ,
routine manufacturing, or additional development. Thereby, a continuous process data management
is enabled and risk-based decision making during change and deviation management in continuous
manufacturing can be based on the full spectrum of development, design, and manufacturing data.
At this stage, the following derived acceptance criteria for the IPM can be formulated:

•
•
•

Prove process robustness of an existing design space: Prove that under normal manufacturing
conditions it is unlikely to miss drug substance speciﬁcation for deﬁned CQAs
Test process robustness under accelerated variance of process parameters and increased
impurity burden
Establish a platform that leverages process knowledge from PV stage 1 for further usage within
PPQ and CPV (Stage 2 and 3 of process validation)

With this contribution we present the development of an IPM, validate the IPM using
large scale manufacturing data, and demonstrate the capability of the IPM in estimating OOS
probabilities under normal and accelerated conditions. This case study was recently conducted
at a leading biopharmaceutical CMO in contract development of a novel long acting human growth
hormone product.
2. Materials and Methods
Here we want to summarize the required inputs for the IPM as well as their assumptions that
must be met in order to ensure reliable prediction of the IPM (for details see referred sections):

•

•

•

•

Description of the process, order of unit operations, and variance of PPs under normal operating
conditions (see Section 2.1). It is assumed that estimation of variance of PPs is representative for
routine manufacturing.
Optional: If initial unit operation of the process is not modeled by the IPM the starting distribution
of each CQA needs to be estimated at the starting unit operation of the IPM. It is assumed that the
estimation of starting distribution is representative for the real CQA distribution under routine
manufacturing (see Section 2.2).
Statistical regression models that describe signiﬁcant relationships between PPs and CQAs for
each unit operation (see Section 2.3.1). It is assumed that scientiﬁcally sound analytical methods
(high accuracy, precision, robustness, selectivity, etc.) have been used to record the data that led
to formation of those regression models. Moreover, it is assumed that no critical effect has been
overlooked, which can be tested using power analysis approaches [9]. This ensures that residual
variance in the regression models can be attributed to normal analytical- and process variance.
Optional: Statistical spiking models of each unit operation describing the dependency between
varied impurity load and speciﬁc impurity clearance (see Section 2.3.2). Identical assumptions as
for the regression models must be met.

2.1. Description of Biopharmaceutical Manufacturing Process
This industrial biopharmaceutical process produces a pharmaceutically active recombinant
protein and is divided into 7 unit operations. After fermentation using Escherichia coli as host cells
and recombinant expression of the product, a cell lysis step is performed prior to a precipitation step
and clariﬁcation. After these primary recovery steps, three preparative chromatographic columns
are performed to clear the product from impurities. A ﬁnal ultraﬁltration/diaﬁltration is performed
to adjust the product concentration in drug substance. Two process-related impurities as well as
2 product-related impurities were deﬁned as the major CQAs and herein are modeled within the
IPM. Since the analytical quantiﬁcation of those CQAs was only possible in the load of the ﬁrst
chromatographic step, this step was set as input to the IPM. A summary of the relevant unit operations
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for modeling, their varied PPs within DoEs, the relative standard deviation of those PPs between large
scale (LS) runs, and the monitored CQAs is given in Table 1.
Table 1. Available data sets, process parameters, and monitored critical quality attributes (CQAs)
for each unit operation included in the integrated process model (IPM). CC is abbreviation for
chromatography column, PCI stands for process-related impurities and PRI product-related impurities.
UO

CC 1

CC 2

CC 3

Available Data Sets

9 manufacturing runs
13 DoE runs with deﬁnitive
screening design
9 manufacturing runs
11 DoE runs using full
factorial design
1 spiking run with increased
PRI 1 concentration in load
1 spiking run with increased
PCI 1 concentration in load
9 manufacturing runs
9 DoE runs using deﬁnitive
screening design

PPs Varied in DoEs

Rel. Std. of PPs
between LS [%] 1

Std/NOR
[%] 2

pH [–]
Column loading density [g/L]
Wash Strength [mM]

1.61
12.05
5.00

46
50
62

Elution strength [mM]

5.00

44

End pooling [CV]

1.36

40

pH [–]

0.79

30

Column loading density [g/L]

4.84

20

Gradient slope [% of Buffer]

5.00

-

pH [–]
Column loading density [g/L]

0.92
12.78

35
30

Gradient slope [% of Buffer]

5.00

-

Wash Strength [mM]

5.00

50

Monitored
CQAs

PCI 1, PCI 2,
PRI 1, PRI 2

1

Relative standard deviation to the set-point of the process parameters; 2 Ratio of one standard deviation to the
normal operating range.

2.2. Scope of IPM and Sampling Distribution of PPs
Due to the limited amount of quantitative analytical data of the CQAs before chromatography
column 1, the starting distribution of each CQA at the ﬁrst chromatography step was assumed to be
normally distributed with mean and standard deviation estimated from measured CQA distribution
of LS runs. From this starting point, the following unit operations chromatography column 1, 2 and 3
were modeled. The pool of chromatography column 3 was regarded as very similar to drug substance
since no further clearance formation was expected at the ultraﬁltration/diaﬁltration step.
For the MC workﬂow, we have to choose a realistic distribution of the large scale variation in
process parameters in order to incorporate process-related variability. Results of the MC simulation
are dependent on the sampling strategy for the process parameters at each simulation. Often
pseudo-random numbers are replaced by quasi-random numbers or Latin hypercube sampling [10,11]
for better overview of possible outcomes. However, for realistic risk assessment, we want our
sampling to be representative for the process, therefore classical pseudo-random numbers were used
for sampling. Existing variance of process parameters has been estimated from current large scale runs
as listed in Table 1. We assumed a multivariate normal distribution for all process parameters centered
at their mean (target of operation) and variance from large scale runs without any covariance between
the process parameters. This is a suitable simpliﬁcation since process parameters are controlled
independently from each other. In general, this is not a prerequisite for the IPM and might be
adapted for other processes, where additional information of potential correlation between the process
parameters exists.
2.3. Impurity Clearance Models
Since it was aim of the IPM to model the ﬁnal distribution of each of the four major CQAs
(i.e., the speciﬁc concentration of each impurity) and the product in the drug substance, their reduction
from load of chromatography column 1 until drug substance needs to be described mathematically.
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In order to estimate the speciﬁc CQA concentration after a unit operation (pool) using the speciﬁc load
concentration of this CQA, speciﬁc clearances (SCs) were used (Equation (1)):
Speciﬁc Clearance = SC =

cCQA,load
cCQA,pool

(1)

where cCQA,load and cCQA,pool is the speciﬁc CQA concentration, deﬁned as the amount of impurity
per amount of product, for load and pool, respectively.
For modeling the product a similar approach was chosen using step yields (SY) instead of SC
(Equation (2)):
ppool
StepYield = SY =
(2)
pload
where ppool and pload are the amounts of product in pool and load, respectively.
Two major impacting sources speciﬁc clearances have been considered here: (i) Impact of potential
critical process parameters, which have been purposefully selected in a risk assessment and (ii) speciﬁc
amount of impurity load per column volume. Those types of models are described in more detail in
the following two Sections 2.3.1 and 2.3.2, respectively. In case it was not possible to ﬁnd any PPs
that signiﬁcantly impact on the clearance, the mean clearance from LS was taken as a constant model
(see Section 2.3.1 for details). We summarize all found models in Table 2.
Table 2. Summary of the presence of models that describe the relationship of a CQA speciﬁc clearance
factor as a function of PPs (indicated by “DoE”) or the impurity loading density of the respective CQA
(“Spiking”) and the respective p-value of the regression. In cases where no signiﬁcant function of
PPs on a CQA clearance could be found, mean large scale clearance was assumed indicated by “LS
clearance” in the table. CC is abbreviation for chromatography column, PCI stands for process-related
impurities and PRI product-related impurities.
CQA/Unit Operation

CC 1

CC 2

CC 3

PRI 1

DoE
(linear, p = 0.09)

LS clearance + Spiking
(p = 0.00)

DoE
(quadratic, p = 0.01)

PRI 2

DoE
(linear, p = 0.01)

LS clearance

LS clearance

PCI 1

DoE
(quadratic, p = 0.00)

LS clearance + Spiking
(p = 0.04)

DoE
(quadratic, p = 0.00)

PCI 2

LS clearance + Spiking
(linear, p = 0.00)

LS clearance

LS clearance + Spiking
(linear, p = 0.00)

Yield

DoE
(linear, p = 0.00)

LS clearance

DoE
(quadratic, p = 0.00)

2.3.1. Clearance and Yield as a Function of Process Parameters (DoE Models)
As a general good practice in PV stage 1, after a purposeful selection of potential impacting process
parameters, their impact on the SCs and the SY has been tested within DoEs. For reasons of simplicity,
we will only show the modeling approach for SC in the following two sections and not for step yields,
since both approaches are identical when exchanging SC with step yield. Experimental designs were
chosen (see Table 1 for number of DoE runs and design) and linear models were established according
to the form (Equation (3)):
SC = PP ∗ βPP + β0 + ε
(3)
where SC is a (n × 1) vector of the measured speciﬁc clearances, PP is a (n × p) matrix of the
process parameter settings of each DoE run, βPP are the regression coefﬁcients, and β0 is the intercept.
The process of selecting a subset of signiﬁcant process parameters was accomplished by means of
stepwise regression using multiple linear regression (MLR) package in inCyght (inCyght 2017.03,
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Exputec GmbH, Vienna, Austria). In this stepwise procedure, parameters showing a partial p value
below 0.05 were allowed to enter the model starting with those parameters having the lowest partial
p value. Partial p values of parameters can change as other parameters are included in a multivariate
model. Therefore, after each time including a new parameter in the model, it is checked if p values
of the existing parameters have increased and those parameters showing an p value larger than 0.1
will be excluded from the model. This including/excluding procedure was applied iteratively to
achieve the optimal model, starting with the most signiﬁcant parameter and was repeated as long as
the model structure did not change any more. Thereby, β̂PP and β̂0 could be estimated. The herein
obtained models and their respective statistical quality measures are summarized in Table S1 of the
Supplementary materials.
 for randomly selected set of process parameters of the ith MC
A new prediction for SC (SC)
simulation can be obtained by (Equation (4)):
 (PP(i) ) = PP(i) ∗ β̂PP + β̂0
SC

(4)

 The prediction error
 of the mean model response was assumed to be normally distributed with:
 (PP(i) ), σ2  (i) . Where σ  (i) was calculated using (Equation (5)):
N SC
SC(PP )
SC(PP )

σSC
 (PP(i) ) = sSC ∗

1
+ hi
n

(i )

with the
 leverage of the new data point: hi = diag(PP (PP PP)

sSC =

(5)
−1

PP(i) ), the residual standard error:

i )2
∑ (SCi −SC
n − p −1

if p are the number of parameters and n the number of observations. A random

 (PP(i) ), σ2  (i) ), using MATLAB (MATLAB, The MathWorks Inc., R2015b,
sample rand(N SC
SC(PP )
Natick, MA, USA) function randn, was taken from this prediction error distribution for each Monte
Carlo simulation i and added to the mean prediction, obtaining the speciﬁc clearance impacted by PPs
for each unit operation (Equation (6)):




 (PP(i) ), σ2  (i) )
 (PP(i) ) = rand(N SC
SC
SC(PP )

(6)

For responses where no further spiking models have been available, the speciﬁc CQA
concentration of the pool of the uth unit operation was calculated to (Equation (7)):
cCQA,pool,u (i) =

cCQA,pool,u−1 (i)
cCQA,load,u (i)
=
 (PP(i) )
 (PP(i) )
SC
SC

(7)

Note that here the concatenation of the unit operations occurs since the speciﬁc CQA concentration
of the pool of unit operation u − 1 is set equal to the load of unit operation u.
If no signiﬁcant effects of any PP on an impurity clearance of a certain unit operation could be
detected, a constant impurity clearance was assumed within the entire design space. This was modeled
by the mean clearance of the LS runs and variance of the LS runs. In those cases, for each unit operation
the speciﬁc clearance of the ith MC simulation reduces to (Equation (8)):


 (PP(i) ) = rand(N SCLS , σ2 SC )
SC
LS

(8)

where SCLS and σ2 SCLS is the mean SC and the variance from LS runs, respectively.
2.3.2. Increased Clearance Due to Varied Spiking of Impurities
During process development and design, increased impurity levels were spiked on
chromatographic preparative columns in order to show elevated clearance capacity. In more detail,
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during those spiking studies, it was shown that the impurity clearance increases with increasing
loaded impurity amount
impurity loading density (ILD =
) up to the tested level. Additionally, the same
column volume
relationship of increased impurity clearance at increased impurity loading densities was found for
large scale runs, where the impurity loading varies for each run due to variation in fermentation
and previous puriﬁcation unit operations. Since the ILDs were not included within DoE approaches
as an independent DoE factor, we followed a two-step approach to incorporate altered clearance at
varying ILD.
In the ﬁrst step, linear regression on SC as a function of ILD was applied to identify signiﬁcant
correlations. Having such a regression model in place, for a speciﬁc ILD in the ith MC simulation an
 (ILD(i) ))) (Equation (9)):
estimate for the SC could be obtained (SC



  

 ILD(i) , σ2 
 ILD(i) = rand N SC
SC
SC(ILD(i) )

(9)

 (ILD(i) ) is the mean predicted SC from the linear regression model at the speciﬁc ILD(i) and
where SC
σ2 SC
 (ILD(i) ) is the variance of the mean prediction, which can be obtained analogous to Equation (5).
An example of such a spiking model is shown in Figure 1, where an increased loading density
of process-related impurity 2 shows a signiﬁcant (p = 7 × 10−8 ) increase in speciﬁc clearance of
process-related impurity 2. Signiﬁcant (p-value < 0.05 as well as R2 (explained variance) − Q2 (from
leave one out cross validation) difference < 0.3) spiking models were selected for each response/unit
operation and are summarized in Table 2 and Table S2 of the Supplementary Materials.

Figure 1. Exemplary plot for dependency of speciﬁc clearance (here of process-related impurity 2)
against impurity loading density of process-related impurity 2 of DoE runs (blue) and large scale
(LS) runs (red). Yellow error bars indicate the mean model prediction error. Normalization has been
performed by division of the maximal value for each axis.

Hereafter in the second step, if signiﬁcant spiking models were available, they were combined
with the existing ones as a function of PPs as described in Section 2.3.1. Therefore, for each unit
operation, we added the expected clearance increase due to increased ILD to the speciﬁc clearance of
the ith Monte Carlo simulation impacted by PPs (Equation (10)):
(i )

 (PP(i) ) ∗ SC(ILD )
 (i) = SC
SC

SC(ILD)
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 (ILD) is the SC under mean ILD from DoE runs. The ILD of the simulation i and the unit
where SC
operation u can be calculated according to (Equation (11)):
(i )

ILDu =

(i )

(i )

(i )

cload,u ∗ pload,u
CV

=

(i )

cpool,u−1 ∗ ppool,u−1
CV

(11)

(i )

where cload,u is the speciﬁc concentration of the CQA at the ith simulation and the uth unit operation
(i )
pload,u

and
is the product amount modeled by step yield of simulation i and unit operation u, CV is the
column volume. Again, the load concentrations and amounts can be expressed by the respective pool
concentrations of the previous unit operation (u − 1).
Since the impurity loading density was not included within DoE approaches on column steps
as an independent DoE factor, we assume that varied impurities do not show interactive effects with
other DoE factors (mainly process parameters) within normal operating variance. In order to estimate
the risk that the simulation performance is biased by the spiking models and the risk of the above
stated assumptions, the IPM was simulated without applying any spiking model. Those results are
shown in Figures S1–S4 of the Supplementary materials, where we show that only for product-related
impurity 1, process-related impurity 1, and process-related impurity 2, the out of speciﬁcation chance
increases by 0.1%, 0.7%, and 4.2%, respectively. Therefore, the above mentioned assumptions about
spiking models and the connection to DoE models can be seen as a minor inﬂuence to the overall IPM
prediction and valid simpliﬁcation. Moreover, this can be regarded as a valid simpliﬁcation since the
assumed normal manufacturing variance which is used during IPM simulation of process parameters
is well within the normal operating range (NOR, see standard deviation to NOR ratio in Table 1 is
often below 30%) and therefore around 99% of the simulated batches are run within NOR. However,
we want to note that one could even reﬁne the IPM by including speciﬁc impurity concentrations in
the load of chromatographic columns as an additional factor in DoE experiments to study that effect in
combination with all other DoE factors.
3. Results
3.1. Monte Carlo Approach for Integrated Process Modeling
The main idea behind the integrated process is to concatenate impurity clearance models of each
unit operation together to predict the CQA distribution at each intermediate and at drug substance.
To account for error propagation during this concatenation, we performed a Monte Carlo approach in
four steps:
1.

2.

3.

1000 simulations were performed, each having a different set of PPs (PP(i) ) for the three modeled
unit operations (chromatography column 1/2/3) and different initial speciﬁc CQA concentrations
(c(i) CQA,init ) at the load of chromatography column 1, sampled from distributions which were
estimated from LS runs. Also the variance in PPs was estimated from LS runs and is indicated
by a schematic distribution on the x-axis in Figure 2A,B. Additional increase in simulations
did not increase model accuracy and 1000 simulations are a common standard for Monte Carlo
simulations [7]. A more detailed description of this step and a list of used process parameters are
provided in Section 2.2.
For each unit operation, we modeled the speciﬁc clearance (SC) of each CQA as a function of the
critical PPs and the ILD by multiple linear regression. Each model is associated with a prediction
error, which is indicated by the blue shaded area around the found regression line Figure 2A,B.
The ILD can be derived from cCQA,load of each unit operation, which equals cCQA,init for the ﬁrst
modeled unit operation and cCQA,pool,u−1 for all subsequent modeled unit operations (u).
Since cCQA,pool,u can be calculated from SC and cCQA,load,u , on the whole, cCQA,pool,u can be seen
as a function of PPu as well as cCQA,init or cCQA,pool,u−1 , as indicated in the formula of Figure 2A,B,
respectively. Thereby the model outputs from multiple unit operations can be stacked together,
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4.

which is indicated by black arrows in Figure 2A, more thorough description of which models
could be found on which CQA and unit operation is depicted in Section 2.3.
Since we performed 1000 simulations, each having different settings in process parameters,
we obtained a distribution for the speciﬁc CQA concentration in the pool and ﬁnally in drug
substance, indicated on the y-axis of Figure 2A,B and by the distribution in Figure 2C.

Figure 2. Schematic description of the integrated process model using a Monte Carlo approach:
1000 simulations are performed, each having a different set of process parameters (indicated as
distribution on the x-axis of (A,B)) and initial speciﬁc CQA concentration (cCQA,init ). Multiple linear
regression models describe the relationship between the cCQA of the pool of unit operation u (B) and
the PP of this unit operation as well as the pool concentration of the previous unit operation u − 1 (A).
Thereby, models from multiple unit operations (A,B) are connected to predict the CQA distribution
in the drug substance (C). Since 1000 simulations are performed, the CQA values form a distribution
after each unit operation. The higher the model uncertainty, indicated by blue shaded area around
the regression line, the wider the resulting CQA distribution. This ultimately propagates until drug
substance, where the chance of out of speciﬁcation events can be assessed.

3.2. Validation of the IPM Using Observed CQA Distribution in Drug Substance
For model validation, the distribution of the predicted speciﬁc CQA concentrations at the pools
of each unit operation and drug substance were compared to the measured CQA distribution of LS
runs. The OOS chance for the IPM was calculated by simply counting the number of simulations that
are above the upper speciﬁcation limit and dividing by the number of simulations. For the calculation
of the OOS chance using the 9 large scale runs, a normal distribution was ﬁtted to the data.
Figures 3–6 show overlays of simulated and observed CQA distribution after each
chromatography step for product-related impurity 1 and 2, as well as process-related impurity 1 and 2,
respectively. For reasons of data security, all values have been normalized by the maximum observed
or simulated CQA value. For the calculation of the observed distributions, all 9 LS runs have been
used and have been plotted. CQA distribution after chromatography column 3 (yellow colored bar in
Figures 3–6) can be regarded as drug substance since no further puriﬁcation has been shown to occur
at the ultraﬁltration/diaﬁltration step.
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Figure 3. Comparison of simulated (top) product-related impurity 1 distribution and observed (bottom)
product-related impurity 1 from LS after each column step. Normalization was performed by dividing
by the maximum observed cCQA .

Figure 4. Comparison of simulated (top) product-related impurity 2 distribution and observed (bottom)
product-related impurity 2 from LS after each column step. Normalization was performed by dividing
by the maximum observed cCQA .
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Figure 5. Comparison of simulated (top) process-related impurity 1 distribution and observed (bottom)
process-related impurity 1 from LS after each column step. For chromatography column 3 pool, no
process-related impurity 1 value was observed above LoQ, therefore, no histogram bar is plotted for
the observed values at chromatography column 3 pool. Normalization was performed by dividing by
the maximum observed cCQA .

Figure 6. Comparison of simulated (top) process-related impurity 2 distribution and observed (bottom)
process-related impurity 2 from LS after each column step. Normalization was performed by dividing
by the maximum observed cCQA .

From visual inspection, the predicted distributions for each CQA nicely overlap with the observed
distributions at each chromatography step. This is also reﬂected in good agreement of simulated
and measured OOS probabilities at drug substance level, which are displayed in the title of each
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subﬁgure, except for process-related impurity 2. Also, the skewness of the measured CQA distribution
is well described by the model (e.g., positive skewness of the product-related impurity 1 distribution at
chromatography column 2 in Figure 3). Herein, we regard the model as valid for further investigations
such as varying set-point conditions or accelerated variance of PPs.
For process-related impurity 2, the variance of the predicted speciﬁc CQA concentrations is
larger than the observed variance, especially at chromatography column 3 level, as shown in Figure 6.
However, the mean prediction at chromatography column 3 level is very close to the observed runs.
The simulated OOS events of the IPM are 9.1% whereas only 0% when calculating from LS data.
This gap in predicted versus observed OOS events might be caused by an different mean response
of the scale down model at set-point conditions, which was used to conduct the experiments, an
overlooked effect of a PP onto this CQA, an overlooked spiking model, or the gap is introduced by
the selection of the current large scale runs which show a too low OOS chance. For the ﬁrst two
issues, power analysis for the insigniﬁcant models terms needs to identify if additional experiments
need to be conducted to make sure that no critical effect has been overlooked [9]. Whereas, the latter
possibility indicates a risk that was uncovered by the IPM and has luckily not been observed during
LS runs. Herein, counter actions might be taken such as an increase of speciﬁc puriﬁcation capacity in
primary recovery.
For product-related impurity 2, the OOS chances for the IPM and the observed data are equally
around 7%, as shown in Figure 4. Since for this CQA two statistical models as a function of PPs at
chromatography column 1 and chromatography column 3 could be established (Table 2), parameter
sensitivity analysis using the IPM can reveal optimization potential to increase process robustness for
this CQA.
3.3. Impact of Accelerated Variation in Process Parameters on Drug Substance
Parameter sensitivity analysis (PSA) was performed to assess how a change in set-point or
variance of controlled PPs inﬂuences OOS events at drug substance. PSA was conducted as follows:
Each PP was varied individually regarding its mean and variance and resulting change in OOS
events was measured. If interaction effects of parameters have been detected within DoE models,
those parameters can be varied simultaneously to study this effect. However, this was not the case
for any model established in this study. Moreover, since the model was built only on a segment
of all unit operations, we are interested in how an altered performance of the fermentation and
primary recovery—leading to an increased impurity burden at the load of chromatography column
1—will impact on drug substance. Therefore, the speciﬁc impurity concentration at the loading of
chromatography column 1 was also varied in a parameter sensitivity analysis.
Results of an example of such an analysis are shown for product-related impurity 2 (Figure 7),
where in panel A the change of OOS events as a function of change in percent of set-point settings
of all process parameters is displayed. As can be seen from this subﬁgure, only a change in pH and
wash strength of chromatography column 1 leads to a drastic change in OOS events. This is expected
since both factors are part of the DoE model (see Table S1 of Supplementary materials). In more
detail, both factors have a favorable direction in terms of reduction of OOS events (lowered pH and
increased wash strength). For example, a reduction of the pH value by 10% of the set-point leads to
a reduction of OOS events from 7% to around 3%. Interestingly, a change in variance of those two
process parameters by ±50% does not impact the OOS events (Figure 7B). This sounds contradictory
at ﬁrst glance, however, since a variance increase to a certain extent will also drive a lot of simulations
to the more favorable side (lowered pH and increased wash strength), the overall OOS chance remains
similar to the initial estimate. This also emphasizes the well-known fact that optimization should be
addressed via a change in the set-point rather than via reduction of variance, which is, in general, even
harder to accomplish. A change in initial product-related impurity 2 burden after primary recovery
propagates as well into drug substance, which can be explained by the fact that no spiking model could
be established for this CQA at any unit operation, as shown in Figure 7C. In detail, a 10% reduction of
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the speciﬁc product-related impurity 2 concentration after primary recovery lowers the OOS events
by another 3%. Therefore, it would be favorable to lower the pH of chromatography column 1 and
reduce the impurity burden already after primary recovery using prior knowledge or build models
that capture the interaction of fermentation and primary recovery parameters on this CQA. Thereby,
OOS events could be lowered for product-related impurity 2 down to 1% or less. In order not to
increase the OOS probability for another CQA by changing those two process parameters, one would
need to also consider their impact on the residual CQAs. This is not shown here since we only wanted
to introduce the methodology for a potential application of the IPM and due to reasons of simplicity.

Figure 7. Estimated OOS event for product-related impurity 2 at drug substance as a function of
change in set-point (A) and variance (B) of all PPs as well as a function of increased speciﬁc impurity
concentration after primary recovery (C). Deviations in set-point of pH and salt concentration in wash
of chromatography column 1 impact severely on OOS chance, which is not the case when variance
in PPs increases by up to 50%. A change of speciﬁc product-related impurity 2 concentration at the
primary recovery level will also increase OOS chances.

4. Conclusions
Here we have shown how, by using an IPM, it was possible to demonstrate that sufﬁcient process
knowledge is available from process development to describe impurity clearance of process-related
impurities 1 and 2, as well as product-related impurities 1 and 2. The distributions of simulated and
observed CQAs are in good agreement to each other and make it possible to quantify the risk of not
meeting product speciﬁcations under normal operating conditions, something which is often not
possible due to limited large scale runs.
For product-related impurity 1 and process-related impurity 1, both the predicted OOS chance
by the IPM as well as the observed OOS chance are numerically close to 0%. Herein, the process
design can be validated in respect to those CQAs. In a ﬁrst application of the IPM within a parameter
sensitivity approach, it was possible to identify potential changes in process parameter set-points
that will potentially decrease the chance of OOS events for product-related impurity 2 from 7% to
1%. For process-related impurity 2, the mean prediction of clearance within the IPM is similar to
that obtained from LS measurements, however, the model predicts a 9.1% chance to be above drug
substance speciﬁcation, whereas current large scale data estimate 0% OOS chance. Since no statistical
model could be established that might be used for optimization, process changes might be introduced.
Here, IPM can be used within a model life-cycle approach as an enabler in change management. In case
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parts or entire unit operations are exchanged or included into an existing process design, the IPM can
predict the mutual performance of this change in the context of existing clearance capacity. This can be
achieved by replacement with statistical models of respective unit operations. Thereby, the overall
performance of the changed process design can be assessed in terms of OOS events.
Furthermore, it should be emphasized that this model, in accordance with current opinion, is
not ﬁnished in the traditional sense, but is expected to incorporate any future experiments and GMP
runs for model reﬁnement and application in further PV stages. Thereby, it is expected that new or
insufﬁciently studied dependencies between PPs and CQAs can be incorporated as identiﬁed.
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product-related impurity 1 from LS after each column step, Figure S2: Comparison of simulated (top)
product-related impurity 2 distribution and observed (bottom) product-related impurity 2 from LS after each
column step, Figure S3: Comparison of simulated (top) process-related impurity 2 distribution and observed
(bottom) process-related impurity 2 from LS after each column step, Figure S4: Comparison of simulated (top)
process-related impurity 1 distribution and observed (bottom) process-related impurity 1 from LS after each
column step, Table S1: Overview of found models based on DoE data, Table S2: Overview of models showing a
correlation between speciﬁc CQA clearances and CQA load density.
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