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Abstract 

Monoclonal antibodies (mAbs) are key molecules in biopharmaceutical manufacturing with 

important therapeutic use such as anticancer drugs. Mammalian cells serve as production 

hosts for mAbs. However, mammalian cell culture processes are complex and development 

timelines for new processes are long. To overcome these challenges the industry is moving 

towards high-throughput, single-use bioreactors and intensified processes. The scalability in 

both directions (scale-down and scale-up) is a key step towards fast and economic process 

development. Moreover, novel Process Analytical Technology (PAT) tools aim at improving 

process understanding and establishing process control and automation resulting in high and 

consistent product quality. 

In the first part of this PhD thesis a method to transfer an existing Chinese Hamster Ovary 

(CHO) cell culture fed-batch process platform into a semi-perfusion process with threefold 

higher cumulative product titers was developed. Design of Experiment (DoE) as a powerful 

PAT tool to screen medium and feed compositions speeded up significantly the semi-perfusion 

process development. The process transfer to a small scale, single-use bioreactor enabled 

process control for important parameters such as pH and dissolved oxygen (DO) while keeping 

the experimental costs low. However, important process attributes (e.g. Viable Cell 

Concentrations (VCC)) were measured offline limiting the automation possibilities. 

The second part of this thesis demonstrated how the implementation of an advanced inline 

capacitance sensor can support online monitoring of important biomass related changes in cell 

culture. The sensor implementation was proven to be scale-independent in single-use 

bioreactors (50 L up to 2000 L). Additionally, the transferability of the method to different CHO 

fed-batch processes was demonstrated. The Wet Cell Weight (WCW) and Viable Cell Volume 

(VCV) were predicted for the complete cultivation duration within an acceptance criterion 

based on the offline reference method. The VCC, however, correlated with the permittivity 

signal only until the end of the exponential growth phase due to the single-frequency 

measurement dependency on cell diameter changes. 

The third part of this PhD thesis successfully tested the inline capacitance sensor in frequency 

scanning mode to predict VCCs over the complete culture time by establishing a robust 

Multivariate Data Analysis (MVDA) model. A small scale bioreactor system served as method 

development tool. Therefore, a fast and economic development of a robust MVDA model was 

demonstrated, highlighting the benefits of scale-down models in biopharmaceutical 

manufacturing. 

Key words: mammalian cell culture, single-use bioreactors, process analytical technologies 

(PAT), scalability
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Kurzfassung 

Monoklonale Antikörper sind Schlüsselmoleküle in biopharmazeutischen 

Herstellungsprozessen aufgrund ihres wichtigen therapeutischen Nutzens, wie beispielsweise 

als Antikrebs-Medikament. Tierzellkultivierungen dienen als Produktionswirt für monoklonale 

Antikörper. Tierzellkultivierungsprozesse sind jedoch komplex und Entwicklungszeiträume 

dauern lange an. Um diese Herausforderungen zu überwinden strebt die Industrie eine 

Entwicklung in Richtung Hochdurchsatz-, Einwegbioreaktoren und intensivierte Prozesse an. 

Die Skalierbarkeit in beide Richtungen (Runterskalierung und Hochskalierung) ist ein 

Schlüssel für schnelle und wirtschaftliche Prozessentwicklung. Des Weiteren ermöglichen 

neue Technologien zur Prozessanalytik (engl. Process Analytical Technology, PAT) ein 

verbessertes Prozessverständnis, Prozesskontrolle und Automation, sodass eine konstante 

und hohe Produktqualität gewährleistet wird.  

Im ersten Teil dieser Doktorarbeit wurde eine Methode entwickelt, um einen Chinese Hamster 

Ovary (CHO) Fed-Batch Zellkulturprozess in einen semi-Perfusionsprozess mit dreifach 

erhöhter kumulativer Produktausbeute zu übertragen. Statistische Versuchsplanung (engl. 

Design of Experiment, DoE) wurde als PAT Tool genutzt, um verschiedene Medium- und Feed-

Kompositionen zu untersuchen und führte zu einer signifikant schnelleren Entwicklung des 

semi-Perfusionsprozesses. Der Prozesstransfer zu einem kleinvolumigen Einwegbioreaktor 

ermöglichte die Prozesskontrolle wichtiger Parameter, wie pH und gelöstem Sauerstoff, mit 

geringen experimentellen Kosten. Wichtige Prozessattribute (z.B. Lebendzellzahl) wurden 

jedoch offline gemessen und führte zu einer Limitierung der Prozessautomation. 

Der zweite Teil der Arbeit zeigt, wie die Implementierung eines inline Kapazitätssensors das 

online-Monitoring wichtiger Biomasseänderungen in der Zellkultivierung unterstützt. Die 

Skalierungsunabhängigkeit des Sensors wurde in Einwegbioreaktoren mit Volumina von 50 L 

bis 2000 L erwiesen. Zusätzlich wurde die Übertragbarkeit der Methode auf andere CHO Fed-

Batch Prozesse dargelegt. Die Feuchtbiomasse und das lebensfähige Zellvolumen konnten 

über die gesamte Kultivierungsdauer innerhalb eines Akzeptanzkriteriums auf Basis der offline 

Referenz vorhergesagt werden. Die Lebendzellzahl korrelierte mit der Dielektrizitätskonstante 

aufgrund der Durchmesserabhängigkeit bis zum Ende der exponentiellen Wachstumsphase. 

Im dritten Teil der Doktorarbeit wurde der inline Kapazitätssensor im Scanning Modus 

evaluiert, um mit Hilfe eines multivariaten Datenmodells die Lebendzellzahl über den 

gesamten Kultivierungszeitraum vorherzusagen. Ein kleinvolumiger Bioreaktor diente zur 

Entwicklung der Methode. Aus diesem Grund konnte das robuste multivariate Modell schnell 

und wirtschaftlich entwickelt werden, was die Vorteile von kleinvolumigen Bioreaktoren in 

biopharmazeutischen Herstellungsprozessen hervorhebt.  

Schlagwörter: Tierzellkultivierung, Einwegbioreaktor, Technologien zur Prozessanalytik, 

Skalierbarkeit
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1 Introduction and Goals  

1.1 Introduction 

In 1953, James D. Watson and Francis Crick revealed the structure of “the molecule of life”. 

The discovery of the Deoxyribonucleic acid (DNA) structure was a breakthrough in molecular 

biology and opened up the way for what we know as biopharmaceutical manufacturing 

nowadays. After the DNA structure was revealed one significant discovery was followed by the 

next one: In 1956, Arthur Kronberg discovered the DNA polymerase as being the enzyme that 

synthesizes the DNA. In 1958, John C. Kendrew described the complex structure of the protein 

myoglobin. Francois Jacob and Jacques Monod discovered in 1960 how DNA can be 

transcribed to messenger ribonucleic acid (mRNA) that is translated to protein sequences.  

A second fundamental discovery in biotechnology, that led to modern biopharmaceutical 

processes, started with the development of a “DNA sequencing method” by Allan Maxam and 

Walter Gilbert.  Finally, Stanley Cohen and Herbert Boyer used the novel knowledge to create 

in vitro a new recombinant gene. In 1975, Goerges J.F. Köhler and César Milstein developed 

a method to produce monoclonal antibodies (mAbs) first with an in vivo production method and 

later on with in vitro production processes. mAbs are highly target-specific protein molecules 

used in diagnostics and as therapeutic drugs. Ultimately, this resulted in the first biotech 

company called Genentech going public in 1980. 

Even today mAbs are still the raising star within biopharmaceuticals. First-time approvals of 

mAbs raised from 27% (2010 – 2014) to 53% nowadays (2015 – July 2018). Because of their 

crucial role in diagnostics and cancer research, mAbs are one of the most important 

biopharmaceutical class for the future. Today mammalian cell lines, especially Chinese 

Hamster Ovary (CHO) cells, mainly serve as host for mAb production. Even though, mAbs 

became the most significant biopharmaceutical drug, the cell as production system is still 

considered as a black box. 
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To overcome the challenges in modern biopharmaceutical manufacturing and to better 

understand cell metabolism and process parameter correlations, the industry is moving 

towards high-throughput, small scale and single-use systems offering significant cost 

advantages and flexible experimental designs. Scalability in both directions (scale-down and 

scale-up) plays a key role in efficient bioprocessing to provide process understanding on the 

one hand and economic production processes on the other hand. Combined with the trends of 

process intensification and automation a better process understanding should lead to 

autonomous production laboratories of the future enabling fast access of new and safe 

biopharmaceuticals for patients. 

To optimize current bioprocess development the Food and Drug Administration (FDA) 

launched the Quality by Design (QbD) guideline to implement high and consistent product 

quality already during the development of new drugs. A toolbox allowing for QbD are Process 

Analytical Technologies (PAT). PAT tools support process understanding, online monitoring 

and automated control strategies in many different ways, e.g. the integration of spectroscopic 

inline sensors, the application of Multivariate Data Analysis (MVDA) or advanced risk analysis.   

1.2 Goals 

The goal of this work is to combine the novel industry approaches such as process 

intensification, single-use bioreactors and PAT tools to support the scalability of 

biopharmaceutical processes and to gain deep process understanding by innovative solutions. 

As a first step an established fed-batch process is transferred to a semi-perfusion process 

keeping the bioreactor equipment and available medium and feeds the same. This way, an 

established process platform can be utilized for further process intensification. The 

establishment of the new semi-perfusion process includes PAT tools like Design of Experiment 

(DoE). Proof of principle in an automated small scale, single-use bioreactor is investigated that 

can be used for early process development in future. Moreover, online PAT sensors for 

important process attributes or parameters (e.g. viable cell concentrations, VCC) are 

implemented into mammalian cell culture processes to enable real-time monitoring for a better 
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understanding of the process and the cell culture. This PhD work contributes to implement 

control strategies in future, such as automated feeding rates in fed-batch processes or 

perfusion rate control in intensified processes.  

Overall, the benefits of robust scale-down models, especially in process and method 

development, are highlighted and scale-independency of the selected PAT tools are 

investigated. Through the implementation of the developed methods in this work, a 

biopharmaceutical manufacturer will be supported to intensify and automate his single-use 

facility from laboratory up to production scale. 
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2 Theoretical Background 

2.1 Biopharmaceutical Manufacturing 

mAbs are key molecules in modern research and therapeutic areas. Because of their universal 

binding capability with a high precision to the target molecule, mAbs are frequently used in 

diagnostics or clinical research such as an anticancer drug or against autoimmune diseases 

[1–3]. However, the production of mAbs is a challenging and demanding task. The correct 

antibody quality is essential for their therapeutic activity and the risk reduction of causing any 

biological harm. As bioassays or even animal assays cannot be performed for every 

pharmaceutical product or batch, physical features or chemical structures serve as criteria to 

judge the quality of mAbs (e.g. post-translational modification). One important post-

translational modification of a mAb is the glycosylation pattern. Glycans affect solubility, 

pharmacokinetics and they are critical for biological activities. The need for a specific 

glycosylation pattern leads to mammalian cells as being the workhorse for mAb production [4–

6]. 

Mammalian cells are able to produce complex molecules with post-translational modification 

resulting in similar protein structure compared to equivalent produced molecules in human 

bodies. Another benefit of mammalian cells as production host of mAbs is that the protein is 

often secreted into the medium resulting in easy processing and purification of the product. 

Commonly used expression systems in research and industry are CHO cells, Baby Hamster 

Kidney (BHK21) cells, or murine myeloma cells [7, 8]. 

For the expression of mAbs in mammalian cells a suitable production system is necessary. 

Bioreactors offer the possibility to grow mammalian cells under controlled conditions. Several 

bioreactor types exist that underlie different basic principles of how the bioreactor is controlled 

and performed. Plug flow reactors (PFR), stirred tank reactors (STR) and rocking motion 

bioreactors are commonly used systems [9]. There are different types of processes for a 

mammalian cell cultivation, depending on the cultivation mode. Batch processes are short 

processes where the cell culture and all medium components are inside the bioreactor from 



2 Theoretical Background   

13 
 

the beginning. Thus, the bioreactor volume is kept constant over the complete cultivation time. 

Nutrient levels in a batch process decrease constantly and inhibiting metabolites, such as NH4 

or lactate accumulate over the process time. The most common used cell culture processes 

are operated in fed-batch (FB) mode. A FB process consist of a short batch phase and is 

followed by feeds of nutrients. The feeding rates are optimized based on the cells’ needs and 

the current growth phase. Thus, the nutrient level is adjusted based on the cell metabolism. 

Inhibiting metabolites, however, accumulate in the bioreactor. The bioreactor volume is 

increasing over time and the cell growth is expected to be higher compared to a batch process. 

A third way of cultivating cells inside a bioreactor is in perfusion mode. A perfusion process 

consists of a continuous exchange of medium and feeds during a process including a cell 

retention device. Therefore, the cells are kept in the bioreactor with a constant supply of fresh 

nutrients and inhibiting metabolites are constantly removed. The volume is kept constant but 

a high cell growth and productivity can be expected. In contrast to batch and FB processes, 

the product can be harvested continuously if the product is secreted into the medium, offering 

advantages for unstable molecules (e.g. recombinant Factor VIII) [9]. In the last years, the 

bioreactor equipment drastically improved enabling perfusion processes to be back in the 

focus of the pharmaceutical industry and academia [10–12]. The suitable combination of the 

bioreactor and operation mode depends on the cell type, the specific product and the available 

equipment.  

Besides the trend of intensifying the operation mode with perfusion processes, other trends 

and technical developments have significantly changed the research in biopharmaceutical 

manufacturing in the recent past. The industry moved from the classical stainless steel 

bioreactors towards single-use facilities offering high flexibility, lower cross contamination 

risks, fast time to market and a cost reduction [13–15]. However, a transfer from established 

processes, methods and bioreactor setups is not easily done when moving from stainless steel 

to single-use facilities.  



2 Theoretical Background   

14 
 

Moreover, the development of high-throughput small scale bioreactors offers the flexibility for 

a fast process development and to gain intensive process understanding keeping experimental 

costs low and parallelizing and automatizing the work [16–18]. However, the scalability of the 

established processes is still a key step towards successful manufacturing. Only a process 

that reaches production stage meets the patients´ needs and is economical convenient. The 

following chapter gives a detailed overview of the scalability of biopharmaceutical processes. 

2.2 Scalability of Upstream Manufacturing Processes 

The main goal of a biopharmaceutical process is to achieve a robust and economic process 

with a constant, reproducible and high product quality in production scale. To achieve the goal, 

the development process can be divided into three stages. In a first step, the process 

development takes place in a laboratory scale. Main targets at this scale are a fast screening 

of cell lines, process parameters and operation modes. After the establishment of a robust 

process, first tests in pilot plants do follow. The pilot plant enables to define optimal operating 

spaces and process conditions. However, clinical trials in phase I/II/III of the novel drug need 

several kg of product. Thus, a scale-up to larger bioreactors is necessary to achieve an 

approved biopharmaceutical. The final biopharmaceutical process is transferred to production 

scale. The product can be produced economically for commercial applications only in 

production scale [19]. However, scalability is not one directional. The scale-up from small to 

large scale is as important as the establishment of a suitable scale-down model [20]. Therefore, 

each bioreactor from laboratory scale until production scale plays an important role in the 

scalability. Figure 1 gives an overview of a single-use bioreactor family from small scale 

(0.15 L) to large scale (2000 L) systems.   

For all these steps, scalability between the different bioreactor sizes is essential. The product 

quality as well as cell productivity and the cellular physiological states need to be kept constant 

in all bioreactors. A scalable process symbolizes a good prediction of the process performance 

and a specification of operating conditions switching from one scale to the other [6, 21].  
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Figure 1 Overview of a single-use bioreactor family (0.15 L - 2000 L) of Sartorius Stedim Biotech GmbH. [22] 

When scaling up bioprocesses the geometry of the bioreactors can either be similar or non-

similar. Similarity of bioreactors describes the ratios between the main parts being responsible 

for the chemical and physical environment of the bioreactor, such as the ratio height over 

diameter or the impeller configurations. In bioreactors of different sizes that are geometrically 

scaled, all length dimensions are scaled proportionally to the bioreactors scale. However, the 

change of bioreactor size can influence and change the chemical and physiological 

environment for the cells inside the bioreactor leading to unfavorable cell reactions or product 

qualities. Table 1 gives an overview of important biological, chemical or physical factors that 

influence the scaling approaches of cell culture processes. Major effects of the bioreactor scale 

are detected on the oxygen gas transfer, the shear forces for the cells, the compression force, 

the heat transfer in the bioreactor and the CO2 removal [6].  

Table 1 Summary of different factors that influence the scalability of mammalian cell culture processes 

Biological factors Chemical factors Physical factors 

Contamination risk  Carbohydrate concentration Aeration 

Mutation probability Foam formation  Agitation  

Number of generations 

Pellet formation 

Medium quality  

Nitrogen concentration 

Back pressure 

Heat transfer 

Selection pressure pH control agents  Hydrostatic pressure 

 Product concentration  Medium sterilization 

 Redox potential Mixing 

 Water quality Tank configuration 

Temperature control 
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Several classical scaling factors are suggested to be kept constant during a scale-up of 

mammalian cell cultivations, such as mixing time, volumetric oxygen transfer coefficient (kLa), 

power input per unit volume of liquid (P/V), Impeller Reynolds number (Rei) and superficial gas 

velocity [9, 19, 23–25].  

A constant power input per unit volume of liquid is a frequently used scaling approach. The 

power input is dependent on the impeller power (P0) as described in the following equation 

(Eq. 1) [26].  

0 =   3 �5�         (1) 

NP is the Power number, N is the impeller speed, Di is the impeller diameter and p describes 

the fluid specific gravity. Keeping the power input per unit volume constant has several effects 

on other important process and bioreactor parameters. The agitation rate decreases with 

increasing scale. The impeller tip speed increases with an increase of the bioreactor scale. 

Mixing times increases with increased scales and the pumping capacity per volume decreases 

with increased scales [26]. 

The oxygen transfer rate (OTR) is another key aspect when scaling from one bioreactor to 

larger bioreactors. The OTR depends on the mass transfer coefficient (kLa) and the driving 

force (CO2∗ −  CO2), described in the following equation (Eq. 2). CO2∗  is the broth DO 

concentration at saturation and CO2is the measured broth DO concentration [27, 28]. �� = ��� 2∗ − 2     (2) 

Equation 2 indicates that high OTRs can be achieved with an increase in the mass transfer 

coefficient (kL), the interfacial area (a) or the driving force. Additionally, pure oxygen can be 

used to improve OTR. However, the sparging in the bioreactor influences the CO2 removal and 

therefore OTR changes need to be balanced based on the interaction of parameters [28].  
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To conclude, a bioreactor is a complex system and each parameter is connected and 

influenced by each other. Therefore, keeping all parameters constant during scale-up is difficult 

and many times compromises are needed.  

To understand the complexity of all parameters in the process, robust small scale models can 

offer big advantages. Therefore, in the last time the tendency in academia and industry led to 

miniaturized stirred tank reactors. Recently, bioreactors of sizes below 1 L working volume 

gained intensive interest for process development. The scalability between such small scale 

bioreactors and production bioreactors is a challenging task that needs to be investigated. In 

the following, recent scale-down and scale-up approaches will be further discussed.  

2.2.1 Scale-Down Approaches 

Early process development and characterization in biopharmaceutical manufacturing requires 

many experiments, leading to high development costs, resources and long development 

timelines. Recently, the interest in high-throughput small scale bioreactors increased 

significantly, because these bioreactors offer a solution to both development drawbacks: 

development costs and timelines. The highly parallel, single-use bioreactors with working 

volumes below 1 L enable fast process development and reduce the overall costs of 

experiments (e.g. applying DoE studies). 

Scale-down is far more than a simple reversion of the scale-up in biopharmaceutical 

manufacturing [21]. Scale-down models are not only advantageous for process development 

and characterization. Once a process reached pilot plants or production plants a robust small-

scale model can improve the process understanding, such as being a troubleshooting tool for 

root cause analysis of failures that occurred in large scale bioreactors. 

One system offering the possibility of developing robust small scale models of mammalian cell 

culture is the ambr® 250 bioreactor system. These highly-parallel, small scale bioreactors were 

selected in many novel studies to compare scale-up from laboratory scale to 1000 L 

bioreactors. The performance of the scale-down model was comparable in regard to process 



2 Theoretical Background   

18 
 

performance and product quality in fed-batch mammalian cell culture processes [29–33]. The 

ambr® 250 system offers advantages when used as scale-down model. The volume of the 

bioreactors is low (0.25 L), but important scalability factors can be considered already in the 

scale-down model. The bioreactor is geometrically similar to large systems and process 

parameters, such as pH, DO, stir speed and temperature can be individually controlled for 

each bioreactor [17]. 

However, the availability of data sets for the scalability between the high-throughput, small 

scale bioreactors compared to commercial bioreactor scales of 2000 L and higher is limited. 

Manahan et al. successfully demonstrated for the first time the ambr® 250 as a scale down 

model for two commercial CHO cell lines producing mAbs in bioreactors larger than 10,000 L 

[17]. 

As already mentioned, the industry moves towards continuous manufacturing and perfusion 

process. The development costs for such processes without a scale-down model are high. A 

small-scale system can significantly improve perfusion development and increase the 

possibilities. Especially in process development and cell line screening, small scale bioreactors 

reduce costs and resources. Sewell et al. demonstrated that the automated ambr® 15 system 

with bioreactor volumes below 0.015 L represents a profitable process development tool being 

used for pseudo-perfusion processes [18]. 

To conclude, a robust small-scale process enables fast development at low costs and 

resources. Therefore, the biopharma industry can provide new treatments and medicine faster 

to the patients and positively impact their life. The potential of high-throughput, single-use, 

small scale bioreactors will impact the future of biopharmaceutical manufacturing, even though 

still many challenges do exist when scaling from smaller volumes in process development to 

production scale. A lot more research on miniaturized systems is necessary and the limitations 

need to be carefully considered [21]. 
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2.2.2 Scale-Up Approaches 

Due to the limitations in the configuration and design of large scale bioreactors, three main 

scale-up strategies for mammalian cell culture are established: (1) Constant kLa and constant 

specific impeller pump rate; Geometric similarity (2) Constant kLa and constant maximum 

shear; Geometric similarity (3) Constant kLa, constant impeller tip speed and constant impeller 

pump rate [19, 34–36]. 

The three scale-up strategies match with the most important needs of the cell culture. The 

main critical factors for cell cultures are oxygen supply, mixing times and CO2 removal.  

The oxygen supply to a mammalian cell culture is a critical factor as the process is aerobic. 

However, a simple increase in power input is not possible as many mammalian cell lines are 

shear sensitive. The development and use of surfactants such as poloxamers reduced shear 

stress and bubble damage supporting scalability for mammalian cell cultures [36, 37]. 

Nevertheless, the agitation rate constrains the scale-up of cell culture processes.  

The relatively low agitation rates and power inputs impact another critical factor, the mixing 

time. Process parameters such as pH or nutrient levels can form gradients with insufficient 

mixing in large scale bioreactors [36, 38].    

Xhu et al. experienced variations in cell growth, viability and productivity during their scale-up 

study with an increasing partial pressure of CO2 (pCO2) in large scale bioreactors [39]. In an 

extended scale-up study of the same group a 5000 L bioreactor was characterized resulting in 

longer mixing times, lower oxygen transfer and lower pCO2 removal rates for the large scale 

bioreactor [36]. The study revealed that an increase in bottom air sparging was more efficient 

than an increase in the power input in regard to oxygen transfer and pCO2 removal rates.  

Brunner et al. demonstrated in their scale-up studies that pH, DO and pCO2 variations have a 

strong impact on cell growth and productivity [40]. Moreover, this study revealed that pH and 

pCO2 interactions impact the product quality.   
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To conclude, for scalability of CHO cell cultures the deep understanding of how cell metabolism 

and productivity respond to process parameters variations is essential. Process scale-up can 

favor unwanted changes in the chemical environment of the cells such as pH variations that 

leads to changes in the cell productivity or product quality [36, 40–42]. To reduce the risk of 

failures during process scale-up advanced online monitoring and control tools need to be 

available and comparable in all bioreactor scales.  

Therefore, besides the classical scaling factors, PAT enables a deep understanding on how 

scale translations affect the process. Thus, PAT tools can improve the scalability between 

different bioreactor sizes. The following chapter provides a detailed description of PAT tools. 

2.3 Process Analytical Technology 

The International Conference on Harmonization (ICH) launched the ICH Q8 guideline in 2004 

including the QbD initiative to improve and sustain high quality in the development of 

pharmaceutical products [43]. The QbD guideline supports systematic approaches including 

continuous risk assessments, the identification of product attributes that are of significant 

importance to the product’s safety and establishment of robust control strategies to ensure 

consistent process and product performance [44]. Main goal of the QbD approach is to monitor 

and control Critical Process Parameters (CPPs) that influence Critical Quality Attributes 

(CQAs) of the pharmaceutical product to prevent variations in the CQAs. QbD implementation 

leads to a well-controlled manufacturing process within a pre-defined design space avoiding 

the detection of critical deviations after completion of the production processes. 

PAT is a toolbox that facilitates the process control aspect of QbD. The FDA launched the PAT 

initiative in the same year as the QbD guideline. PAT tools enable the establishment of 

consistent process performance, process control strategies and high product quality by 

monitoring and controlling CPPs in the complete life cycle of a manufacturing process [45–47]. 
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The PAT toolbox consists of many different parts that can be applied to a pharmaceutical 

process including software tools (e.g. Design of Experiments or Multivariate Data Analysis) or 

advanced process analyzers for online monitoring (e.g. Capacitance measurement).  

PAT tools cover different steps from designing experiments, analyzing the process, monitoring 

CPPs and finally online control to achieve a robust, reliable and consistent process 

performance from cell line development until fill and finish of the product. The advantages of 

PAT tools are obvious: enhanced process understanding, improved product yields, prevention 

of process failures, cost savings and the possibility for real-time release of products [48–51]. 

For chemical processes PAT is commonly applied and already integrated into FDA approved 

processes including real time releases [52]. However, the integration of PAT tools into 

biopharmaceutical processes is a challenging topic. Besides the sterility and integration of 

inline, online and at-line sensors into complex bioreactors, the transition to single-use systems 

and the scalability through all bioreactor systems represent demanding tasks for the industry. 

A biopharmaceutical upstream process with mammalian cells consists of many different 

reactions, production and consumption of several nutrients at the same time and the cell and 

its metabolism is still partially seen as a black box [44, 52]. Because of these challenges and 

the complexity of protein production, PAT tools and their integration are crucial to move from 

a black box towards a well-controlled process. 

In the last years, many attempts have been done to integrate different PAT tools into 

biopharmaceutical processes. Rowland-Jones et al. demonstrated in a powerful way how DoE 

can lead to a fast and efficient approach to create a design space in cell line screening and 

compare different PAT tools for online monitoring of nutrients such as ammonia, glucose and 

lactate in small scale systems [53]. Within the three selected PAT tools Near-Infrared (NIR), 

2D-Fluorescence and Raman spectroscopy the Raman spectroscopy offered best results in 

the investigated CHO process.  

Raman spectroscopy was successfully tested in many other applications including large scale 

bioreactors or downstream processing [54–59].  
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Furthermore, NIR, 2D-Fluorescence and other PAT tools such as online High Performance 

Liquid Chromatography, at-line Fluorescent Activated Cell Sorting or soft sensors were 

investigated for online monitoring of CPPs in a variety of production processes [52, 60–64]. 

Recently, Moore et al. reported for the first time the integration of a capacitance sensor into a 

commercial mammalian cell culture process being implemented as online tool to control seed 

train inoculations or feeding rates [65]. Capacitance sensors are preferred tools and frequently 

used to monitor online biomass related changes in the cell broth [66–72]. Key benefits are their 

easy integration into the sterile setup of a bioreactor and relatively low implementation costs 

[65, 73, 74].  

Even though the PAT initiative was published 2004 and many work has been done already, 

the integration of PAT tools into industrial processes remains a big challenge and more 

research to achieve standardized and reliable solutions is needed.  

2.3.1 Design of Experiments 

In the beginning of every new process development the question arises on what the optimum 

conditions look like and how they can be found. The number of process settings can easily 

exceed three process factor combinations when looking at complex processes, such as 

mammalian cell cultivation for mAb production: the cell line, medium and feed medium or 

process conditions, such as temperature, DO or pH are some examples that need to be 

considered at defined process development steps. Many times the best combination of 

process factors, that achieves a high product yield, is not sufficient. Other requirements might 

include establishing a process with the lowest possible costs and high product quality with 

short production times.  

The QbD approach aims at defining an optimal normal operating space within a defined design 

space of a manufacturing process. Figure 2A illustrates the understanding of a design space. 

A design space is a well-understood process range within the investigated knowledge space. 
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After the definition of the design space, the process can be performed in a controlled space 

within the design space.  

In mammalian cell culture processes univariate analysis of each parameter is complex and 

demanding with the requirement of a large number of experiments. Development times and 

costs do not allow for such approaches to identify the optimal design space. DoE however, 

aims at keeping the experimental work as low as possible and increases the understanding of 

the process response and data at the same time. The selection of characteristic parameter 

combinations, application of mathematical modelling and statistical methodologies optimize 

the process to move from the knowledge space towards the design space in a systematic way 

[75]. Therefore, DoE applications can be used as powerful tools to save costs, resources and 

time, while gaining deep information about the process.  

There are three different basic problems where DoE is commonly applied: Screening, 

optimizing and robustness testing [76]. The purpose of screening DoEs is to identify most 

influential parameters within the investigated process. Moreover, screening DoEs analyze the 

knowledge space and give indications about the parameter ranges that are applicable to the 

process. In early process development of pharmaceutical manufacturing a screening DoE can 

be used to screen for different media components, the ratio between each components and 

the right feeding times of the nutrients to maximize product yield and quality [77–80]. After 

screening an optimization DoE is commonly applied to find the optimum within the design 

space based on previously determined responses and CQAs. In many complex cases the 

optimum is defined by a compromise that maximizes the outcome while considering all 

parameters and response factors. In a mammalian cell culture process an optimization DoE 

can be applied to optimize bioreactor settings such as pH, temperature or DO set points [40, 

81, 82]. The last step of a DoE investigation consists of robustness trials that demonstrate the 

ruggedness of the process towards expected inevitable parameter variations at the chosen set 

points inside the design space under which the process results in CQAs within acceptable 
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ranges. Questions in regards to product specification and reproducibility of the results are 

covered within robustness trials. 

The DoE design depends on the scope of the experiments and the amount of investigated 

parameters. However, the amount of experiments needed and information received by the 

DoE strongly depends on the selected DoE design. Commonly used designs (full factorial, 

fractional factorial and composite designs) are summarized in Figure 2B [75, 76, 83, 84]. 

 

Figure 2 A Schematic description of the definition for knowledge space, design space and control space/normal 
operating space. B Selected DoE designs for 2 or 3 factors. 

In the last years, DoE became the method of choice to improve process understanding and 

speed up development processes in academia as well as in industry. Therefore, many 

examples of DoE applications, especially in biopharma, can be found in the literature [85–90].  

2.3.2 Multivariate Data Analysis 
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The complexity of data generated during a biopharmaceutical process is continuously 

increasing. High-throughput, automated small scale bioreactors, the implementation of DoEs 

and integration of PAT tools into each process intensify the need for systematic and 

multivariate analysis of the available data sets to separate and understand overlapping effects 

and parameter relations. Improved process knowledge cannot be acquired by univariate data 

analysis. MVDA is a proposed key method to accomplish the PAT and QbD guidelines in 

pharma processes by reducing and classifying the data and separating important information 

from noise [91]. MVDA allows for a detailed process understanding and delivers relevant and 

crucial process information by analyzing large data sets and enabling easy interpretation of 

complex parameter relationships [45, 46].  

Traditional MVDA methods were used for a diverse range of problem statements in varying 

industries. The methods include multiple linear regression, linear discriminant analysis, 

canonical correlation or factor analysis [92, 93]. These methods were applied to independent 

and conditioned variables. Pharmaceutical processes are complex and variables might be 

driven by a few inherent and latent variables compared to the overall number of observed 

variables. One simple approach to overcome these challenges within pharmaceutical 

processes is the implementation of MVDA projection methods such as Principle Component 

Analysis (PCA) and Partial Least Squares projections to latent structures (PLS). Both 

approaches aim at reducing the number of variables in a k-dimensional space down to a lower-

dimensional space or hyper-plane [93].  

One basic method behind MVDA is PCA [93–96]. As described in Figure 3A, for PCA the 

experimental data is summarized in a matrix consisting of K variables and N observations.  

The variables represent the data from a pharmaceutical manufacturing process, such as data 

from pH and temperature sensors, chromatographic methods or spectroscopic PAT tools (e.g. 

Raman, NIR or capacitance frequency scanning) [59, 91, 97].  

PCA reduces the dimensionality of the data set by integrating lines, planes and hyperplanes 

in the K-dimensional space and applying the least square approximation while keeping as 
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much information as possible about the variation of the data. Therefore, the original data set 

is transferred into a set of uncorrelated variables, the Principle Components (PCs). Figure 3 B 

demonstrates the principle of establishing PCs with the least square approach. Commonly, 

PC1 describes the largest variation of the data set. Each following PC is orthogonal to the 

existing PCs until the amount of PCs is sufficient to describe the variation in the complete data 

set. The coordinate value along the PC-line generated by the projection of an observation onto 

the PC-line is defined as score. The PCA approach can reveal groups of observations, trends, 

and outliers and defines relationships between observations and variables [92, 93].  

 

Figure 3 A Overview of data matrix for MVDA analysis. B Determination of the first and second principle component 
(PC) in a coordinate system using the least square approach. Each data point is defined as observation. The 
coordinate value along the PC-line generated by the projection of an observation onto the PC-line is defined as 
score. Based on the PCs a new reduced coordinate system is defined.   

One drawback of PCA is that the method reduces unsupervised the dimensions in the 

variables. In contrast to PCA, PLS offers the possibility to link the information of two data 

matrices by a linear multivariate model, where one matrix is assigned to the variables (also 

called predictors) and the other matrix belongs to the responses. Thus, PLS enables analysis 

of collinear or even incomplete variables in both matrices and can be seen as a regression 
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method to model the association between the predictors’ matrix and the response matrix [93, 

98].  

MVDA is frequently used in biopharmaceutical manufacturing to increase process 

understanding and knowledge [44, 46, 99–101]. Moreover, MVDA enables online monitoring 

and control of process responses (e.g. CPPs) based on selected variables, such as 

spectroscopic sensor data [63, 64, 74, 97].  
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3 Results and Discussion 

This doctoral thesis can be separated into three different parts that are closely linked to each 

other. Each part was published separately in a peer-reviewed journal. 

The first publication named “A protocol to transfer a fed-batch platform process into semi-

perfusion mode: The benefit of automated small scale bioreactors compared to shake flasks 

as scale-down model” focuses on process intensification. Process intensification and 

continuous manufacturing are upcoming trends in biopharmaceutical manufacturing. Due to 

the increasing number of new biopharmaceuticals and a high pressure for low cost 

manufacturing, the industry is moving towards development of high yielding processes with 

consistent product quality. To achieve the ambitious goals PAT tools and small scale 

bioreactors are crucial.  

The publication demonstrates how DoE as a PAT tool enables a powerful and fast 

development of a semi-perfusion process based on an established fed-batch process platform. 

Therefore, the method can be used to transfer existing process platforms to intensified 

processes with significant increase in product yield while keeping the same process timelines. 

A simple increase in nutrient supply was beneficial for high cell counts as long as the medium 

composition did not exceed the physiological limits of the cells (e.g. high osmolality). Finally, 

the new established semi-perfusion process was transferred to an automated, high-throughput 

bioreactor system. The proof of concept in the miniaturized bioreactor empowers future 

development in a controlled bioreactor environment speeding up timelines, reducing costs and 

enabling deep process understanding for easy scale-up. 

The development of intensified mammalian cell culture processes reveals once again the 

importance of VCC as a process attribute. VCCs can be used for automation and control of 

perfusion processes, such as automated bleed or perfusion rates based on the online 

information about the cell growth. However, VCCs are still measured offline. 
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Therefore, the second part of the doctoral thesis focuses on the scale-independent 

development of a PAT tool for online monitoring of biomass related changes in cell culture.  

The publication “Monitoring online biomass with a capacitance sensor during scale-up of 

industrially relevant CHO cell culture fed-batch processes in single-use bioreactors” uses the 

capacitance measurement principle to correlate the permittivity signal with important biomass 

parameters: The Wet Cell Weight (WCW), the Viable Cell Volume (VCV) and the VCC. For 

method development an established and well-defined, industrial fed-batch process is used. 

The principle of capacitance sensors can be found in various literature under different names, 

such as radio frequency impedance, bio-capacitance, dielectric spectroscopy or multi-

frequency permittivity [73, 81, 97, 102–104]. A compact overview on the methodology used in 

this thesis is given in Carvell et al. [69].  

The principle behind capacitance sensors is the application of an electrical alternating current 

in the ionic cell solution. The ions in the highly conducting cellular cytoplasm move in the 

direction of the electrical field towards the non-conducting cellular membrane where their 

movement is limited. Thus, a charge separation within the cells take place and the cells 

polarize [69]. As a result, the measured capacitance is dependent on the polarizability of the 

cells that is linked to the cell properties. 

A capacitance sensor supplies information about the physical properties capacitance and 

conductivity of the sensor electrodes in interaction with the cell suspension. The capacitance 

and conductivity are frequency dependent and need to be combined with the cell constant of 

the sensor, taking the electrode geometry into account, to give information about the dielectric 

properties of the cells. Thus, the capacitance component of the sensor provides the permittivity 

signal of the cell suspension [105, 106]. 

As a result of the capacitance measurement principle, dead cells and other impurities in the 

cell broth are not polarizable as they have no intact cell membrane [69, 107]. Therefore, they 
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do not influence the measurement and the difference in permittivity can be correlated to viable 

biomass related changes.  

The second publication demonstrates scale-independency of the capacitance measurement 

principle in single-use bioreactors ranging from 50 L scale up to 2000 L bioreactor volume. The 

method is investigated for two different industrial fed-batch processes. As expected from the 

literature, the method is successful for WCW and VCV in both processes. However, the VCC 

correlation is limited to the exponential growth phase. As soon as a significant cell diameter 

change occurred, the correlation to VCC is not given with single-frequency measurements 

anymore. 

The polarizability of the cells is frequency dependent. Depending on the selected frequencies, 

the cells can either according to a given excitation completely polarize (leading to high 

permittivity) or the cell polarization is incomplete with increasing frequency (resulting in a 

decrease of permittivity). This phenomenon is described as ß-dispersion curve in literature 

[69]. Thus, measuring permittivity at one frequency leads to a cell diameter dependency. 

Changes in permittivity can result from changes in cell counts as well as constant cell counts 

with changes in cell diameters. 

To overcome the challenge of single-frequency measurements first attempts to measure 

permittivity at multiple frequencies in combination with mathematic modelling were applied in 

the recent past to online monitor VCCs [66, 74]. 

The third publication “Multivariate data analysis of capacitance frequency scanning for online 

monitoring of viable cell concentrations in small scale bioreactors” uses a method to combine 

MVDA analysis of frequency scanning data to correlate and predict online VCCs. The method 

is applied to one of the previous used industrial fed-batch processes. The MVDA model, 

including all frequencies, leads to a successful correlation and prediction of the VCC 

throughout the complete cultivation time. Moreover, the method development is done in a small 

scale bioreactor enabling fast and economic development timelines. The publication 

demonstrates once again the importance and benefits of suitable scale-down models in 
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combination with PAT tools. To conclude, the presented method on frequency scanning in 

combination with MVDA enables online monitoring of the important process attribute VCC. The 

method is proposed to be used as process control tool leading to improved process 

understanding and consistent process performance. 
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3.1 A protocol to transfer a fed-batch platform process into semi-perfusion mode: The 

benefit of automated small scale bioreactors compared to shake flasks as scale-down 

model (Biotechnology Progress, 2018) 

 

Figure 4 Graphical abstract of “A protocol to transfer a fed-batch platform process into semi-perfusion mode: The 
benefit of automated small scale bioreactors compared to shake flasks as scale-down model”. [22] 

 

Nowadays, the need for fast pharmaceutical development with high product yield and quality 

is increasing constantly. The following section focuses on process intensification to achieve a 

product yield increase within the same process time and by keeping the original equipment. 

Goal of the work was to develop in a short timeframe a semi-perfusion CHO process based on 

an existing conventional fed-batch process, increasing the product titer significantly, while 

keeping a healthy cell culture with end viabilities above 70%.  

The first step towards a semi-perfusion process was to identify the optimal medium 

composition based on the process medium and feeds of the conventional fed-batch. A DoE 

approach in shake-flasks enabled a fast medium screening with a low number of experiments. 

The optimal basic medium formulation consisted of 91.2% process medium, 8% feed medium 

A and 0.8% feed medium B. After the DoE identified the optimal medium composition for the 

semi-perfusion process, the glucose concentration was investigated and optimized. To deliver 

best nutrient supply to the high VCCs in the culture a glucose spike to keep the concentration 

above 2 g/L was implemented. Additionally, the cell bleed was investigated as it relates to the 

cell specific perfusion rate that influences the viability of the cell culture. The final semi-

perfusion process design was fixed to a cell bleed to 20 million cells/mL, a glucose spike to 
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keep the concentration above 2 g/L and the medium formulation revealed from the DoE 

studies. The cumulative mAb titer was successfully increased to 10 g/L being threefold higher 

compared to the conventional fed-batch process. 

The optimized semi-perfusion process was transferred from shake-flask to an automated, 

small scale bioreactor system offering a controlled bioreactor environment for important 

process parameters, such as pH or DO. In the small scale bioreactor the best overall result for 

the cell specific productivity (38.9 pg/(cell*day)) in contrast to semi-perfusion shake flasks 

(36.0 pg/(cell*day)) and the fed-batch process (24.2 pg/(cell*day)) was achieved. The 

microscale bioreactor represents a powerful scale-down system enabling early process 

development in controlled bioreactor environments. Thus, the media screening and process 

development takes place in an environment similar to the final production bioreactors. The 

presented method can be used for process intensification, saving costs and reducing the 

footprint of biopharmaceutical production plants. 
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3.2 Monitoring online biomass with a capacitance sensor during scale-up of industrially 

relevant CHO cell culture fed-batch processes in single-use bioreactors (Bioprocess and 

Biosystems Engineering, 2019) 

 

Figure 5 Graphical abstract of "Monitoring online biomass with a capacitance sensor during scale-up of industrially 
relevant CHO cell culture fed-batch processes in single-use bioreactors". [22] 

 

VCC is an important process attribute in all mammalian cell culture processes. The previous 

section demonstrated the great potential of process intensification leading to high product 

yields. Perfusion processes require a high degree of process understanding and automation. 

Online monitoring of VCCs can be used for cell bleed adaption or for perfusion rate automation. 

However, VCC is still measured offline limiting the opportunities for the further development 

and automation of the semi-perfusion process. The offline sample for VCC reveals additional 

drawbacks, such as low temporal resolution or high contamination risks due to interaction of 

the operator with the bioreactor. Therefore, this section focuses on the establishment of a PAT 

tool to monitor online VCCs. The method development required a scale-independent method 

for single-use bioreactors that can be applied to all different process types. Thus, a capacitance 

sensor operated in single-frequency mode was investigated to provide online information about 
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biomass related changes. For the proof of concept a well-established fed-batch platform was 

used and performed in all available single-use bioreactors from 50 L up to 2000 L. The 

permittivity signal was correlated to selected parameters (WCW, VCV and VCC) and a linear 

regression model served the online prediction of the parameters. The proof of concept was 

repeated with a second industrial relevant fed-batch process to give an indication about the 

method transferability.  

The linear regression model based on the inline capacitance sensor successfully monitored 

the WCW with a coefficient of determinations of 0.79 for Process A and 0.99 for Process B. 

The VCV correlated best to the permittivity signal with high coefficients of determination of 0.96 

(Process A) and 0.98 (Process B), respectively. However, the linear correlation between 

permittivity and VCC was only valid for the exponential growth phase. In agreement with 

literature results the regression model excluded values after the peak cell concentration. The 

linear regression for the exponential growth phase was successful for all cultivations with high 

coefficients of determination of 0.99 (Process A) and 0.96 (Process B), respectively. 

For all investigated parameters and in both fed-batch processes, no influence of the bioreactor 

size was observed. Therefore, scale-independency of the method was demonstrated offering 

a deep process understanding during future scale-up or scale-down. The presented method 

enables process control and online monitoring of important process parameters.  
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3.3 Multivariate data analysis of capacitance frequency scanning for online monitoring 

of viable cell concentrations in small scale bioreactors (Analytical and Bioanalytical 

Chemistry, 2019) 

 

Figure 6 Graphical abstract of "Multivariate data analysis of capacitance frequency scanning for online monitoring 
of viable cell concentrations in small scale bioreactors". 

 

The previous two sections successfully described how the combination of PAT tools and small 

and large scale models lead to process intensification and improved process understanding. 

After identification of VCC as an important process attribute for mammalian cell culture process 

(especially in perfusion processes), the capacitance sensor was evaluated and successfully 

implemented as a scale-independent tool for online monitoring of biomass related changes. 

However, a drawback of the single-frequency measurement method did not allow for a VCC 

prediction over the complete process time. Therefore, this section presents a novel 

methodology to optimize capacitance sensors applying frequency scanning and mathematic-

statistic modelling for online VCC monitoring.  

In this section, several standard fed-batch cultivations served as training set to develop a 

MVDA model that predicts the VCC from the frequency scan of the capacitance sensor with 

25 different frequencies. The MVDA model successfully enabled a VCC prediction throughout 

the complete cultivation time with relative errors ranging from 5.5% to 11%, which fulfils the 

acceptance criterion based on the offline reference method accuracy (approximately 10% 
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relative error). The prediction capabilities for VCC strongly improved with the MVDA model 

compared to single-frequency results (16% to 23% relative error). 

After the VCC MVDA model was established with standard fed-batch cultivations, robustness 

trials were conducted to investigate the model´s predictive ability under challenging conditions. 

The selected process deviations consisted of dilution steps in a first experiment and feed 

variations in a second robustness trial. All process deviations were detected immediately in 

the online prediction of the VCC with relative errors between 6.7% and 13.2%. The online VCC 

monitoring led to superior process information compared to the conventional offline reference 

method. A batch evolution model detected the feed variation immediately, whereas the 

corresponding offline reference did not reveal clear changes compared to the standard fed-

batches. 

The method development in a suitable scale-down model (single-use bioreactor with a volume 

of 0.25 L) was fast and economic including a sufficient amount of cultivations for a robust 

MVDA VCC model.  

To summarize, the combination of an inline PAT sensor, frequency scanning and MVDA in the 

mammalian CHO fed-batch culture enables online VCC prediction over a complete cultivation 

time being a major process attribute for future monitoring and control strategies. 
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4 Summary and Outlook 

Modern biopharmaceutical manufacturing aims at intensifying and automating mammalian cell 

culture processes in single-use facilities to reduce costs, increase product safety and deliver 

high flexibility in the facility.  

Scalability and online monitoring or control by PAT tools are crucial factors for fast and 

economic process development and deep process understanding. The implementation of PAT 

tools in all available bioreactor scales, starting from scale-down models up to production 

scales, enable advanced process monitoring, control and automation. Thus, PAT tools lead to 

consistent and high product quality following the QbD requirements of the FDA.  

The presented work focused on demonstrating the benefits of PAT tools in different single-use 

bioreactor scales to fulfill the industries’ needs for process intensification and automation. The 

application of DoE studies in high-throughput, small scale bioreactors enabled rapid process 

development of a semi-perfusion process with increased product yield. The presented method 

is a powerful tool that can be used to intensify existing fed-batch process platforms in future 

as well as to develop new perfusion processes. 

To further automate the presented cell culture processes a capacitance sensor was 

successfully investigated as online monitoring tool for biomass related changes (WCW, VCV, 

VCC) in single-use bioreactor volumes from 50 L up to 2000 L. Especially, the process attribute 

VCC requires a continuous measurement principle that can be used for automation, e.g. 

feeding rates in perfusion or fed-batch processes. However, VCC prediction was limited to the 

exponential growth phase with the single-frequency measurement mode of the capacitance 

sensor.  

Thus, the capacitance sensor was used in frequency scanning mode and the application of 

MVDA to the frequency scan optimized the online prediction of VCCs with great success. The 

MVDA model development was performed in single-use, small scale bioreactors resulting in a 

fast and low cost method development. The novel method can provide extensive process 



4 Summary and Outlook   

78 
 

understanding and lead to powerful control strategies. As a future step, the transferability of 

the developed VCC MVDA model to larger bioreactor scales should be investigated.  

This work demonstrates that the combination of PAT tools and single-use bioreactors can 

positively impact the process development and understanding. The application range of the 

tools developed in this work is broad. First results of applying the tools in the process 

automation were recently presented at an international conference (ESACT 2019, Poster 

Matuszczyk et al.). A capacitance sensor that monitored online the VCC in the pre-culture, 

performed automated the inoculation of an n-stage bioreactor. The automation led to reduced 

operator handling and less contamination risks. However, further work is required in future to 

automate mammalian cell culture processes with the help of PAT tools. The establishment of 

autonomous production facilities with complete online monitoring and control remains an 

ongoing task. Future work of high interest is to develop a connected and automated cell culture 

process from cell thaw until downstream processing using the developed online PAT tools. 

Multi-parallel bioreactors with implemented PAT tools as small scale models can support fast 

troubleshooting and enable advanced understanding of process parameter interactions and 

their impact on product quality. The developed tools can be adopted and transferred to FDA 

approved biopharmaceutical manufacturing. Small scale systems and easy scale-up 

significantly reduce development timelines of new drugs resulting in faster clinical trials and 

finally faster access for patients to new pharmaceuticals. 

Even though the final implementation of these tools into FDA approved biopharmaceutical 

processes remains a challenge and regulatory work is needed, the high potential of these 

methods is driving the industry forward. This PhD thesis contributes to implement online control 

tools into mammalian cell culture processes that lead to autonomous laboratories of the future. 

The reduction of operator interaction in biopharmaceutical processes can significantly 

decrease the risk of failures in productions and increase a consistent product quality.



5 References   

79 
 

5 References 

 
1. Hanack K, Messerschmidt K, Listek M (2016) Antibodies and Selection of Monoclonal 

Antibodies. Adv Exp Med Biol 917: 11–22. doi: 10.1007/978-3-319-32805-8_2 
2. Singh S, Kumar NK, Dwiwedi P, Charan J, Kaur R, Sidhu P, Chugh VK (2018) 

Monoclonal Antibodies: A Review. Curr Clin Pharmacol 13(2): 85–99. doi: 
10.2174/1574884712666170809124728 

3. Tabll A, Abbas AT, El-Kafrawy S, Wahid A (2015) Monoclonal antibodies: Principles and 
applications of immmunodiagnosis and immunotherapy for hepatitis C virus. World J 
Hepatol 7(22): 2369–2383. doi: 10.4254/wjh.v7.i22.2369 

4. Ehret J, Zimmermann M, Eichhorn T, Zimmer A (2019) Impact of cell culture media 
additives on IgG glycosylation produced in Chinese hamster ovary cells. Biotechnol 
Bioeng 116(4): 816–830. doi: 10.1002/bit.26904 

5. Jefferis R (2005) Glycosylation of recombinant antibody therapeutics. Biotechnol Prog 
21(1): 11–16. doi: 10.1021/bp040016j 

6. Hu W-S, Zhou W (2012) Cell culture bioprocess engineering. University; Amazon 
Distribution, Minnesota, Minn., Leipzig 

7. Dumont J, Euwart D, Mei B, Estes S, Kshirsagar R (2016) Human cell lines for 
biopharmaceutical manufacturing: History, status, and future perspectives. Crit Rev 
Biotechnol 36(6): 1110–1122. doi: 10.3109/07388551.2015.1084266 

8. Estes S, Melville M (2014) Mammalian cell line developments in speed and efficiency. 
Adv Biochem Eng Biotechnol 139: 11–33. doi: 10.1007/10_2013_260 

9. Chmiel H, Takors R, Weuster-Botz D (eds) (2018) Bioprozesstechnik, 4. Auflage. 
Springer Spektrum, Berlin 

10. Yang WC, Minkler DF, Kshirsagar R, Ryll T, Huang Y-M (2016) Concentrated fed-batch 
cell culture increases manufacturing capacity without additional volumetric capacity. J 
Biotechnol 217: 1–11. doi: 10.1016/j.jbiotec.2015.10.009. 

11. Pollock J, Ho SV, Farid SS (2013) Fed-batch and perfusion culture processes: 
Economic, environmental, and operational feasibility under uncertainty. Biotechnol 
Bioeng 110(1): 206–219. doi: 10.1002/bit.24608. 

12. Konstantinov KB, Cooney CL (2015) White Paper on Continuous Bioprocessing May 
20–21 2014 Continuous Manufacturing Symposium. Journal of Pharmaceutical 
Sciences 104(3): 813–820. doi: 10.1002/jps.24268 

13. Eibl R, Abreu Gd (2009) Disposable bioreactors. Advances in biochemical engineering, 
biotechnology, vol 115. Springer, Heidelberg 

14. Eibl R, Kaiser S, Lombriser R, Eibl D (2010) Disposable bioreactors: The current state-
of-the-art and recommended applications in biotechnology. Appl Microbiol Biotechnol 
86(1): 41–49. doi: 10.1007/s00253-009-2422-9 

15. Shukla AA, Gottschalk U (2013) Single-use disposable technologies for 
biopharmaceutical manufacturing. Trends Biotechnol 31(3): 147–154. doi: 
10.1016/j.tibtech.2012.10.004 

16. Amanullah A, Otero JM, Mikola M, Hsu A, Zhang J, Aunins J, Schreyer HB, Hope JA, 
Russo AP (2010) Novel micro-bioreactor high throughput technology for cell culture 
process development: Reproducibility and scalability assessment of fed-batch CHO 
cultures. Biotechnol Bioeng 106(1): 57–67. doi: 10.1002/bit.22664 

17. Manahan M, Nelson M, Cacciatore JJ, Weng J, Xu S, Pollard J (2019) Scale-down 
model qualification of ambr® 250 high-throughput mini-bioreactor system for two 
commercial-scale mAb processes. Biotechnol Prog: e2870. doi: 10.1002/btpr.2870 

18. Sewell DJ, Turner R, Field R, Holmes W, Pradhan R, Spencer C, Oliver SG, Slater NK, 
Dikicioglu D (2019) Enhancing the functionality of a microscale bioreactor system as an 



5 References   

80 
 

industrial process development tool for mammalian perfusion culture. Biotechnol Bioeng 
116(6): 1315–1325. doi: 10.1002/bit.26946 

19. Ju L-K, Chase GG (1992) Improved scale-up strategies of bioreactors. Bioprocess Eng. 
8(1-2): 49–53. doi: 10.1007/BF00369263 

20. Willoughby N (2006) Scaling up by thinking small: A perspective on the use of scale-
down techniques in process design. J. Chem. Technol. Biotechnol. 81(12): 1849–1851. 
doi: 10.1002/jctb.1617 

21. Tajsoleiman T, Mears L, Krühne U, Gernaey KV, Cornelissen S (2019) An Industrial 
Perspective on Scale-Down Challenges Using Miniaturized Bioreactors. Trends 
Biotechnol 37(7): 697–706. doi: 10.1016/j.tibtech.2019.01.002 

22. Marketing Material from Sartorius Stedim Biotech GmbH (2019) Pictures 
23. Hubbard DW (1987) Scaleup strategies for bioreactors containing non-Newtonian 

broths. Ann N Y Acad Sci 506: 600–607. doi: 10.1111/j.1749-6632.1987.tb23854.x 
24. (2001) Fluid Mixing in Reactors. In: Modeling of Chemical Kinetics and Reactor Design. 

Elsevier, pp 552–662 
25. Garcia-Ochoa F, Gomez E (2009) Bioreactor scale-up and oxygen transfer rate in 

microbial processes: An overview. Biotechnol Adv 27(2): 153–176. doi: 
10.1016/j.biotechadv.2008.10.006 

26. Hu W-S (ed) (2017) Engineering Principles in Biotechnology. John Wiley & Sons, Ltd, 
Chichester, UK 

27. Junker BH (2004) Scale-up methodologies for Escherichia coli and yeast fermentation 
processes. Journal of Bioscience and Bioengineering 97(6): 347–364. doi: 
10.1016/S1389-1723(04)70218-2 

28. Ozturk SS, Hu W-S (eds) (2005) Cell culture technology for pharmaceutical and cell-
based therapies. Biotechnology and bioprocessing series, vol 30. Taylor & Francis, 
Boca Raton 

29. Bareither R, Bargh N, Oakeshott R, Watts K, Pollard D (2013) Automated disposable 
small scale reactor for high throughput bioprocess development: A proof of concept 
study. Biotechnol Bioeng 110(12): 3126–3138. doi: 10.1002/bit.24978 

30. Janakiraman V, Kwiatkowski C, Kshirsagar R, Ryll T, Huang Y-M (2015) Application of 
high-throughput mini-bioreactor system for systematic scale-down modeling, process 
characterization, and control strategy development. Biotechnol Prog 31(6): 1623–1632. 
doi: 10.1002/btpr.2162 

31. Moses S, Manahan M, Ambrogelly A, Ling WLW (2012) Assessment of 
AMBR&lt;sup&gt;TM&lt;/sup&gt; as a model for high-throughput cell culture process 
development strategy. ABB 03(07): 918–927. doi: 10.4236/abb.2012.37113 

32. Tai M, Ly A, Leung I, Nayar G (2015) Efficient high-throughput biological process 
characterization: Definitive screening design with the ambr250 bioreactor system. 
Biotechnol Prog 31(5): 1388–1395. doi: 10.1002/btpr.2142 

33. Xu P, Clark C, Ryder T, Sparks C, Zhou J, Wang M, Russell R, Scott C (2017) 
Characterization of TAP Ambr 250 disposable bioreactors, as a reliable scale-down 
model for biologics process development. Biotechnol Prog 33(2): 478–489. doi: 
10.1002/btpr.2417 

34. Chisti Y (1993) Animal cell culture in stirred bioreactors: Observations on scale-up. 
Bioprocess Eng. 9(5): 191–196. doi: 10.1007/BF00369402 

35. Varley J, Birch J (1999) Reactor design for large scale suspension animal cell culture. 
Cytotechnology 29(3): 177–205. doi: 10.1023/A:1008008021481 

36. Xing Z, Kenty BM, Li ZJ, Lee SS (2009) Scale-up analysis for a CHO cell culture 
process in large-scale bioreactors. Biotechnol Bioeng 103(4): 733–746. doi: 
10.1002/bit.22287 



5 References   

81 
 

37. Meier SJ, Hatton TA, Wang DIC (1999) Cell death from bursting bubbles: Role of cell 
attachment to rising bubbles in sparged reactors. Biotechnol Bioeng 62(4): 468–478. 
doi: 10.1002/(SICI)1097-0290(19990220)62:4<468:AID-BIT10>3.0.CO;2-N 

38. Bylund F, Collet E, Enfors S-O, Larsson G (1998) Substrate gradient formation in the 
large-scale bioreactor lowers cell yield and increases by-product formation. Bioprocess 
Eng. 18(3): 171. doi: 10.1007/s004490050427 

39. Zhu MM, Goyal A, Rank DL, Gupta SK, Vanden Boom T, Lee SS (2005) Effects of 
elevated pCO2 and osmolality on growth of CHO cells and production of antibody-fusion 
protein B1: A case study. Biotechnol Prog 21(1): 70–77. doi: 10.1021/bp049815s 

40. Brunner M, Fricke J, Kroll P, Herwig C (2017) Investigation of the interactions of critical 
scale-up parameters (pH, pO2 and pCO2) on CHO batch performance and critical 
quality attributes. Bioprocess Biosyst Eng 40(2): 251–263. doi: 10.1007/s00449-016-
1693-7 

41. Lara AR, Galindo E, Ramírez OT, Palomares LA (2006) Living With Heterogeneities in 
Bioreactors: Understanding the Effects of Environmental Gradients on Cells. MB 
34(3): 355–382. doi: 10.1385/MB:34:3:355 

42. Nienow AW (2006) Reactor engineering in large scale animal cell culture. 
Cytotechnology 50(1-3): 9–33. doi: 10.1007/s10616-006-9005-8 

43. Pramod K, Tahir MA, Charoo NA, Ansari SH, Ali J (2016) Pharmaceutical product 
development: A quality by design approach. Int J Pharm Investig 6(3): 129–138. doi: 
10.4103/2230-973X.187350 

44. Rathore AS (2014) QbD/PAT for bioprocessing: Moving from theory to implementation. 
Current Opinion in Chemical Engineering 6: 1–8. doi: 10.1016/j.coche.2014.05.006 

45. Kourti T (2006) The Process Analytical Technology initiative and multivariate process 
analysis, monitoring and control. Anal Bioanal Chem 384(5): 1043–1048. doi: 
10.1007/s00216-006-0303-y 

46. Mercier SM, Diepenbroek B, Dalm MCF, Wijffels RH, Streefland M (2013) Multivariate 
data analysis as a PAT tool for early bioprocess development data. J Biotechnol 
167(3): 262–270. doi: 10.1016/j.jbiotec.2013.07.006 

47. CMC Biotech Working Group A-MAb: A Case Study in Bioprocess Development 2009 
48. Rathore AS, Bhambure R, Ghare V (2010) Process analytical technology (PAT) for 

biopharmaceutical products. Anal Bioanal Chem 398(1): 137–154. doi: 10.1007/s00216-
010-3781-x 

49. Rathore AS (2009) Roadmap for implementation of quality by design (QbD) for 
biotechnology products. Trends Biotechnol 27(9): 546–553. doi: 
10.1016/j.tibtech.2009.06.006 

50. Read EK, Park JT, Shah RB, Riley BS, Brorson KA, Rathore AS (2010) Process 
analytical technology (PAT) for biopharmaceutical products: Part I. concepts and 
applications. Biotechnol Bioeng 105(2): 276–284. doi: 10.1002/bit.22528 

51. Scott B, Wilcock A (2006) Process analytical technology in the pharmaceutical industry: 
A toolkit for continuous improvement. PDA J Pharm Sci Technol 60(1): 17–53 

52. Streefland M, Martens DE, Beuvery EC, Wijffels RH (2013) Process analytical 
technology (PAT) tools for the cultivation step in biopharmaceutical production. Eng. Life 
Sci. 13(3): 212–223. doi: 10.1002/elsc.201200025 

53. Rowland-Jones RC, van den Berg F, Racher AJ, Martin EB, Jaques C (2017) 
Comparison of spectroscopy technologies for improved monitoring of cell culture 
processes in miniature bioreactors. Biotechnol Prog 33(2): 337–346. doi: 
10.1002/btpr.2459 

54. Ashton L, Hogwood CE, Tait AS, Kuligowski J, Smales CM, Bracewell DG, Dickson AJ, 
Goodacre R (2015) UV resonance Raman spectroscopy: A process analytical tool for 
host cell DNA and RNA dynamics in mammalian cell lines. J. Chem. Technol. 
Biotechnol. 90(2): 237–243. doi: 10.1002/jctb.4420 



5 References   

82 
 

55. Berry BN, Dobrowsky TM, Timson RC, Kshirsagar R, Ryll T, Wiltberger K (2016) Quick 
generation of Raman spectroscopy based in-process glucose control to influence 
biopharmaceutical protein product quality during mammalian cell culture. Biotechnol 
Prog 32(1): 224–234. doi: 10.1002/btpr.2205 

56. Buckley K, Ryder AG (2017) Applications of Raman Spectroscopy in Biopharmaceutical 
Manufacturing: A Short Review. Appl Spectrosc 71(6): 1085–1116. doi: 
10.1177/0003702817703270 

57. Esmonde-White KA, Cuellar M, Uerpmann C, Lenain B, Lewis IR (2017) Raman 
spectroscopy as a process analytical technology for pharmaceutical manufacturing and 
bioprocessing. Anal Bioanal Chem 409(3): 637–649. doi: 10.1007/s00216-016-9824-1 

58. Roch P, Mandenius C-F (2016) On-line monitoring of downstream bioprocesses. 
Current Opinion in Chemical Engineering 14: 112–120. doi: 
10.1016/j.coche.2016.09.007 

59. Abu-Absi NR, Kenty BM, Cuellar ME, Borys MC, Sakhamuri S, Strachan DJ, Hausladen 
MC, Li ZJ (2011) Real time monitoring of multiple parameters in mammalian cell culture 
bioreactors using an in-line Raman spectroscopy probe. Biotechnol Bioeng 
108(5): 1215–1221. doi: 10.1002/bit.23023 

60. Sitton G, Srienc F (2008) Mammalian cell culture scale-up and fed-batch control using 
automated flow cytometry. J Biotechnol 135(2): 174–180. doi: 
10.1016/j.jbiotec.2008.03.019 

61. Ulber R, Frerichs J-G, Beutel S (2003) Optical sensor systems for bioprocess 
monitoring. Anal Bioanal Chem 376(3): 342–348. doi: 10.1007/s00216-003-1930-1 

62. Kochanowski N, Blanchard F, Cacan R, Chirat F, Guedon E, Marc A, Goergen J-L 
(2006) Intracellular nucleotide and nucleotide sugar contents of cultured CHO cells 
determined by a fast, sensitive, and high-resolution ion-pair RP-HPLC. Anal Biochem 
348(2): 243–251. doi: 10.1016/j.ab.2005.10.027 

63. Graf A, Claßen J, Solle D, Hitzmann B, Rebner K, Hoehse M (2019) A novel LED‐based 
2D‐fluorescence spectroscopy system for in‐line monitoring of Chinese hamster ovary 
cell cultivations – Part I. Eng. Life Sci. 19(5): 352–362. doi: 10.1002/elsc.201800149 

64. Claßen J, Graf A, Aupert F, Solle D, Höhse M, Scheper T (2019) A novel LED‐based 
2D‐fluorescence spectroscopy system for in‐line bioprocess monitoring of Chinese 
hamster ovary cell cultivations—Part II. Eng. Life Sci. 19(5): 341–351. doi: 
10.1002/elsc.201800146 

65. Moore B, Sanford R, Zhang A (2019) Case study: The characterization and 
implementation of dielectric spectroscopy (biocapacitance) for process control in a 
commercial GMP CHO manufacturing process. Biotechnol Prog 35(3): e2782. doi: 
10.1002/btpr.2782 

66. Ansorge S, Esteban G, Schmid G (2010) Multifrequency permittivity measurements 
enable on-line monitoring of changes in intracellular conductivity due to nutrient 
limitations during batch cultivations of CHO cells. Biotechnol Prog 26(1): 272–283. doi: 
10.1002/btpr.347 

67. Ansorge S, Esteban G, Schmid G (2010) On-line monitoring of responses to nutrient 
feed additions by multi-frequency permittivity measurements in fed-batch cultivations of 
CHO cells. Cytotechnology 62(2): 121–132. doi: 10.1007/s10616-010-9267-z 

68. B. Kell D, Markx GH, Davey CL, Todd RW (1990) Real-time monitoring of cellular 
biomass: Methods and applications. TrAC Trends in Analytical Chemistry 9(6): 190–194. 
doi: 10.1016/0165-9936(90)87042-K 

69. Carvell JP, Dowd JE (2006) On-line Measurements and Control of Viable Cell Density in 
Cell Culture Manufacturing Processes using Radio-frequency Impedance. 
Cytotechnology 50(1-3): 35–48. doi: 10.1007/s10616-005-3974-x 



5 References   

83 
 

70. Dowd JE, Jubb A, Kwok KE, Piret JM (2003) Optimization and control of perfusion 
cultures using a viable cell probe and cell specific perfusion rates. Cytotechnology 
42(1): 35–45. doi: 10.1023/A:1026192228471 

71. Fernandes J, Currie J, Ramer K, Zhang A (2019) Development of Capacitance Tools: 
At-Line Method for Assessing Biomass of Mammalian Cell Culture and Fixed Cell 
Calibration Standard. Biotechnol J 14(4): e1800283. doi: 10.1002/biot.201800283 

72. Yardley JE, Kell DB, Barrett J, Davey CL (2000) On-Line, Real-Time Measurements of 
Cellular Biomass using Dielectric Spectroscopy. Biotechnology and Genetic Engineering 
Reviews 17(1): 3–36. doi: 10.1080/02648725.2000.10647986 

73. Downey BJ, Graham LJ, Breit JF, Glutting NK (2014) A novel approach for using 
dielectric spectroscopy to predict viable cell volume (VCV) in early process 
development. Biotechnol Prog 30(2): 479–487. doi: 10.1002/btpr.1845 

74. Párta L, Zalai D, Borbély S, Putics A (2014) Application of dielectric spectroscopy for 
monitoring high cell density in monoclonal antibody producing CHO cell cultivations. 
Bioprocess Biosyst Eng 37(2): 311–323. doi: 10.1007/s00449-013-0998-z 

75. Sommeregger W, Sissolak B, Kandra K, Stosch M von, Mayer M, Striedner G (2017) 
Quality by control: Towards model predictive control of mammalian cell culture 
bioprocesses. Biotechnol J 12(7). doi: 10.1002/biot.201600546 

76. Eriksson L, Johansson E, Kettaneh-Wold N, Wikström C, Wold S (eds) (2008) Design of 
experiments: Principles and applications, Third revised and enlarged edition. Umetrics 
Academy, Umeå 

77. Deshpande RR, Wittmann C, Heinzle E (2004) Microplates with integrated oxygen 
sensing for medium optimization in animal cell culture. Cytotechnology 46(1): 1–8. doi: 
10.1007/s10616-004-6401-9 

78. Mandenius C-F, Brundin A (2008) Bioprocess optimization using design-of-experiments 
methodology. Biotechnol Prog 24(6): 1191–1203. doi: 10.1002/btpr.67 

79. Rouiller Y, Périlleux A, Collet N, Jordan M, Stettler M, Broly H (2013) A high-throughput 
media design approach for high performance mammalian fed-batch cultures. MAbs 
5(3): 501–511. doi: 10.4161/mabs.23942 

80. Wang Y-H, Yang B, Ren J, Dong M-L, Liang D, Xu A-L (2005) Optimization of medium 
composition for the production of clavulanic acid by Streptomyces clavuligerus. Process 
Biochemistry 40(3-4): 1161–1166. doi: 10.1016/j.procbio.2004.04.010 

81. Zalai D, Hevér H, Lovász K, Molnár D, Wechselberger P, Hofer A, Párta L, Putics Á, 
Herwig C (2016) A control strategy to investigate the relationship between specific 
productivity and high-mannose glycoforms in CHO cells. Appl Microbiol Biotechnol 
100(16): 7011–7024. doi: 10.1007/s00253-016-7380-4 

82. Legmann R, Schreyer HB, Combs RG, McCormick EL, Russo AP, Rodgers ST (2009) A 
predictive high-throughput scale-down model of monoclonal antibody production in CHO 
cells. Biotechnol Bioeng 104(6): 1107–1120. doi: 10.1002/bit.22474 

83. Hibbert DB (2012) Experimental design in chromatography: A tutorial review. J 
Chromatogr B Analyt Technol Biomed Life Sci 910: 2–13. doi: 
10.1016/j.jchromb.2012.01.020 

84. Keskin Gündoğdu T, Deniz İ, Çalışkan G, Şahin ES, Azbar N (2016) Experimental 
design methods for bioengineering applications. Crit Rev Biotechnol 36(2): 368–388. 
doi: 10.3109/07388551.2014.973014 

85. Baumann P, Hubbuch J (2017) Downstream process development strategies for 
effective bioprocesses: Trends, progress, and combinatorial approaches. Eng. Life Sci. 
17(11): 1142–1158. doi: 10.1002/elsc.201600033 

86. Bollin F, Dechavanne V, Chevalet L (2011) Design of Experiment in CHO and HEK 
transient transfection condition optimization. Protein Expr Purif 78(1): 61–68. doi: 
10.1016/j.pep.2011.02.008 



5 References   

84 
 

87. Karst DJ, Scibona E, Serra E, Bielser J-M, Souquet J, Stettler M, Broly H, Soos M, 
Morbidelli M, Villiger TK (2017) Modulation and modeling of monoclonal antibody N-
linked glycosylation in mammalian cell perfusion reactors. Biotechnol Bioeng 
114(9): 1978–1990. doi: 10.1002/bit.26315 

88. Meitz A, Sagmeister P, Langemann T, Herwig C (2014) An Integrated Downstream 
Process Development Strategy along QbD Principles. Bioengineering (Basel) 1(4): 213–
230. doi: 10.3390/bioengineering1040213 

89. Zhang M, Miesegaes GR, Lee M, Coleman D, Yang B, Trexler-Schmidt M, Norling L, 
Lester P, Brorson KA, Chen Q (2014) Quality by design approach for viral clearance by 
protein a chromatography. Biotechnol Bioeng 111(1): 95–103. doi: 10.1002/bit.24999 

90. Kruse T, Schmidt A, Kampmann M, Strube J (2019) Integrated Clarification and 
Purification of Monoclonal Antibodies by Membrane Based Separation of Aqueous Two-
Phase Systems. Antibodies 8(3): 40. doi: 10.3390/antib8030040 

91. Hoehse M, Alves-Rausch J, Prediger A, Roch P, Grimm C (2015) Near-infrared 
spectroscopy in upstream bioprocesses. Pharmaceutical Bioprocessing 3(2): 153–172. 
doi: 10.4155/PBP.15.1 

92. Ledoit O, Wolf M (2015) Spectrum estimation: A unified framework for covariance matrix 
estimation and PCA in large dimensions. Journal of Multivariate Analysis 139: 360–384. 
doi: 10.1016/j.jmva.2015.04.006 

93. Eriksson L (2013) Basic principles and applications, third revised edition. Umetrics 
Academy - training in multivariate technology, / by Umetrics. L. Eriksson … ; Pt. 1. 
Umetrics, Umeå 

94. Jackson JE (2005) A user's guide to principal components. Wiley, New York 
95. Kowalski BR (ed) (1984) Chemometrics: Mathematics and Statistics in Chemistry. 

NATO ASI Series, Series C, vol 138. Springer, Dordrecht 
96. Wold S, Geladi P, Esbensen K, Öhman J (1987) Multi-way principal components-and 

PLS-analysis. J. Chemometrics 1(1): 41–56. doi: 10.1002/cem.1180010107 
97. Zalai D, Tobak T, Putics Á (2015) Impact of apoptosis on the on-line measured dielectric 

properties of CHO cells. Bioprocess Biosyst Eng 38(12): 2427–2437. doi: 
10.1007/s00449-015-1479-3 

98. Wold S, Sjöström M, Eriksson L (2001) PLS-regression: A basic tool of chemometrics. 
Chemometrics and Intelligent Laboratory Systems 58(2): 109–130. doi: 10.1016/S0169-
7439(01)00155-1 

99. Glassey J, Gernaey KV, Clemens C, Schulz TW, Oliveira R, Striedner G, Mandenius C-
F (2011) Process analytical technology (PAT) for biopharmaceuticals. Biotechnol J 
6(4): 369–377. doi: 10.1002/biot.201000356 

100. Mercier SM, Diepenbroek B, Wijffels RH, Streefland M (2014) Multivariate PAT solutions 
for biopharmaceutical cultivation: Current progress and limitations. Trends Biotechnol 
32(6): 329–336. doi: 10.1016/j.tibtech.2014.03.008 

101. Undey C (ed) (2012) PAT applied in biopharmaceutical process development and 
manufacturing: An enabling tool for quality-by-design. Biotechnology and bioprocessing 
series, vol 33. CRC Press, Boca Raton, Fla. 

102. Justice C, Brix A, Freimark D, Kraume M, Pfromm P, Eichenmueller B, Czermak P 
(2011) Process control in cell culture technology using dielectric spectroscopy. 
Biotechnol Adv 29(4): 391–401. doi: 10.1016/j.biotechadv.2011.03.002 

103. Lee HW, Carvell J, Brorson K, Yoon S (2015) Dielectric spectroscopy-based estimation 
of VCD in CHO cell culture. J. Chem. Technol. Biotechnol. 90(2): 273–282. doi: 
10.1002/jctb.4522 

104. Ma F, Zhang A, Chang D, Velev OD, Wiltberger K, Kshirsagar R (2019) Real-time 
monitoring and control of CHO cell apoptosis by in situ multifrequency scanning 
dielectric spectroscopy. Process Biochemistry 80: 138–145. doi: 
10.1016/j.procbio.2019.02.017 



5 References   

85 
 

105. Pethig R, Kell DB (1987) The passive electrical properties of biological systems: Their 
significance in physiology, biophysics and biotechnology. Phys Med Biol 32(8): 933–
970. doi: 10.1088/0031-9155/32/8/001 

106. Kell DB, Harris CM (2009) Dielectric Spectroscopy and Membrane Organisation. Journal 
of Bioelectricity 4(2): 317–348. doi: 10.3109/15368378509033261 

107. Harris CM, Todd RW, Bungard SJ, Lovitt RW, Morris J, Kell DB (1987) Dielectric 
permittivity of microbial suspensions at radio frequencies: A novel method for the real-
time estimation of microbial biomass. Enzyme and Microbial Technology 9(3): 181–186. 
doi: 10.1016/0141-0229(87)90075-5 



Publications and Conference Contributions  

86 
 

Publications and Conference Contributions 

Publications 

(1) Sabrina Janoschek* (75%), Markus Schulze (20%), Gerben Zijlstra, Gerhard Greller, Jens 

Matuszczyk A protocol to transfer a fed-batch platform process into semi-perfusion mode: The 

benefit of automated small scale bioreactors compared to shake flasks as scale-down model. 

Biotechnology Progress 2018, doi: 10.1002/btpr.2757.  

SJ (75%): Planning and execution of experiments; Data analysis; Preparation of manuscript 

MS (20%): Support of shake-flask experiments 

GZ, GG, JM (in total 5%): Discussions and support of results interpretation; Paper review 

(2) Sabrina Metze* (85%), Sebastian Ruhl (10%), Gerhard Greller, Christian Grimm, Jochen 

Scholz Monitoring online biomass with a capacitance sensor during scale-up of industrially 

relevant CHO cell culture fed-batch processes in single-use bioreactors. Bioprocess and 

Biosystems Engineering 2019, doi: 10.1007/s00449-019-02216-4. 

SM (85%): Planning and execution of experiments; Data analysis; Preparation of manuscript 

SR (10%): Support of large-scale experiments 

GG, CG, JS (in total 5%): Discussions and support of results interpretation; Paper review 

(3) Sabrina Metze* (85%), Stefanie Blioch (10%), Jens Matuszczyk, Gerhard Greller, Christian 

Grimm, Jochen Scholz, Marek Hoehse Multivariate data analysis of bio-capacitance frequency 

scanning for online monitoring of viable cell concentrations in small scale bioreactors. 

Analytical and Bioanalytical Chemistry 2019, doi: 10.1007/s00216-019-02096-3. 

SM (85%): Planning and execution of experiments; Data analysis; Preparation of manuscript 

SB (10%): Support of robustness experiments 

JM, GG, CG, JS, MH (in total 5%): Discussions and support of results interpretation; Paper 

review 

Conference Contributions 

(1) Sabrina Janoschek*, Sebastian Ruhl, Jens Matuszczyk, Adrian Stacey, Jochen Scholz, 

Gerhard Greller, Christian Grimm Using Process Analytical Technologies (PAT) to compare 



Publications and Conference Contributions  

87 
 

the process trajectory of an industrial fed-batch process in different single-use bioreactor 

scales. The Bioprocessing Summit 2017, Boston (Poster) 

(2) Jens Matuszczyk, Markus Schulze, Sabrina Janoschek*, Gerben Zijlstra, Gerhard Greller 

High cell density cell cultures (>100E6 c.mL-1) in 2D bags with integrated filter for seed train 

process intensification. The Bioprocessing Summit Europe 2018, Lissabon (Poster) 

(3) Jens Matuszczyk, Markus Schulze, Sabrina Janoschek*, Gerben Zijlstra, Gerhard Greller 

Cost Effective 2D Rocking Motion Bioreactors with Internal Filters are Compatible with High 

Cell Density Perfusion Cultures (up to 170 Million Cells per mL), and Offer Significant 

Advantages for Seed Train Handling. BioProcess International 2018, Boston (Poster) 

(4) Sabrina Janoschek*, Markus Schulze, Gerben Zijlstra, Gerhard Greller, Jens Matuszczyk 

Moving from a fed-batch process to perfusion mode using a semi-continuous approach in 

shake flasks and an automated small scale bioreactor. Laupheimer Biotech Days 2018, 

Laupheim (Poster) 

(5) Alexander Graf, Sabrina Janoschek*, Johannes Lemke, Sebastian Wolff, Bernd Hitzmann, 

Karsten Rebner, Marek Höhse Raman Spectroscopy for Bioprocess Monitoring: From Re-

Usable Large-Scale to Single-Use Miniaturized Bioreactors. Herbstkolloqium AK-PAT 2018, 

Hannover (Poster) 

(6) Alexander Graf, Sabrina Janoschek*, Johannes Lemke, Sebastian Wolff, Bernd Hitzmann, 

Karsten Rebner, Marek Höhse Raman Spectroscopy for Bioprocess Monitoring: From Re-

Usable Large-Scale to Single-Use Miniaturized Bioreactors. Doktorandenseminar AK-PAT 

2019, Berlin (Oral Presentation) 

(7) Sabrina Janoschek*, Jens Matuszczyk, Marek Hoehse, Jochen Scholz, Gerhard Greller, 

Christian Grimm Multivariate data analysis for online monitoring of viable cell concentrations 

in small scale bioreactors. Doktorandenseminar AK-PAT 2019, Berlin (Oral Presentation) 



Publications and Conference Contributions  

88 
 

 (8) Sabrina Janoschek*, Jens Matuszczyk, Marek Hoehse, Jochen Scholz, Gerhard Greller, 

Christian Grimm Online monitoring of viable cell concentrations in small bioreactors. ESACT 

2019, Copenhagen (Poster) 

(9) Jens Matuszczyk, Johannes Lemke, Markus Schulze, Sabrina Janoschek*, Gerben Zijlstra, 

Gerhard Greller Scalability of Cost Effective 2D Rocking Motion Bioreactors with Internal Filter 

Membrane for Perfusion Processes. High Cell Densities of up to 170 mln Cells per mL and 

Spectrometric PAT Sensors Allow for an Intensified Seed Train Handling and Automated 

Inoculation by Maintaining CQAs and Titers. ESACT 2019, Copenhagen (Poster) 

*Name change from “Janoschek” to “Metze” in 04/2019



Curriculum vitae   

 
  89 

 

Curriculum vitae 

Personal Information 

Name:   Sabrina Metze 

Date of birth:  26.12.1991 

Place of birth:  Bonn 

Nationality:   German 

 

Education 

2016 - 2019 Doctoral student (Chemistry) at Leibniz University of Hannover 

2014 - 2016 Master of Science in Life Science at Leibniz University of Hannover 

2011 - 2014 Bachelor of Science in Life Science at Leibniz University of Hannover 

2002 - 2011 German school leaving certificate at Aloisiuskolleg, Bonn 

 

Professional Experience 

2016 - 2019 Scientist, Corporate Research - BioProcessing and Product Development - 
Process Analytical Technology, Sartorius Stedim Biotech GmbH 

2015 - 2016 Student trainee, Product Management and Marketing - Process Analytical 
Technology and Automation, Sartorius Stedim Biotech GmbH 

2015 Intern, Faculty of Biotechnology and Food Engineering – Biomaterials, Israel 
Institute of Technology 

2013 - 2015 Student trainee, Quality assurance, Richter-Helm BioLogics



Acknowledgements   

 
  90 

 

Acknowledgements 

First of all I would like to thank Prof. Thomas Scheper and Janina Bahnemann for supporting 

my PhD project. Their visions and feedbacks were an enormous help for me. I would like to 

thank Prof. Nadja-C. Bigall for offering to be the Chair of my Examination Board.  

I would particularly like to thank Christian Grimm, Gerhard Greller, Marek Hoehse, Jens 

Matuszczyk and Jochen Scholz from Sartorius Stedim Biotech GmbH for their trust in me and 

their great support in my PhD projects. I learned so much from every one of you in all the 

discussions and time you dedicated to my projects. Your advice and comments has been great 

help in realizing this thesis. This success would not have been possible without you. 

Special thanks to all the team members of the Bioprocessing and PAT teams at Sartorius 

Stedim Biotech GmbH. Your team spirit, experience and support were unique and motivated 

me day by day to achieve my goals. I enjoyed so much to work with you, to discuss about 

results, to search for solutions to problems and even more having fun together at lunch, in 

Escape Rooms and many more activities. Without you this work would have not been possible.  

Thanks to Ina, Pia, Doris and Christin for all the unforgettable moments that made the last 8 

years of studies so special. Without you, this thesis would not have been possible. I like to 

thank Antonia for her honest friendship that I can count on in every situation. 

I would like to express my highest gratitude to my family for always supporting me in becoming 

the person I am today. You followed me in every step and gave me the strength to continue 

my own way equally how many kilometres were between us in the last 8 years. I cannot 

express how grateful I am for everything you did for me. 

I am deeply grateful to Massimo. Thank you for listening to me, motivating me and sharing 

your perspective with me. You make me a better person every day without changing me into 

someone other than myself. 


