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ABSTRACT 

 

 

ASSESSMENT OF CHANGES IN THE DIELECTRIC PROPERTIES OF 

MULTIDRUG RESISTANT CANCER CELLS BY ELEC TROROTATION 

TECHNIQUE  

 

 

Bahrieh, Garsha 

M. Sc., Department of Electrical and Electronics Engineering 

Supervisor: Assoc. Prof. Dr. Haluk Külah 

 

August 2014, 236 pages 

 

With recent advances in microfabrication technologies different methodologies are 

employed to study the dielectric properties of the biological systems.  These include 

electrorotation (ER), dielectrophoresis, microelectrical impedance spectroscopy, 

and impedance flow cytometry.  Among them, ER is utilized as a high accuracy 

approach in determining the membrane and interior dielectric properties of single 

cells.   

In addition, in cancer therapy, cancer cells are developing resistance toward the 

chemotherapeutic drugs and their biophysical properties are showing variations.  

Therefore, study of changes in the physical and electrical properties of resistant 

cells is important to make differentiation between drug sensitive and resistant cells.  

This thesis presents the design, fabrication, and implementation of ER devices with 

3D electrodes for the dielectric characterization of cells.  In addition, as an 

experimental application of the extracted dielectric properties of the cells (by ER), 

the DEP method is utilized.   

1
st
 generation of the ER chips with pyramidal planar (2D) electrodes was utilized 

for the proof of concept and study of the feasibility of dielectric characterization of 

cells using ER technique.  First analyses were carried out using yeast cells and 
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imatinib resistant human leukemia cells (K562-IMA).  3D FEM analyses and 

experimental results showed that the use of 2D (planar) structures can lead to errors 

in the measurement. In 2D structures, because of the negligible height of the 

electrodes (~300nm) compared to the biological cells (~10-25 µm), the variation of 

the rotational torque (ROT-T) is significant along the z-axis.  In addition, due to 

high current density passing through the 2D electrodes, the thermal heating of the 

electrodes was significant.  This can result in variations in the medium temperature 

due to the thermal resistive heating of the electrodes.  Therefore, variations in the 

conductivity of the medium were unavoidable.  It can alter the ER characterization 

results, because of the high sensitivity of the ER method to the conductivity of the 

medium.  3D electrode structures can provide a high sustainability of the ROT-T 

along the z-axis, by encompassing the whole cell body and eliminating the fringing 

electric field effect on the cells rotation.  In these electrodes, due to increased 

volume of the electrodes, the current density passing through the electrodes drops 

significantly.  Therefore, the thermal heating reduces by more than an order of 

magnitude, which guarantees consistency of the medium conductivity during the 

ER experiments. 

The second generation of the ER devices with 3D pyramidal electrodes were 

designed and fabricated to overcome the problems with the planar ER devices.  

These devices were fabricated with 3D electrodes on az glass substrate.  However, 

there were a number of problems which were faced in the experimental analyses of 

these devices.  Firstly, due to the glass substrate, assessment of the rotation of the 

cells was difficult.  Moreover, small reservoir size and hydrophobicity of the 

parylene had made entrance of the cells into the electrode area difficult.  In addition, 

due the complexity of the fabrication process and limited number of ER chips on 

each wafer, the 2
nd

 generation of the ER chips was unsuitable for the practical uses.   

The third generation of the ER devices, with 3D electrodes was designed to 

overcome the problems in the previous generations.  The fabrication process of 

these devices needs a single mask.  In addition, to study the electrode geometry 

effects in the ER method, ER devices with six different electrode geometries were 

designed and fabricated.  In order to make a comparison between the electrical 

characteristics of the each electrode type, experimental and numerical investigations 
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were carried out.  For this purpose, 3D rotational torque and effective electric field 

distributions were characterized using experimental and FEM analyses (COMSOL).  

The ER devices with polynomial electrodes were chosen to have the most practical 

compromise between the uniformity and sustainability of the generated rotational 

torque.  Using polynomial quadrupole electrodes, 9 different cell populations, 

including K562 human leukemia cells and MCF7 breast cancer cells and their 

multidrug resistance (MDR) counterparts were characterized.  For this purpose, the 

rotational behavior of the cells was studied in four different medium conductivities 

(1-8 mS/m) in the frequency range of 1-100 kHz.  Subsequent to determination of 

peak rotation frequencies in all media, an automated MATLAB program was used 

to calculate the dielectric properties of the cells.  It was observed that, sensitive and 

MDR cancer cells show significant variation in their dielectric properties, which can 

be used to identify and separate MDR cells from sensitive ones through DEP-based 

methods.  

In addition, to investigate the feasibility of separation of the cancerous cells and 

their multidrug resistance (MDR) derivation from the human leukocyte cell 

mixture, DEP chips were designed and fabricated.  These chips have five active 

electrodes and total of 12 potentially floating electrodes, which had 3D structures, 

located in the parylene microchannel side walls.  3D COMSOL simulations were 

utilized in the design and studying the separation performance of the DEP chips.  In 

addition, FEM analyses were implemented in the optimization of fluidic flow rates 

and applied voltages.  Using 3D simulations, the separation efficiency of the 

designed DEP devices was calculated as 100%.  The initial experimental analysis of 

fabricated DEP devices with K562-IMA cells showed a successful separation of the 

cell under both n-DEP and p-DEP forces to the intended channels. 

In conclusion, three generations of the ER devices with more than eight different 

electrode geometries were designed and fabricated.  3D FEM simulations and 

experimental analyses were utilized in the characterization of the ER devices.  The 

polynomial electrodes were chosen to have the most practical compromise between 

the rotational torque uniformity and magnitude.  Using the polynomial electrodes, 

different cell populations, including K562 leukemia cancer cells and its imatinib 

(0.2, 0.3, and 0.5 µM) and doxorubicin (0.1, 0.3, and 0.5 µM) resistant counterparts 
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and MCF7 and its 1 µM doxorubicin resistant derivation were characterized.  As an 

application for extracted dielectric properties of the cells, DEP chips with novel 

potentially floating electrode configuration was designed and fabricated.  Results 

show that sensitive and resistant cancer cells can be separated from each other via 

DEP-based methods, and ER is a powerful and sensitive dielectric characterization 

technique for the biological cells.  

Keywords:  Electrorotation, cell characterization, dielectrophoresis (DEP), 3D-

electrode, multidrug resistance (MDR). 
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¢OKLU ĶLA¢ DĶREN¢LĶLĶĴĶ GELĶķTĶRMĶķ KANSER H¦CRELERĶNĶN 

DĶELEKTRĶK ¥ZELLĶKLERĶNĶN ELEKTROROTASYON TEKNĶĴĶ ĶLE 

BELĶRLENMESĶ 

 

Bahrieh, Garsha 

Y¿ksek Lisans, Elektrik Elektronik M¿hendisliĵi Bºl¿m¿ 

Danēĸman: Do­. Dr. Haluk K¿lah 

 

Aĵustos, 2014, 236 sayfa 

 

Son yēllarda, mikrofabrikasyon teknolojilerindeki ilerlemelerle birlikte, biyolojik 

par­acēklarēn dielektrik ºzelliklerinin belirlenmesinde kullanēlabilecek farklē 

teknikler geliĸtirilmiĸtir.  Bunlardan bazēlarē, elektrorotasyon (ER), dielektroforez 

(DEP), mikroelektrik impedans spektrofotometrisi ve impedans akēĸ sitometrisi 

olarak sēralanabilir.  Bu teknikler arasēnda, elektrorotasyon, h¿cre zarē ve 

sitoplazmik dielektrik ºzelliklerin tekil h¿cre bazēnda, y¿ksek hassasiyette 

belirlenmesinde etkin bir yöntem olarak kullanēlmaktadēr.   

Kanser h¿creleri kanser tedavisi sērasēnda biyofiziksel ºzelliklerini deĵiĸtirerek 

kemoterapatik ila­lara karĸē diren­ kazanmaktadēr. Bu sebeple, ilaca diren­li 

h¿crelerin fiziksel ve elektriksel ºzelliklerindeki deĵiĸimlerin incelenmesi, dirençli 

h¿creyi diren­siz olandan ayērmak adēna olduk­a ºnem kazanmēĸtēr. 

Bu ­alēĸmada, 3-boyutlu elektrot yapēsēna sahip ER ­iplerinin tasarēm, ¿retim ve 

biyolojik h¿crelerin dielektrik ºzelliklerinin belirlenmesinde kullanēmē 

araĸtērēlmēĸtēr.  Bunun yanē sēra, elde edilen dielektrik ºzellikler, h¿crelerin DEP 

tekniĵi ile ayrēĸtērēlmasēnda kullanēlmēĸtēr. 

ER tekniĵinin dielektrik karakterizasyonda kullanēlabilirliĵini kanētlamak i­in 

birinci nesil ER ­ipleri, Si taban ¿zerine iĸlenen 2-boyutlu düzlemsel piramit 

elektrotlardan oluĸmuĸtur.  Analizler ilk olarak maya h¿crelerinde ve imatinib 

dirençli insan lösemi hücrelerinde (K562-IMA) ger­ekleĸtirilmiĸtir.  3-boyutlu FEM 

analizleri ve deneysel sonu­lar, 2 boyutlu elektrot yapēlarēnēn ­eĸitli ºl­¿m 
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hatalarēna yol a­tēĵēnē gºstermiĸtir.  2 boyutlu elektrot yapēlarēnda, elektrot 

y¿ksekliĵi (~300 nm) h¿cre b¿y¿kl¿ĵ¿ne ( ~1-25 mm) göre çok daha az 

olduĵundan, dikey eksende (z-ekseni) rotasyon kuvveti (ROT-T) ciddi ölçüde 

deĵiĸmektedir.  Bunun yanē sēra, 2 boyutlu elektrotlarda akēm yoĵunluĵunun fazla 

olmasē nedeniyle ciddi bir termal ēsēnma gºzlenmiĸtir.  Termal ēsēnmanēn fazla 

olmasē ­ºzelti sēcaklēĵēnē arttērmakta, dolayēsēyla, ­ºzelti iletkenliĵi ºl­¿m s¿recince 

deĵiĸim gºstermektedir.  ER tekniĵi, ­ºzelti iletkenliĵi ile doĵrudan iliĸkili 

olduĵundan, termal ēsēnma ER sonu­larēnē ciddi ºl­¿de etkilemektedir.  Diĵer 

yandan, 3 boyutlu elektrotlar ROT-Tônin z-ekseni boyunca sabit kalmasēnē saĵlayēp, 

elektrik alan sa­aklanmalarēnē engelleyebilmekte ve elektrik alanēn t¿m h¿cre ­apē 

¿zerinde homojen etki etmesini saĵlamaktadēr.  Ayrēca, elektrot hacminin artmasē 

nedeniyle, 3 boyutlu elektrotlarda birim alandaki akēm yoĵunluĵu azalmakta ve 

termal ēsēnmanēn b¿y¿k oranda ºn¿ne ge­ilmektedir.  Bºylece, ­ºzelti iletkenliĵi 

ºl­¿m s¿resi boyunca sabit kalmaktadēr.  

Ķkinci nesil, 3 boyutlu piramit elektrot yapēsēndaki ER ­ipleri, 2 boyutlu elektrot 

yapēlarēndaki problemleri ­ºzmek i­in tasarlanmēĸ ve cam pul ¿zerinde ¿retilmiĸtir.  

Ancak, bu ­iplerin testleri sērasēnda ­eĸitli problemlerle karĸēlaĸēlmēĸtēr.  ¥rneĵin, 

cam taban kullanēldēĵē i­in h¿crelerin dºn¿ĸ hēzēnē mikroskop altēnda gºzlemlemek 

zorlaĸmēĸtēr.  Ayrēca, rezervuar k¿­¿kl¿ĵ¿, parilen hidrofobikliĵi gibi diĵer bir 

takēm problemler testlerde sēkēntēlara yol a­mēĸtēr.  Bu çiplerin üretiminin de 4 

maske i­ermesi ve gºrece kompleks olmasē nedeniyle ER testlerinde 

kullanēlmamēĸtēr.  

¦­¿nc¿ nesil ER ­ipleri 2. nesil ­iplerde yaĸanan problemleri aĸmak i­in 

tasarlanmēĸ ve Si taban ¿zerine tek maske kullanēlarak ¿retilmiĸtir.  Ayrēca, elektrot 

yapēsēnēn ER sonu­larēna etkisini incelemek ¿zere 6 farklē elektrot geometrisi 

tasarlanmēĸ ve ¿retilmiĸtir.  Farklē elektrot geometrilerinin ER karakterizasyonu, 

n¿merik ve deneysel olarak araĸtērēlēp karĸēlaĸtērēlmēĸtēr.  3 boyutlu dºngüsel 

kuvvetin ve elektrik alan daĵēlēmēnēn n¿merik karakterizasyonu FEM (COMSOL) 

analizleri ile  ve deneysel olarak incelenmiĸtir.  Sonu­ olarak, polinomik elektrot 

yapēsēna sahip 3 boyutlu ER ­iplerinin dºng¿sel kuvvetin homojenliĵi ve s¿rekliliĵi 

a­ēsēndan en iyi sonucu verdiĵi gºzlenmiĸtir.  Polinomik dºrtl¿ elektrot yapēsē 

kullanēlarak 9 farklē h¿crenin (K562 lºsemi h¿cresi ve diren­li tipleri (0.2, 0.3, 0.5 



xi 

 

mM imatinib) ile MCF7 meme kanseri hücresi ve dirençli tipleri (0.1, 0.3, 0.5 mM 

doxorubicin)) dielektrik karakterizasyonu ger­ekleĸtirilmiĸtir.  Her bir h¿crenin 

dºng¿sel elektrik alan kuvveti altēndaki rotasyon hēzlarē 4 farklē iletkenlikteki (1-8 

mS/m) çözelti içinde, 1-100 kHz frekans aralēĵēnda taranmēĸtēr.  Her bir ­ºzelti 

içindeki en yüksek rotasyon frekansēnēn belirlenmesinin ardēndan, h¿crelerin 

dielektrik ºzellikleri, geliĸtirilen MATLAB programē yardēmēyla otomatik olarak 

hesaplanmēĸtēr.  Sonu­lar, hassas ve diren­li kanser h¿crelerinin dielektrik 

ºzelliklerinin ciddi ĸekilde deĵiĸtiĵini ve bunun h¿creleri DEP  tabanlē metotlarla 

ayrēĸtērmada kullanēlabileceĵini gºstermiĸtir.  

Bu ­alēĸmada ayrēca, elde edilen sonu­larēn bir uygulamasē olarak, diren­li hassas 

kanser h¿crelerinin beyaz kan  h¿crelerinden ayrēĸtērēlmasēnda kullanēlmak ¿zere 

DEP ­ipi tasarlanmēĸ ve ¿retilmiĸtir.  Bu ­ipte, parilen tabanlē mikroakēĸkan kanal 

duvarlarēna yerleĸtirilen 5ôi aktif ve 12ôsi pasif ¿­ boyutlu elektrotlar kullanēlmēĸtēr.  

¢ipin tasarēmē ve ayrēĸtērma performansēnēn n¿merik incelemeleri i­in 3-boyutlu 

COMSOL benzetimleri ger­ekleĸtirilmiĸtir.  Bunun yanē sēra, akēĸ hēzē ve voltaj 

deĵerlerinin optimizasyonu  i­in FEM analizleri ger­ekleĸtirilmiĸtir.  ¦­ boyutlu 

benzetimler, tasarlanan DEP çipinin kanser hücrelerinin kan hücrelerinden %100 

verimle ayrēĸtērēlabileceĵini gºstermektedir.  Yapēlan ºn deneylerde, K562-IMA 

hücrelerinin uygulanan n-DEP veya p-DEP kuvvetlerinden etkilenerek farklē 

kanallara yºnlendirilebildiĵi gºzlenmiĸtir.  

Sonu­ olarak, bu ­alēĸmada sekizden fazla elektrot geometrisine sahip 3 farklē nesil 

ER ­ipi tasarlanmēĸ ve ¿retilmiĸtir.  ER ­iplerinin karakterizasyonu i­in 3D FEM 

benzetimleri ve deneysel analizler ger­ekleĸtirilmiĸtir.  Polinomik elektrot 

yapēlarēnēn dºng¿sel kuvvetin homojenliĵi ve b¿y¿kl¿ĵ¿ a­ēsēndan en iyi sonucu 

verdiĵi gºzlenmiĸtir.  Polinomik elektrot yapēsēndaki ­ipler kullanēlarak, hassas ve 

dirençli  K562 lösemi hücreleri ile hassas ve dirençli  MCF7 meme kanseri 

h¿crelerinin dielektrik karakterizasyonu ger­ekleĸtirilmiĸtir.  Elde edilen dielektrik 

özelliklerin bir uygulamasē olarak,  ºzg¿n bir elektrot yapēsēna sahip DEP ayrēĸtērma 

­ipi tasarlanmēĸ ve ¿retilmiĸtir.  Elde edilen sonu­lar, hassas ve diren­li kanser 

h¿crelerinin DEP metodu ile birbirinden ayrēĸtērēlabileceĵini, ve ER metodunun, 

biyolojik hücreler için, gü­l¿ ve hassas bir dielektrik karakterizasyon tekniĵi 

olduĵunu gºstermektedir. 
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CHAPTER 1 

 

 

INTRODUCTION 

 

 

 

Advances in semiconductor technologies since the 1970s have paved the way for 

fabrication of the devices with micron dimensions.  These devices, which were 

combinations of mechanical structures with embedded electronics, were categorized 

under the MicroElectroMechanical systems (MEMS).  MEMS technology has 

borrowed its fabrication capabilities from the growing semiconductor field and has 

applied it to different fields of the science, such as biology, chemistry, and 

mechanics.  With the application of the MEMS technology in biological sciences a 

new field has born under the title of BioMEMS (Fig. 1.1).   

 

Figure 1. 1: Showing the division BioMEMS field into the lab-on-a-chip and ɛTAS. 

(Figure from Wikipedia/BioMEMS) 
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This field has borrowed the most advanced microfabrication techniques from its 

parental field, MEMS, and has applied them to the micro world of the biological 

particles such as cells, viruses, and bacteria.  With advances in BioMEMS field, 

new fields were born like micro total analysis systems (µTAS) and lab-on-chips 

(LOC), which have extended use of BioMEMS field to the specific areas of 

biology.  With recent advances in the microfluidics, BioMEMS has enabled fast 

prototyping of the medical devices with higher accuracy and sensitivity, and with 

lower fabrication costs and energy consumption.  In addition, it has enabled new 

methods of manipulation of biological particles by production of micron sized 

channels, which can be used as replicates of human capillary environment.  

Following the maturation of the theory and the technology in recent years, 

fabricated biomedical devices using the MEMS technology has found their ways to 

commercial market (Fig. 1.2). 

 

Figure 1. 2: Growing market place of BioMEMS devices since 2011.   

(Figure from www.yole.fr) 

With growing interest in the application of the MEMS technology in the biology, 

study of biophysical properties of the cells has gained further importance.  Cells are 

the most basic and functional part of the complex living systems and study of 
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biophysical (electrical and mechanical) properties of the cells can provide an 

inspection to physical and chemical status of biological organisms.  In the past two 

decades, a number of new approaches were used in studying the relation between 

the diseases and variations in mechanical and electrical properties of the cells.  It 

was known that there are many complex feed-back mechanism within the cells that 

help them adapt themselves to the changes in their external environment or any 

excitation.  These feed-back mechanisms can be explored and specified by studying 

the changes in physical parameters of the cells.  Among others, dielectric properties 

of the cells hold significant importance, as they carry the footprints of each cell type 

and variations in cells dielectric properties could be utilized as a tool for detecting 

changes in their physical status.  In addition, variations in the dielectric properties 

of different cells make separation, manipulation, and detection of the cells possible 

based on their electrical signals.   

First attempts to measure the dielectric properties of cells backs to early 1910ôs.  

However, the most practical study of cells dielectric properties starts with the 

modeling of the biological cells using a single-shell cell model in 1950ôs and use of 

Coulter counters in 1956 [13].  Recent advances in MEMS technology have enabled 

the single cell analyses.  Different methodologies are employed in studying the 

dielectric properties of the biological particles, including electrorotation (ER) [1ï6], 

dielectrophoresis [5,6,14ï16], microelectrical impedance spectroscopy (µ-EIS) 

[7,8], and impedance flow cytometry (IFC) [9ï12].  All these methods are utilizing 

the advantages of the microfluidic channels and microelectrode arrays.   

One of the MEMS enabled fields is dielectrophoresis (DEP), which was introduced 

following the advances in fabrication of microfluidic systems and microelectrodes 

inside the microchannels.  DEP has gained a high significance by providing the 

ability of separating and manipulating of cells and particles based on their electrical 

properties as well as differences in their size.  Therefore, accurate determination of 

cells dielectric properties is essential in the design and implementation of DEP chip. 

This thesis presents the dielectric characterization of human leukemia cancer cells 

(K562), breast cancer cells (MCF7), and their multidrug resistance (MDR) 

derivations (doxorubicin and imatinib resistance), using electrorotation method.  
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The target behind the dielectric characterization of these cells was deliberating on 

feasibility of application of DEP method in separation and detection of MDR in 

cancerous cells.  Moreover, the relation between the developments of MDR with 

changes in dielectric properties of the cells were investigated for imatinib and 

doxorubicin resistant K562 cells.  For the characterization purpose, ER devices with 

3D electrodes were utilized.  Experimental and FEM analysis were used for 

studying the 3D torque distribution on the ER devices with different 3D electrode 

geometries.  Analyses have shown various advantages of the 3D electrode over 

generally used planar (2D) electrodes.  As an experimental application of the 

extracted dielectric properties of the cells, the DEP devices were designed and 

fabricated.  It is aimed to achieve high efficiency in separation of the human 

leukemia cells and its MDR derivations from the leukocytes mixture, using these 

devices.  As the first step, the separation efficiency of the fabricated devices was 

studied using the FEM analyses.  The results show 100% efficiency for separating 

the K562 cells from the leukocytes mixture. 

In this chapter, different methodologies used in the dielectric characterization of the 

biological cells will be summarized.  In each section, brief background information 

is provided together with a literature survey on the developed techniques.  Sections 

1.1 through 1.3 introduce the dielectric characterization methods, including the 

impedance flow cytometry (IFC), microelectrical impedance spectrometry (µ-EIS), 

and dielectrophoresis.  Advantages and the feasibility of each method are discussed 

with examples of proposed prototypes for each method.  In Section 1.4, 

electrorotation (ER) method is investigated as a single cell dielectric 

characterization method.  Different approaches in utilization of the ER method in 

the dielectric characterization of single cells are discussed.  Finally, objectives of 

this research and organization of the thesis are presented.    

1.1 Impedance Flow Cytometry (IFC)  

MEMS based IFCs are the miniaturized types of the Coulter counters.  Coulter 

counters are intensively being used in clinical applications, especially for cell 

counting.  In addition to the cell counting, the flow cytometry method has been used 

as a dielectric characterization method.  The conventional Coulter counter devices 
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are able to identify the cells based on distinctive volume differences using DC 

analyses.  However, recently more advanced Coulter counters have been 

commercialized which are capable of performing RF analyses.  These devices are 

equipped with both electronics for DC and RF measurements, making them capable 

of measuring the electric properties of the cells independent of their volume.  

Following the advances in microfluidic technologies, these Coulter counters are 

being demonstrated on the LOC devices, by impedance flow cytometry method.  

Impedance flow cytometry is a non-invasive, label-free method, which is used in 

the study of electrical signature of the biological particles.  These devices enable 

discrimination of the cells without needing any magnetic or fluorescent markers.  

The electrical impedance of the cell is studied over a wide frequency range to reveal 

the electric properties.  By performing multiple frequency measurements, one can 

also reveal the frequency-dependency of the cells dielectric properties.  Information 

on cell size, as well as membrane and cytoplasmic composition can be obtained by 

studying the dominant factors in each frequency range.  

To utilize this method, a comprehensive modeling is essential for the response of 

the system in AC or DC electric field.  A well settled model of the response of the 

IFC systems in each frequency range is proposed by Gawad et al. [17]  Figure 1.3 

shows the electrical response of a conventional IFC system in different frequency 

ranges.  It is important to note that the modeled system uses the bottom electrode 

configuration.  Similar modeling is utilized for studying the electrical response of 

the IFC systems, in the presence of a cell between the electrodes [18ï20].  As 

shown in this model, in the low-frequency band, the measured electrical signal is 

significantly dominated by the double-layer formation in the vicinity of the 

electrodes.  The double-layer presents a capacitive characteristic, which is shorted 

in frequencies above 100 kHz.  Generally the dielectric properties of the cells can 

be determined by performing measurements in the range of 0.5 - 100 MHz.  The 

same effect is seen for the resistive membrane of the cell.  With an increase in the 

frequency, the membrane capacitance increasingly shorts out the membrane 

resistance and the dielectric properties of the cell interior are sensed by the 

electrodes.  In order to eliminate the interfering signals from the conductive 

medium, use of two pairs of electrodes is a commonly implemented configuration.  
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The first pair of the electrodes senses the current changes due to the presence of a 

cell between the electrodes, while the second pair of the electrodes operates as a 

reference, measuring the current passing through the pour medium.  This system 

enables the differential measurement method and eliminates the common signals, 

such as resistivity of the medium.   

 

Figure 1. 3: Electrical model of an IFC system with bottom electrodes.  (A) 

Capacitance and resistance modeling of the microfluidic IFC system in the presence 

of a biological cell.  (B) Simulated complex impedance spectrum of a 10 µm 

diameter cell using a SPICE model [21]. 

Same bottom electrode configuration was used in studies of Benazzi et al. [18].  In 

addition, they have implemented an optical apparatus for performing fluorescent 

measurement, to increasing the accuracy of the system.  Their device includes two 

pairs of electrodes (measuring and reference) for electrical measurements and an 

optical measurement side, capable of operating in three optic wavelength ranges 

(Fig. 1.4).   

A 

B 
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Proposed microfluidic system benefits from simultaneous electrical and optical 

measurements for providing a comparison between recorded signals from each 

source.  This system was used in characterization and detection of three algae 

groups (Isochrysis galbana, Rhodosorus m., Synechococcus sp.).   

 

Figure 1. 4: (A) Schematic diagram of the device showing the cross-section of the 

IFC system, together with the optical system.  Inset shows the photograph of the 

microchannel with microelectrodes. (B) Equivalent electrical modeling of the IFC 

system in presence of the biological cell [18]. 

Use of optical system with three operational wavelengths makes discrimination of 

each algae group possible.  Although, it was shown that this micro-sensor has a 

comparable accuracy compared to commercial flow cytometers; the identification 

range of the device is limited to particle above 2 µm. 

In addition to bottom electrode configuration, bottom and top electrodes were used 

in the IFC systems [20,22].  Cheung et al. has used two pairs of bottom and top 

A 

B 
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electrodes in their IFC chips for characterization and discrimination between 

different particles and cells including RBCs, ghosts, and polystyrene beads.  The 

opacity (ratio of the RF signal to the DC signal) and the phase information were 

used for cell discrimination [18].  The proposed device with a high frequency band 

amplification circuit with multi-frequency quadrature modulation in the frequency 

range of 350 kHz ï 20 MHz is capable of discriminating 1000 cells/sec.  The 

working principle of the chips and the cell modeling are shown in Fig. 1.5.   

Holmes et al. has proposed an IFC chip with simultaneous optical verification using 

a fluorescence measuring system [19].  The device (Fig. 1.6) has the same electrode 

structure with the Cheung et al.  This device measures the electrical signals of cells 

passing through the channel followed.  The electrical measurements were followed 

with an optical measurement of the fluorescent properties of the cells.  This setup 

realizes the simultaneous comparison between the optical and electrical signals, by 

application of a confocal-optical detection with dual laser beams. 

 

Figure 1. 5: Schematic of an IFC system with top and bottom electrodes. (A) 

Electrical model of the microfluidic IFC system in presence of a biological particle. 

(B)  Expected measured signal from each pair of electrodes [23]. 

In above, examples of device with lateral bottom electrodes and both bottom and 

top measuring electrodes were presented.  IFC chips with top and bottom electrodes 

provide a better output signal by encompassing the whole cell body, and eliminating 

A 
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fringing field effects on the cells.  However, fabrication of top and bottom 

electrodes needs complex micro-fabrication processes.  Another method in the IFCs 

is use of optical measurements as a complementary approach.  IFCs with 

fluorescent measuring apparatus provide higher accuracy compared to the 

conventional IFC systems.  In addition, it can be used as a proof of concept for 

electrical discrimination between the cells with distinct optical properties.  A 

disadvantage accompanied with utilization of optical systems is an increase in the 

complexity and cost of the system.  

 

Figure 1. 6: Schematic diagram of the IFC system, with optical detection apparatus.  

A dual laser excitation and detection is implemented for simultaneous measurement 

of electrical and optical properties of the cells [24]. 

The current technology is unable to provide miniaturization and integration of the 

optical measurement systems into the microchips, therefore huge external devices 

are being used for the purpose.  Another issue in IFC systems is electrode 

polarization, which causes difficulties in interpretation of the recorded electrical 

signals.  Different solutions were proposed for overcoming this problem.  A 
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noteworthy approach is presented in studies of Küttel et al. [25] and Demierre et al. 

[26].  They have characterized and used liquid electrodes in DEP and IFC 

microchips.  Küttel et al. had implemented liquid lateral electrodes for impedance 

spectrometry.  The excitation electric field was generated using metal electrodes, far 

from the measurement channel.  Then, the generated electric field was guided 

through a conductive access channel to the main measurement area.  This 

configuration is shown to eliminate the polarization problem in conventional IFC 

chips.  Another approach in dealing with the electrode polarization is use of non-

polarizable electrode.  Zheng et al. have introduced a new approach for determining 

the cellsô membrane and cytoplasmic electric properties, using non-polarizable 

electrodes [27].  In this method, cells were driven inside the microchannel using a 

hydraulic pressure, and were squeezed into a chamber, which was smaller than the 

cell size (Fig. 1.7).  The dielectric properties of the cells were measured at seven 

different frequencies in a range of 1-400 kHz by Ag/AgCl electrodes (non-

polarizable electrodes).  The current variance caused by the presence of a cell in the 

microchannel was measured using a pair of Ag/AgCl electrodes, inserted from the 

inlet and outlets.  To reveal the dielectric properties of the cells, measured current 

was amplified and demodulated.  For calculating the specific membrane capacitance 

and cytoplasmic conductivity of the cells, mechanical and electrical models of the 

squeezed cells were developed.  For cell discrimination purpose, this system 

considers   combination of differences in specific membrane capacitance, 

cytoplasmic conductivity, and cell size.  The authors had made a comparison 

between the performance of the Coulter counters which were solely dependent on 

the discrimination in the cell size, and the proposed system, which studies the cells 

membrane and the cytoplasmic properties for the discrimination purpose.  It was 

shown that, for cells with comparable sizes, the detections and discrimination 

performance was improved from 66% in conventional Coulter counters to 93% in 

these devices.  

As discussed above, different methods are utilized in miniaturization of the Coulter 

counters.  Huge effort has been put on embedding the IFCs into the LOCs, for the 

dielectric characterization of single cells.  Although there have been significant 

improvements in this field, especially in the utilization of IFCs in point of care 
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applications, IFC chips have not been commercialized as the medical devices.  One 

of the important issues is increasing the performance and accuracy of IFC chips.  

Use of fluorescent markers in combination with electrical methods is shown to 

enhance the performance of the cell discrimination.  However, the optical apparatus 

cannot be embedded into the micro devices.  

 

Figure 1. 7: Microfluidic system for measurement of dielectric properties of the cell 

membrane. (A) Schematic view of the device. ñ-pò shows the negative pressure in 

the outlet channel for aspirating the medium. (B) Experimental results showing the 

measured impedance signal at 7 different frequencies [27].  

1.2 Microelectrical Impedance Spectroscopy (µ-EIS) 

Microelectrical impedance spectroscopy (µ-EIS) is a single cell analysis method, in 

which the frequency dependent impedance of the cells is measured.  Frequency 

dependent impedance analyses provide insights to the biophysical compounds of the 
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cell membrane and interior.  In addition, µ-EIS has found significance in the 

cytosensers or cell-based biosensors, which utilize the biological cells as sensing 

element, revealing any internal or external excitations [28ï33].  For this aim, the 

frequency of the applied electrical signals to the immobilized cells between a pair of 

electrodes is swept on a specific frequency band, and then the current passing 

through the electrodes is recorded.  The changes in the recorded signal reveal the 

dependency of the electrical properties of the cells on the electrical frequency.  It is 

obvious that there are many similarities between the µ-EISs and IFCs.  An 

important difference discriminating these methods is the necessity of an 

immobilization mechanism in the µ-EIS.  For studying the frequency response of a 

cell, impedance spectroscopy is generally accomplished using a trapping or 

immobilization mechanism.  Therefore, in this section we will focus on the different 

trapping methods used in impedance spectrometry.  Different approaches in 

immobilization of a single cell in the measurement area are surveyed in the below 

section. 

For immobilization purpose, different methodologies are utilized including 

hydrodynamic trapping [7], n-DEP [34], negative pressure trapping [35], micro-

holes [36], and micro-pillars [37].  In the below section feasibility of each method 

will be studied, by investigating available examples in the literature.  

Jang et al. has used SU-8 microstructures (micro-pillars) inside a microfluidic 

channel to trap single cells [37].  The schematic of the fabricated chip is shown in 

Fig. 1.8.  

 

Figure 1. 8: A µ-EIS system with micro-pillars to capture single cells. (A) 3D 

presentation of the cell capturing procedure. (B) Top view of the device [37]. 

A B 
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Introduced flow from the inlets, drive the cells toward micro-pillar side, where a 

pair of measuring electrodes is placed in the lateral side of the micro-pillars.  This 

system is utilized in the impedance analyses of the Hela cells in the low frequency 

band of 1-100 kHz.   

Use of a hydrodynamic cell trapping system for single cell analyses was proposed 

by Malleo et al. [38].  Proposed system was used in the study of time dependent 

chemical perturbation effect on Hela cells (Fig. 1.9).  Measurements were 

accomplished using a pair of closely positioned electrodes, acting as a reference 

(empty) and a measuring electrode (containing trapped cell).  In addition, it was 

used in the study of effects of medium conductivity in recorded impedance of the 

cells.  

 

Figure 1. 9: A µ-EIS device, with hydrodynamic cell trapping system. (A) The 

experimental setup. Electrical connections are made using a PCB, which enables 

data acquisition. (B) Photograph of the fabricated prototype with the PDMS ports 

mounted on the inlet and the outlet. (C) Photograph of the microchannel, while the 

device is under operation. (D) Schematic view of the trapping region, with 

differential measurement electrodes. (E) Image of the trapped beads with 15µm 

size. (F) Image of the trapped single Hela cell [38]. 

A 
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An example of a trapping system with negative pressure is presented by Cho et al. 

[39]. The system is used to study the highly and poorly metastatic neck and head 

cancer cells over a frequency range of 40 Hz ï 10 MHz.  Their fabricated device on 

a glass substrate with PDMS capping consist of two flow channels with 8 pair of the 

electrodes on each channel (Fig. 1.10).  Generated negative pressure (suction) was 

used to immobilize the cell between the measuring electrodes. 

 

Figure 1. 10 : Schematic view of the µ-EIS device, with four impedance analysis 

sides.  The close-up view shows a trapped cell inside the microchannel due to 

application of negative pressure (suction) [35]. 

In addition to utilization of mechanical structure in cell trapping, AC signals are 

applicable in immobilization of the cells.  Utilization of AC electrokinetics for 

trapping the cells is presented by Lan et al. [34].  They used the alternating current 

electrothermal (ACET) effect combined with negative dielectrophoresis (n-DEP) 

for trapping the cells inside the electrode micro-wells (Fig. 1.11).  ACET is a 

phenomenon, which is used in the transport of a medium with high conductivity 

under a non-uniform electric field.  The motion of the medium is due to the 

produced resistive heating in the electrode area.  Transported particles in the 
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medium are trapped inside the n-DEP area.  This method was applied to the Hela 

cells, for impedance measurements in the frequency range of 1-100 kHz.   

  

 

Figure 1. 11 : Schematic view of the impedance spectrometry device, with electrode 

micro-well.  Cell driven by the medium flow is trapped at the micro-well area, due 

to n-DEP force [34]. 

The µ-EIS provides a label free impedance analysis of the cells.  Although, it is not 

a general method in exact determination of the cells dielectric properties, it is 

capable of monitoring the changes in electric signals of the cells due to the external 

excitation by chemicals or drugs.  Another factor making it as a preferred method in 

drug analyses is the ability to simultaneously monitor the changes in electrical 

properties of the cells.  In µ-EIS systems, positioning of the cells between the 

electrodes carries a high importance due to the dependency of the measurements to 

the cell position.  A general problem faced in this method is current leakage.  To 

overcome current leakage modification on the electrodes are reported for exact 

positioning of the cells between the measuring electrodes.  Among the different 

methodologies utilized in cell positioning, hydrodynamic immobilization and use of 

pillars are shown to have higher efficiency.  An important drawback of AC 

electrokinetic methods such as n-DEP, which utilize multiple signals for cell 

trapping, is the alternation of the measured electrical response of the cells.  In other 

words, the applied electric field to generate the n-DEP force, results in changes in 



16 

 

electrical properties of the cells.  Therefore, the recorded signals do not reflect the 

actual electric properties of the cells.   

1.3 Dielectrophoresis 

Dielectrophoresis (DEP) is the motion of the polarizable particles under presence of 

a non-uniform electric field.  The motion of the particles is a result of interaction of 

the induced dipole with the non-uniform electric field.  DEP is generally utilized in 

separation and manipulation of various particles and cells.  In addition, it is a 

powerful tool for detection and separation of circulating tumor cells (CTCs).  Since 

the development of the DEP theory by Pohl (1951, 1958, and 1961) [40ï42] to 

describe the DEP force applied on the particles in a non-uniform electric field, there 

have been an extensive literature produced on the DEP theory.  In the first decade of 

the 21
st
 century more than 2000 publications have been published on the theory, 

status of developed technology, and applications of DEP (Fig. 1.12) [43].  With 

matured literature and technology, now most of the effort is directed to applications 

of DEP in biosensors and LOCs.  About 75% of 300 articles, published every year, 

are now focused on particle separation applications of the DEP (Fig. 1.13).  Now, 

most of the effort is directed to the medical applications of the DEP, and production 

of commercialized devices for point of care applications.   

 

Figure 1. 12: Number of publications on DEP in the 1
st
 decade of 21

st
 century [43]. 

With advances in the technology, in addition to the biological particles, DEP is now 

applied to the nanoparticles, such as carbon nanotubes, nanowires, and oxide 
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nanoparticles [44ï47].  Beside, DEP has further potential to be utilized in the 

dielectric characterization of various particles, especially biological cells.  

Different approaches are available in the literature on characterization of the 

biological particles using the DEP method.  These methods include fitting the DEP 

collection rate of the cells to the single or double shell cell model [48ï50], the slope 

and the intercept method for determining the cell membrane dielectric properties 

[6,51ï53], levitation and mobility analysis [54,55], and DEP crossover frequency 

analysis [51,56,57].  

 

Figure 1. 13 : Categorized DEP publications on three subjects of theory, 

technology, and applications, since 1995 [43].   

Following Sections will introduce the different dielectric characterization 

approaches using the DEP method. 

1.3.1 Fitting the DEP spectra to the cell model 

Unlike other single cell characterization methods, DEP studies the responses of a 

group of cells.  For this purpose, collection rates of the cells in different frequencies 

are investigated, which enables depicting the DEP spectrum of the cells over a 

specific frequency band.  Duncan et al. have used the DEP collection method to 

study the transfer rate of different ions in drug sensitive and MDR leukemia cancer 

cells (K562) [48].  They have used ion channel blocker agents to study the 

contribution of chloride, potassium, and calcium ions to the cytoplasmic 

conductivity of the sensitive and the MDR cells.  Cells are characterized by manual 
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counting of the cells collected at the needle electrodes.  The dielectric properties of 

the cells are determined by fitting the measured spectra to the single-shell model.  It 

has been shown that, the contribution of potassium and calcium ion remain constant 

in sensitive and MDR cells, while the chloride activity has increased three times in 

resistant cells.  Chin et al. has used the same method to detect apoptosis after drug 

injection (staurosporine) to the K562 cell, by studying the changes in the dielectric 

properties of the cells [49].  For this purpose, collection rates of cells in a frequency 

range of 10 kHz to 3 MHZ are fitted to the single-shell model.  Labeed et al. has 

studied the influence of the MDR modulators on reversal of MDR mechanism using 

the DEP spectrum method [50].  Many studies have shown that the mechanism of 

development of MDR could be reversed after treatment with MDR modulators.  For 

this purpose, the dielectric properties of K562 and its MDR derivatives were studied 

using DEP and flow cytometry, both before and after treatment with the MDR 

reversal agent (XR9576).  It has shown that, although there are significant 

differences between the electrical properties of sensitive and MDR cells, there is no 

significant change after treatment with the MDR reversal agent.   

A more accurate approach to determine the cells dielectric properties is fitting the 

measured DEP spectra to the double-shell cell model.  This method is able to 

determine the dielectric properties of the cell nucleus.  Implementation of double-

shell model is presented in studies of Haung et al. [58].  They have utilized a 

polynomial quadrupole electrode configuration to study the DEP responses of the 

viable and nonviable yeast cells.  The measurement was performed in the frequency 

range of 1 kHz ï 10 MHz. 

1.3.2 DEP Crossover Frequency 

In addition to extract the DEP spectra, determination of the DEP crossover 

frequencies can be used to extract the dielectric properties of the cells.  At the 

crossover frequency, the effective DEP force applied to the particle becomes zero; 

therefore the lateral movements of the particles are ceased.  For this purpose, DEP 

response of the particles is studied over a wide frequency band and the frequencies 

in which the motion of the cells is ceased is found.   
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Vykoukal et al. has used this method to study the dielectric properties of leukocyte 

subpopulations, using a DEP device with gold electrodes patterned on the polymer 

substrate [57] (Fig. 1.14).  They have shown that the T-lymphocytes, B-

lymphocytes, monocytes, and granulocytes have distinct membrane dielectric 

properties.  This could be utilized in separation and discrimination of leukocytes 

using label-free systems, based on the size and dielectric properties of the cell.  

Pethig et al. [51] has used the same method in the determination of membrane 

capacitance and conductance of insulin secreting cells.  They determined the DEP 

crossover frequencies of the cells using polynomial quadrupole electrodes, in five 

distinct media with varying conductivities.  Obtained crossover frequencies were 

used in the slope and intercept method.  In this method, a straight line is fitted to the 

data points of the crossover frequencies versus the medium conductivity.  The cell 

membrane capacitance and conductance can be calculated, using the slope and 

intercept of the fitted line, respectively. 

 

 Figure 1. 14: DEP device for dielectric characterization of the leukocytes. (A) 

Photograph of the device with microfluidic reservoirs, and electrical connections. 

(B) Castellated electrode arrays for determination of crossover frequency. (C) 

Device under operation.  Arrows and circles show eosinophils and erythrocytes, 

respectively [57].  

Broche et al. presented the dielectric characterization of oral squamous cell 

carcinoma (OSCC) (H357) and human HPV-16 transformed keratinocyte cell line 

(UP33), using the DEP crossover frequency method [56].  The DEP collection data 

and DEP crossover frequencies of the cells were measured in the frequency range of 

1 kHz ï 16 MHz.  Results approve that the dielectric properties of these two cell 

lines differs significantly, which facilitates the separation and detection of the H357 

and the UP33 cells using DEP method.  

A 
B C 
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In addition to the dielectric properties of the cell membrane, this method can be 

utilized in the calculation of the dielectric properties of the cell interior [6]. This 

method is highly sensitive to any motion induced on the cells other than the DEP 

motion.  Therefore, during the measurements all other external stimuli should be 

eliminated.  Moreover, the exact determination of crossover frequency is not 

possible, and only a frequency range can be specified in which cell motion due to 

DEP force is ceased.  

1.3.3 DEP Motion Analyses 

Another method that is used in the DEP based dielectric characterization of the 

particles is the study of DEP induced motion of the particles.  This method needs a 

highly uniform distribution of the electric field, where the magnitude of the electric 

field can be assumed as constant.  Then, by estimating the effective electric field on 

the cells, the velocity of the cells can be related to the dielectric properties of the 

cells.  Haapalainen et al. utilized this method for dielectric characterization of the 

particles based on their DEP mobility [54].  For this purpose hyperbolic quadrupole 

electrodes were utilized, which produces a linear change in electric field distribution 

throughout the measurement area.  It is claimed that the dielectric properties of 

polystyrene-carboxylate micro-beads are determined by measuring the velocity of 

the particles.  In this study, they have assumed that the magnitude of the electric 

field gradient intensity remains constant over the measurement area; however it can 

be shown by FEM analyses that the variance in electric field magnitude can exceed 

the 20% of central electric field in hyperbolic quadrupole electrodes.  In addition, 

manual measurement of the speed of the moving cells can be a time consuming 

task.  In order to automatize the velocity measurements, Gascoyne et al. developed 

an image processing software to study the lateral motion of a mixed sample of 

mammalian cells in low medium conductivity [59].  The applied frequency is swept 

from 500 Hz to 100 kHz and relative motion of cells is processed to reveal the 

dielectric properties of the cells.  Although, the exact properties of the cells are not 

calculated, they have determined the frequencies, at which different cells can be 

separated. 
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In addition to mentioned methods, different methodologies are developed to study 

the dielectric properties of the cells.  A common approach in DEP studies is 

investigating the DEP response of a group of the cells and single cell analysis is not 

possible using the DEP method.  Although it is a rapid method in cell 

characterization, it is not able to reveal the accurate properties of the biological 

cells.  Fitting the DEP spectra to the single or double-shell model depends 

extremely on the fitting parameters.  Therefore, deviations from the exact cell 

model, can lead to significant errors in the results.  In addition, measurement of the 

crossover frequencies of the cells, results in a range of frequencies in which the 

DEP motion of cells cease and specifying a single frequency is not possible.  The 

viscous damping forces will eliminate the movements of the cells around the 

crossover frequency.  To avoid this fact, a very strong electric field gradient is 

necessary.  However, a strong electric field can cause damages in the cells.  

Moreover, to determine the crossover frequency of the cells, it is necessary to 

eliminate all other forces such as hydrodynamics, which can lead to lateral 

movements of the cells.    

1.4 Electrorotation 

Electrorotation is a non-invasive dielectric characterization method, which is used 

to study the cellsô dielectric properties.  ER is categorized under the AC 

electrokinetics phenomena.  AC electrokinetic is the motion of the micron size 

particles, induced by application of AC signals.  ER is the circular motion of the 

polarizable particles due to application of an external rotating electric field (Fig. 

1.15).  The rotation of the particles is a result of interaction of induced dipole on the 

particles with the rotating electric field.  Therefore, the rotational torque is 

proportional to effective electric field (EEF) distribution.  The rotating electric field 

is generated by application of signals with equal amplitudes with 360º/n phase 

shifted apart to n electrodes [60,61].  Electrodes are arrayed symmetrically around 

the measurement area.  In the literature, extensively quadrupole electrodes with 90º 

phase shifts are used for the characterization.  Different electrode geometries 

including circular (pin) [3], pyramidal [53], and polynomial [1,4,52]  structures are 

used for generating the rotating electric field (Fig. 1.16).   
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Figure 1. 15: Schematic view of the ER device.  The direction of the rotating 

electric field upon application of sinusoidal voltage applied in phase quadrature, and 

the rotation of cells toward the direction of induced moment are shown. 

 

Figure 1. 16: Photograph of the ER device with different electrode geometries. (A) 

Oblate elliptical, (B) Circular, (C) Prolate elliptical, (D) Pyramidal, and (E) 

Polynomial. 

The reproducibility and reliability of the measured rotation rates depend on a 

number of experimental and physical conditions including consistency of the ionic 

concentration and temperature of the medium, and uniformity and sustainability of 

the induced rotational torque (ROT-T) on the particles [62].  It is known that the 

induced rotational torque on the particles under a rotating electric field is spatial-

E 

(A) 

(B) (C) 

(D) 

(E) 



23 

 

dependent.  Therefore, to achieve high accuracy in the measurements and assure 

reproducibility of the collected ER data, a highly uniform EEF distribution with a 

constant magnitude is desirable over the measurement area.  Enhancements in the 

uniformity of the EEF on the x-y plane is reported by investigation of the EEF 

distribution and numerical optimizations of the electrode structures [63ï67].  These 

studies were focused on the surface distribution of EEF on the planar electrodes.  In 

these studies, cells are assumed to be positioned on the device surface [67].  

However, in practical ER measurement, cells are repelled from the device surface 

because of: (i) levitations forces inside the suspending medium and (ii) non-

uniformities of the EEF along the z-direction (in planar structures due to the 

fringing electric field effect).  This leads to manipulation of the particles by DEP 

forces (along the z-axis).  Non-uniformity and variances of the EEF along the z-

direction is considered as a significant drawback of the planar electrodes, which are 

due to the negligible height of the planar electrodes (~300nm) compared to the 

biological cell size (~10 µm).  Previous attempts to extract the experimental ROT-T 

map on the ER devices are limited to the polynomial [66] and circular [68] 

electrodes, which both have planar structures.  Hughes and et al. [66] has studied 

rotation of 203 elliptical latex beads (3 µm × 5 µm) on the devices with polynomial 

planar electrodes to extract the ROT-T map.  The measurements were limited to the 

inter-electrode region of 400 µm × 400 µm, which is shown in Fig. 1.17.  Figure 

17(B) shows the position of the measured cells in the device surface with ±1 µm 

accuracy.  In order to increase the consistency of the obtained results, they have 

used a number of averaging and smoothing methods.  The extracted rotational 

torque map is shown in Fig. 1.17(C). 

Rotation rate of the cells are frequency dependent, and reflects the dielectric 

properties of the cells interior and membrane.  Unlike the DEP method, ER is used 

in the single cell analysis.  This method is capable of determining the exact 

dielectric properties of the cells membrane and the interior.  The frequency 

dependent rotation speeds of particles in media with different conductivities can be 

used to estimate their surface and interior dielectric properties, including membrane 

capacitance (CM), effective membrane conductance (GM), and intracellular 

conductivity (ůi), at the single cell level.  ER have been successfully used in the 
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dielectric characterization of biological cells, including erythrocytes [3,69], 

leukocytes [70ï74], fibroblasts [75], variety of cancer cells [76ï78], and bacterial 

cells [79]. 

 

Figure 1. 17: Experimental study of the distribution of the rotational torque on the 

ER devices.  (A) Polynomial quadrupole electrodes.  (B) Position of the studied 

cells on inter-electrode region of the polynomial electrodes.  (C) Extracted rotation 

rate map.  Averaging and smoothing method is applied to the measurement data 

[66]. 

Different methodologies were utilized in extracting the cells dielectric properties, 

using the ER method.  These methods are based on fitting the experimental ER 

spectrum to the single or double-shell model or use of the governing ER equation 

based on the peak rotation frequencies. 

1.4.1 Fitting the experimental ER spectrum to cell model 

In this method the ER experiment is performed in a medium with a specific 

conductivity.  Then, the ER spectrum of the cells is extracted by studying the 

rotational responses of the cells over a wide frequency range.  Then the ER 

spectrum of the cells is fitted to the single [80] or double shell model [81] of the 

biologic cells. 

Becker et al. demonstrated dielectric characterization of metastatic human breast 

cancer cell lines (MDA231) [1].  They have used a quadrupole polynomial 

electrode array with 400 µm tip-tip distance for the ER experiments.  The ER 

response of the cells was measured in the frequency range of 10 kHz ï 100 MHz to 

(A) (B) (C) 
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form the ER spectrum of the cells.  Dielectric properties of the cells were extracted 

by fitting the ER spectrum of the cells to the single shell cell model (Fig. 1.18).  

They have shown that the dielectric properties of MDA231 cells vary from the 

erythrocytes and T lymphocyte cells, which enable use of the DEP method in 

detection and separation of breast cancer cell from normal blood sample.  In 

addition, they demonstrated separation of MDA231 cells from the normal blood 

sample using the DEP method.   

 

Figure 1. 18: Extraction of ER spectrum of the cells to determine the dielectric 

properties.  (A) Schematic of the ER test setup.  (B) ROT spectra for MDA231 cells 

(ö), T-lymphocytes (0), and erythrocytes (æ) in the medium with conductivity of 56 

mS/m.  Each data point is an average of four measurements [1]. 

Gisma et al. presented the characterization of neurospora slime and the Myeloma 

Tib9 cell line using the simultaneous application of the DEP and the ER methods 

[82].  They have used the single-shell cell model for extracting the dielectric 

properties of the cells.  Then by comparing the obtained results from both DEP and 

ER experiments, they have concluded that the single shell cell model cannot 

interpret the exact model of the cells.  They had suggested use of three-shell model 

in determining the dielectric properties of the cells from the DEP or ER spectra.  

They have used a simple measurement setup, by gluing platinum wires to the glass 

slide.  The electrode length was 15mm and the gap between the electrodes was 

about 0.2 mm. 

Use of the double shell cell model is presented in studies of Griffith et al. [74].  

They presented use of gold planar electrodes to study the dielectric properties of 

(A) (B) 



26 

 

human neutrophils upon activation with phorbol myristate acetate (PMA).  They 

have used double-shell model to interpret the biophysical parameters of the cells 

during activation with PMA.  It is important to note that due to large nucleus size in 

neutrophils, use of single-shell method can result in misinterpretation of dielectric 

properties of the cells.  Therefore, double-shell model can describe the role of a 

large nucleus in effective cell permittivity.  

In fitting the ER spectra to the cells model, rotation rate of the cells is sampled in 

10-20 frequency steps over the measurement range, which is generally ranging from 

100s of Hz to 10s of MHz.  Although use of the single or double shell methods are 

well settled method in the dielectric characterization of the cells; it suffers from 

high dependency of the cells dielectric properties on the fitting algorithm.  

Therefore, small divergence from the actual cell model can alter the determined 

dielectric properties significantly.  A more convenient and accurate method is the 

exact determination of the peak rotation frequencies of the cells and use of the 

effective complex permittivity equation to calculate the dielectric properties of the 

particles. 

1.4.2 Peak Rotation Frequency 

In this method, the peak rotation frequencies of the biological cells are determined 

in media with varying conductivities.  Then, using the mathematical expression of 

the effective complex permittivity of the cells, the dielectric properties of the cells 

are calculated.  There is a wealth of literature in the characterization of the cells 

using the peak rotation frequencies, and a comprehensive description can be found 

in the recent publication of Lei et al. [6].  They have modified the theory for 

extracting the cell dielectric properties from the low frequency peak rotation 

frequencies.  In addition, optimizations are performed on utilization of the effective 

complex permittivity of the cells.  Different levels of approximation, that enables 

calculation of the cell membrane and interior dielectric properties based on 

conductivity of the medium and the limitations on the measured peak rotation 

frequency was presented.  An early study of the ER was presented by Arnold et al. 

[83].  They have investigated the dielectric properties of the latex particles with 

diameters of 5-10 µm, in the media with conductivities ranging from 2 to 16 µS/cm.  
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They have studied the rotational response of the particles in the frequency range 30 

ï 1000 kHz, to determine the peak rotation frequencies.  Moreover, they have 

studied the dependence of the peak rotation frequency on conductivity of the 

medium and the frequency of the electric field.  In these methods, both low and 

high frequency rotation peaks can be used in the determination of dielectric 

properties.  A most commonly used approach is, determination of the low frequency 

peak rotation frequencies of the cells inside more than three mediums with varying 

conductivities.  Subsequent to specification of the peak rotation frequency, a 

straight line is fitted to the data points of the peak rotation frequencies and cell 

radius versus the medium conductivity.  The slope and intercept of the obtained line 

is used to calculate the cellsô effective membrane capacitance and conductance.  

This method has been utilized to characterize the membrane and interior dielectric 

properties of various cells in the literature [51ï53,84ï87].  

Pethig et al. [51] has determined the membrane capacitance and membrane 

conductance values  for insulin secreting cells.  ER peak rotation and DEP 

crossover frequencies of the cells are measured in five distinct medium 

conductivities (11.5 -101.4 mS/m) to be used in slope and intercept method.  

Chuang et al. [87] reported use of the same method in characterization of HL-60 

cells activated by nanoparticles.  They have studied the effect of nanoparticle 

uptake on dielectric properties of HL-60 cells.   

This method provides a more accurate and reproducible results than previous ER 

methods.  However, dealing with complex equations to extract the interior dielectric 

properties of the cells, can be confusing.  Because of the nonlinear nature of the 

equations, analytical methods cannot lead to a valid solution.  Therefore, a special 

attention should be directed to applied approximations on the parental equation of 

the effective complex permittivity of cell.  These approximations are applied on the 

conductivity of the medium and the frequency range, in which cells are tested, 

aiming to simplify the core equations.  In the slope and intercept method, generally 

low frequency (DC limit) approximations are applied, which confines the 

conductivity of the medium and the extracted peak rotation frequency range.  In 
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order to obtain reliable results, the measurement should be carried out in the 

specified range by the theory [6]. 

1.4.3 Novel ER Devices  

In addition to discussed methods, new techniques are being introduced in 

implementation of the ER method in dielectric characterization of the single cells.  

These techniques combine the microfluidics and different AC electrokinetic 

phenomena, in order to enhance the performance, accuracy, and speed of the ER 

method.  

One of these approaches is the development of video or image processing programs 

for automated ER experiments, to overcome the difficulties related to tedious 

manual measurements.  In this method, video processing algorithms are being 

developed to recognize the rotation of the cells under the ER.  In addition, these 

programs are able to provide numerical results, like the rotation rate, cell position, 

and cell size [88ï91].  

De Gasperis et al. has developed a video processing algorithm with real-time vision 

algorithm for the automated analyses of the cell motion and rotation [88]. This 

system is able to extract the cell rotation spectra for the frequencies ranging from 1 

kHz to 200 MHz in less than 5 minutes.  In order to increase the accuracy of the 

system, laser tweezers were used for trapping and immobilization of the cells.  

Figure 1.19 shows the experimental setup for automated ER measurements.  One of 

the challenging issues in ER tests is the immobilization of cells in their position 

while a rotating electric field is applied.  Because of non-uniformities in the applied 

electric field, cells or particles present a lateral movement toward or away from the 

electrodes under influence of the DEP force.  It is important to confine the position 

of the cells while performing ER measurements, in order to stabilize the amplitude 

of the rotational torque.  This increases the reliability of the collected data and 

eliminates the influence of non-uniformities of the electric field on the cells 

rotation.  Different methodologies are suggested and developed for immobilizing 

cells including use of laser tweezers [73,92ï96] and DEP-cages [93,96,97].   
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Figure 1. 19: Diagram of an experimental setup for automated ER measurements 

[88]. 

Among these methods DEP-cages are more appropriate for on chip purposes.  

Although use the laser tweezers is an approved method in controlling the position of 

the cells, it is not cost effective.  In addition, due to installed external apparatus, it 

reduces the flexibilities of the ER systems.  The most recent utilization of DEP-cage 

is presented in studies of Han et al. [70].  They have used simultaneous n-DEP with 

ER to perform the characterization.  Figure 1.20 presents the schematic of the ER 

device, with eight 3D electrodes.  They have used the proposed device in successful 

characterization of human leukocyte subpopulations.  Although simultaneous use of 

n-DEP and electrorotation technique can increase the reliability of obtained data by 

eliminating the lateral movements of the cells due to p-DEP forces, it can alter the 

ER spectra of the cells due to simultaneously applied DEP signals.  In other words, 

the cells are experiencing a combination of two sets of electrical signals and their 

responses to each signal vary from each other.  Therefore, the recorded rotation 
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rates of the cells can be affected from the applied DEP signals.  Table 1.1 

summarizes the utilized methods in dielectric characterization of the different cell 

lines and biological particles. 

 

Figure 1. 20: The schematic of the ER devices, with eight electrodes.  The DEP 

electrodes are utilized to trap the cells in the center of the device, using n-DEP 

force.  Applied sinusoidal signal in phase quadrate through the ER electrodes is 

used to induce the rotational torque on the cells [70]. 

Table 1. 1:  Literature survey of utilized methods in characterization of biologic 

particles. 

Method Studied Cell Test condition Sub-Method Ref. 

µ-EIS 

HeLa cell 1-100 kHz Micro-pillars [37] 

HeLa cells 300kHz Hydrodynamic [38] 

Metastatic neck and head 

cancer 
40-10 MHz Negative-pressure [35] 

Hela 1-100kHz (ACET) and (n-DEP) [34] 

L929 cell 1 Hz - 1MHz Insulator well [36] 

IFC 

Human erythrocytes and 

latex beads (5-8 µm) 

100 kHz - 15 

MHZ 
µ-CPC [12] 

Polystyrene beads and RBCs 350 kHz- 20 MHz - [9] 
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Table 1. 1 (continued) 

IFC 

T-lymphocytes, monocytes 

and neutrophils 
0.5-30MHz FAC [11] 

g-RBC, p-RBC, and u-RBC 10 kHz to 1 MHz Liquid electrodes [25] 

Mixture of three algae 

(Galbana,Rhodosorus m., 

Synechococcus sp.) 

1 kHz - 100 MHz FAC [18] 

DEP 

Insulin secreting cells 48.7-101.4 mS/m 
DEP crossover 

(Polynomial) 
[5] 

RBCs 1 kHz -2 MHz - [98] 

Leukocyte subpopulations 10 kHz to 1 MHz DEP crossover freq.  [57] 

DEP 

Sensitive and MDR K562 

cells 
2.5 mS/m 

Collection rate 

(single shell) 
[48] 

K562 10 kHz - 3 MHz 
Collection rate & PI 

dye 
[14] 

K562 and MDR (DOX) + 

MDR reversal agent 

10kHz - 3MHz 

2.5 mS/m 

Collection rate & 

flow cytometry 
[50] 

Polystyrene-carboxylate 

micro beads 
- DEP mobility [54] 

Oral squamous cell 

carcinoma (OSCC) (H357) 

and human HPV-16 

transformed 

keratinocyte cell line UP33 

1 kHz- 16 MHz 
DEP crossover and 

collection rate 
[56] 

Mixed population of 

mammalian cells 
500 Hz - 100kHz 

Collection rate & 

image processing 
[59] 

Yeast cells 1 kHz - 10 MHz 
DEP collection rate 

& ER 
[58] 

Latex beads 
30 ï 1000 kHz, 

2 - 16 µS/cm 
- [99] 

MDA231 
10 kHz ï 100 

MHz 
Single shell model [83] 

Neurospora slime and the 

Myeloma Tib9 cell line 

1 kHz -10 MHz, 

3.6 - 35.5 mS/m 

Single and three shell 

model 
[82] 
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Table 1. 1 (continued) 

ER 

Human neutrophils upon 

activation with phorbol 

myristate acetate (PMA) 

1 Hz -20 MHz Double shell model [74] 

 

Insulin secreting cells 

 

10 kHz - 10 MHz, 

11.5 - 101.4 

mS/m 

slope and intercept [5] 

 

1.5 Research Objectives and Thesis Organization 

This thesis presents the design, fabrication, characterization, and implementation of 

ER devices with 3D electrodes for the dielectric characterization of biological cells.  

In addition, it presents design and fabrication of a DEP chip, for separation of 

cancer cells from the human leukocytes mixture. 

The main objective of this thesis is the exact determination of the dielectric 

properties of the cancer cells and their MDR derivatives, for studying the feasibility 

of application of the DEP method in the separation of these cells.  For this purpose, 

following studies are carried out: 

Following steps presents, systematic approach in realizing ER device for dielectric 

characterization of cancer cells and their MDR counterparts: 

¶ Study of the theory of the ER and classification of the ER methods to 

evaluate the feasibility of determining the exact dielectric properties of 

cells, using ER method. 

¶ Development of the test procedure and designing the test setup. 

¶ ER tests with the first generation of the ER chips (with planar pyramidal 

electrodes) and investigation of the ability to control the motion of the 

cells under ER phenomena.  The initial tests were performed using yeast 

cells. 

¶ Studying the accuracy and reproducibility of ER measurements on planar 

electrodes, and move toward 3D electrodes. 

¶ 3D electrostatic analyses (COMSOL) of distribution of the electric field 

on the ER devices with 3D electrodes, followed with optimizations on the 

electrode geometries and other effective parameters. 
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¶ Design and fabrication of the 2
nd

 generation of ER devices with 3D 

pyramidal electrodes.  The fabrication of these devices was accomplished 

using four masks. 

¶ Improvements in the test setup to eliminate the problems related to the 

alternating phase of the applied electrical signals in phase quadrature. 

¶ Development of the methods to extract the dielectric properties of cells 

from their frequency dependent rotation rates. 

¶ Test and experimental study of performance of the 3D ER electrodes. 

¶ Design and fabrication of the 3
rd

 generation of the ER devices with six 

different electrode geometries (3D electrodes). 

¶ Torque characterization of the ER devices with different electrode 

geometries, to come up with the best electrode type for the ER tests. 

¶ Improvements in the utilized equation for determination of the dielectric 

properties of the cells from their rotational spectra.  Four different levels 

of approximation are utilized for calculating the dielectric properties of the 

cells. 

¶ Development of an automated MATLAB algorithm for calculation of the 

dielectric properties of the cells using the obtained results from the ER 

experiments. 

¶ Utilization of ER devices with 3D polynomial electrodes in dielectric 

characterization of following cells. 

o K562 human leukemia cells 

o Imatinib resistant K562 with three levels of resistance (0.2, 0.3, 

and 0.5 µM) to imatinib. 

o Doxorubicin resistant K562 with three levels of resistance (0.1, 

0.3, and 0.5 µM) to doxorubicin. 

o MCF7 human breast cancer cells. 

o Doxorubicin resistant MCF7 with 1000 nM resistance. 

Following steps are followed in the design and fabrication of the DEP devices with 

3D contactless electrodes, which benefits from floating potential electrodes: 

¶ Study of the theory of DEP and its various applications in cell separation. 
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¶ MATLAB simulations for determining the response of blood and cancer 

cells under the application of an AC electric field with varying frequency. 

¶ Design and simulations of the DEP devices with potentially floating 

electrodes, for separation of cancer cells from leukocyte mixture.  The 

COMSOL simulations show 100% efficiency in separation of cancerous 

cells using these devices. 

¶ Initial tests with the DEP devices and successful separation of K562/IMA 

and K562/DOX under p-DEP and n-DEP. 

The organization of the thesis is as follows: 

Chapter 2 provides the necessary background theory and important equations 

governing the AC electrokinetics.  Moreover, the electrical modeling of the 

biological cells is provided.  Then the response of biological cells in AC electric 

fields is studied using an automated MATLAB algorithm. 

Chapter 3 describes the utilized methods in relating the frequency dependent 

rotation rate of the cells to their structural dielectric composition.  Then, using the 

equation of the effective complex permittivity of cell, different levels of 

approximations are introduced for dielectric characterization of biological cells.  In 

this Section, the automated MATLAB program is presented.  This program is used 

for calculation of dielectric properties of cell membrane and interior. 

 

Chapter 4 presents the design and simulation of the different ER devices, utilized in 

this study.  Then a comparison in made on the electrical characteristics of the planar 

electrodes (1
st
 generation) and the 3D electrodes (2

nd
 and 3

rd
 generations).  In 

addition to the FEM analyses, experimental studies of the rotational rate of the cells 

are performed.   

Chapter 5 presents the utilized microfabrication techniques in the fabrication of the 

different generations of the ER devices. 

 

Chapter 6 presents the dielectric characterization of the cancer cells using the 3
rd
 

generation of the ER devices.  The dielectric properties of 9 cell lines were 

determined using the ER technique.  These cells are K562 human leukemia cells 
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and its multidrug resistance (MDR) counterparts, including the imatinib resistant 

(K562/IMA-0.2, 0.3, 0.5 µM) and doxorubicin resistant cells (K562/DOX-0.1, 0.3, 

and 0.5 µM).  In addition, the dielectric properties of the human breast cancer cells 

(MCF7) and its doxorubicin resistant (MCF7/DOX-1000 nM) derivation were 

measured using this technique. 

 

Chapter 7 presents the design, simulation, and the fabrication of MEMS based 

dielectrophoresis (DEP) device for separation of the K562 human leukemia cancer 

cells and its multidrug resistance (MDR) counterparts from the human leukocytes 

mixture.  

 

Finally, in chapter 8, thesis conclusion discussing the accomplished tasks in this 

study and possible future works are presented.   
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CHAPTER 2 

 

 

THEORY  

 

 

 

The rotation of the dielectric particles is generally described by the dipole moment 

theory.  By using this method, one can formulize the rotational torque expression 

for spherical particles inside an AC electric field.  For this purpose, exact 

knowledge of the dipole formation and the mechanism related to the torque 

generation is essential. 

2.1 Dipole Formation 

The starting point to describe the rotational motion of particles under an AC electric 

field is to comprehend the mechanism of dipole formation.  The induced dipole on a 

particle, placed in an AC electric field, consists of equal but opposite distribution of 

+q and ïq charges in the cell membrane or interior layers (Fig. 2.1).   

Under a non-uniform distribution of the electric field, two charges will experience 

different forces.  If the dipole size is small enough to satisfy the following 

assumption, Ὠᴼπ then the well-known expression for the dipole force is 

obtained:  

Ὂ ὴȢɳὉ (1) 
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Figure 2. 1: Representation of the dipole formation upon application of an electric 

field on the particle. 

It can be inferred from Eq. 1 that the dipole force is exerted on the particle only if 

the external field has a non-uniform distribution (ɳὉ π).  The above equation is 

an approximation of the force exerted on a physical particle, known as the 

dielectrophoretic approximation.  This approximation is generally satisfied in the 

practical application, due to the larger size of the electrodes compared to biological 

particles.  In other words, above expression is valid if the size of the non-

uniformities of the electric field is larger than the particle size.   

2.2 Applied Effective Moment on the Dipole 

Consider a homogenous particle of radius R with the permittivity and the 

conductivity of ‐ and „, respectively.  The particle is immersed in a liquid 

medium with the permittivity, conductivity, and the dynamic viscosity of ‐ , „ , 

and ɖ, respectively.  If the external electric field Ὁὸ, is introduced as: 

Ὁὸ  Ὁ ÃÏÓ‫ὸ ὥ ÓÉÎ‫ὸ ὥ  (2) 

+q 

-q - 

+ 
 

x 

y 

z 

Dipole 
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where,  ὥ and ὥ are the unit vectors along the x and y axis, the particle presents a 

circular rotating behavior.  We could rewrite the Eq. 2 based on the phasor 

expression as below: 

Ὁὸ Ὁ ὥ Ὦ ὥ  (3) 

The generated electrostatic potential ɮ  due to the presence of the dipole with 

the effective moment of ὴ  inside the medium, is described as [100]: 

ɮ  
ὴ ÃÏÓ—

τ“ ‐Ὑ
 (4) 

where, R and — are the angle and the radial distance from the origin in the polar-

coordinates, respectively.  For the case of spherical dielectric particles, the effective 

dipole moment can be described by below expression: 

ὴ τ“ὑὙὉ (5) 

K is the Clausius-Mossotti factor (FCM) and represents the polarizability of the 

particle compared to the suspension medium.  In other words, FCM describes the 

frequency dependent response of a polarizable particle in interaction with an AC 

electric field.  This factor depends on the dielectric properties of the particle and the 

medium and the frequency of the electric field.  The FCM can be calculated using 

below expression for the spherical lossless dielectric particles: 

Ὂ
‐ ‐

‐ ς‐
 (6) 

However, above equation generally does not describe the polarizability of the 

biological particles.  Biological particles are categorized under the dielectric 

particles with loss in an AC electric field.  There are many dissipation mechanism 

and relaxation phenomena correlated with the frequency of the electric field, which 

determine the behavior of the biological particles.  Therefore, the effective 

conductivity and permittivity of the biological particles depend on the frequency of 

the applied AC electric field.  For these particles, the dipole moment changes to the 

complex effective dipole moment, therefore the Clausius-Mossotti factor becomes a 
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function of the complex permittivities of the particle and the medium.  Hence, the 

general form of the Clausius-Mossotti factor should be employed to interpret the 

behavior of the dielectric particles with ohmic or dielectric loss in an AC electric 

field (Eq. 7). 

Ὂ ‫
‐ᶻ ‐ᶻ

‐z ς‐ᶻ
 (7) 

where,  ‐ᶻ and ‐ᶻ  are the complex permittivity of the particle and the medium, 

respectively.  It is important to note that, Eq. 7 changes to the general expression of 

behavior of a dielectric particle by substituting the expressions of complex 

permittivity of the particle and the cells, which are shown as below: 

‐ᶻ  ‐  Ὦ
„

‫
 

‐ᶻ  ‐  Ὦ
„

‫
 

(8a) 

 

(8b) 

Equations 8a and 8b reveal the dependence of the dielectric properties of the cell on 

the frequency of the electric field ‫ .  When a dielectric particle is placed in an 

AC electric field, depending on the frequency of the electric field and the 

permittivity and conductivity of the particle and the medium, varying moments are 

induced on the particle.  In addition, different dissipation levels and relaxation 

mechanisms are dominant in each frequency range, which assess the behavior of the 

dielectric particle.  In order to emphasize on these mechanisms we can rewrite the 

Eq. 7 by substituting Eq. 8a and b: 

Ὂ ‫
„ „

„ ς„
 Ȣ  
Ὦ†‫ ρ

Ὦ†‫ ρ
 (9) 

where, 

†  
‐ ς‐

„ ς„
 

†  
‐ ‐

„ „
 Ȣ 

(10a) 

 

(10b) 
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In the above equation, †  is the characteristic relaxation time constant and is a 

simple explanation of the Maxwell-Wagner interfacial polarization theory, and † is 

the charge relaxation time constant.  Low or high frequency behavior of the cells 

under application of an AC electric field with angular frequency of can be studied ‫ 

at .‫ᴼЊ, respectively ‫ᴼπ or 

In the low frequency or DC limit approximations, the conductivities of the particle 

and the medium are the determinant elements of the Clausius-Mossotti factor.  

However, in the high frequency range, the permittivities of the particle and the 

medium have the dominant role on the Clausius-Mossotti factor. 

ÌÉÍ
ᴼ
Ὂ ‫

„ „

„ ς„
 

ÌÉÍ
ᴼ
Ὂ ‫

‐ ‐

‐ ς‐
 

(11a) 

 

(11b) 

2.3 Electrorotation 

The rotational torque exerted on a dielectric particle under application of a 

uniformly rotating AC electric field can be expressed based on the effective dipole 

moment expression (Eq. 5).  The time dependent torque applied to the particle can 

be expressed using below equation: 

Ὕὸ  ὴ ὸ  Ὁὸ (12) 

The above equation consists two sections, a time-averaged term with a constant 

magnitude and a time-varying term with a frequency equal to the twice of the 

frequency of the applied electric field.  Jones et al. has stated that, for the particles 

with sizes in the range of 1-1000 µm, the motions induced by the time-varying 

component of the electric field is extremely damped by the viscosity of the medium 

[60,100].  Therefore, only the time-averaged component can play a significant role 

in the rotation of the particle.  The time averaged rotational torque exerted on a 

particle is expressed using below equation: 

Ὕὸ   τ“‐ὙὍάὊ ‫ Ὁ  (13) 
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In the above equation, the dependence of the rotational torque on the applied 

frequency is determined by the imaginary part of the Clausius-Mossotti factor.  A 

more general case is to consider a homogenous dielectric particle with ohmic loss 

rotating in a conductive medium.  If the medium is subjected to a uniformly rotating 

AC electric field, the induced rotational torque on the particle can be determined 

using below expression: 

Ὕ
φ“‐ὙὉ ρ

†
† †‫

ρ ς
‐
‐ ρ  

„
ς„ ρ †

 (14) 

In the above equation, † and † are the charge relaxation time constants of the 

medium and the particle, respectively.  In practical applications, the rotation of the 

cells is the result of the force balance between the rotational torque and the viscous 

damping acting on the particle.  In the steady-state condition, there will be 

equilibrium between the rotational torque and the damping forces in the medium.  

Generally ER is applied to the particles with radii of less than 250 µm; therefore the 

laminar viscous torque formula can be used, which is: 

Ὕ  ψ“–Ὑɱ (15) 

where, ɱ is the angular velocity of the particle.  By imposing the equilibrium 

condition of Ὕ Ὕ π, the generally used expression for the rotation speed of 

the cell under ER phenomena can be obtained as below: 

ɱ  
‐ὍάὊ Ὁ

ς–
 (16) 

By substituting the Eq. 9 in the above equation, the full expression of the rotation 

speed of a particle in relation to the dielectric properties of the medium and the 

particle can be presented as below: 

ɱ   
σ‐„„ †  † Ὁ

ς– „ ς„ ‐ ς ‐
 

†‫

†‫ ρ
Ȣ (17) 

According to the above equation, the ER spectrum of a multi-layered particle 

consist a set of positive and negative rotation peaks.  The ER spectrums of the 
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protoplast cells generally consist of two peak rotation frequencies.  The positions of 

the peaks depend on the dielectric properties of the cells and the medium, and are 

specified by the characteristic relaxation time constant.  

2.4 Cell Modeling 

2.4.1 Theory  

Cells are the most basic functional units of the complex biological systems.  In 

addition, the molecular composition of the cell membrane and the interior are 

subject to complex regulation mechanisms, which help cells to adjust their living 

conditions.  Cells are composed of different layers including cell membrane, 

cytoplasm, nucleus and many other sub-cellular structures (Fig. 2. 2).  Modeling of 

the complex structure of the cells with its equivalent electric models needs a deep 

knowledge in the physics of each layer.  Different approaches are used in the 

modeling of the biological cells with its equivalent electrical circuits (Fig. 2. 3).   

 

Figure 2. 2: Interior structures of a single cell. 

(Figure from www.slideshare.net) 

A more general approach is the use of multi-shell model of the cells [101].  In this 

method, each layer of the cell is replaced by its equivalent electrical element and 

each layer of the cell is assumed to be positioned concentrically.   
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Figure 2. 3: Equivalent electrical model of a single cell.   

(Figure from www.biotele.com) 

In the single-shell cell model, the cell is modeled as a cell interior, consisting of 

cytoplasm and nucleus, and a resistive cell membrane.  For a cell with radius R and 

membrane thickness of ‏ the equivalent complex permittivity of the cell is 

described by below expression: 

‐z ‐  Ὦ„ ‐ᶻ
ὙȾὙ ‏ ς‐ᶻ ‐ᶻ Ⱦ‐ᶻ ς‐ᶻ

ὙȾὙ ‏ ‐ᶻ ‐z Ⱦ‐ᶻ ς‐z
 (18) 

where, ‐ᶻ  and ‐ᶻ are the complex permittivities of the cell membrane and the 

cell interior, respectively.  In addition, ‐ and „ represent the effective permittivity 

and conductivity of the particle.  For the mammalian cells, the membrane thickness 

is at least three orders smaller than the cell radius, therefor the  Ὑ  term can be ‏

replaced with radius of the cell with a high degree of confidence in the above 

equation.  For studying the frequency response of a cell, which is modeled using the 

single-shell model and exposed to an AC electric field, the expression of the 

effective complex permittivity of the cell is replaced with the complex permittivity 

of the cell in Eq. 7.  

In addition to single shell modeling, double or triple shell modeling are possible 

(Fig. 2.4).  For this purpose, the Eq. 18 should be consecutively applied to the 
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internal layers of a cell aiming to obtain the equivalent dielectric properties of each 

cell layer.  Generally, this method is applied to the cells with more complex interior 

structure or for the cells with larger nucleus that can influence the dielectric 

properties of the whole cell.  For this purpose, the Eq.18 should be applied to the 

most inner layers of the cell.  For a double shell modeling, below procedure should 

be followed: 

1.  ‐ᶻ ᴼ‐ᶻ and ‐ᶻᴼ‐ᶻ  Č  1 effective 

2. ‐ᶻ ᴼ‐ᶻ and ‐ᶻᴼ‐ᶻ  Č  2 effective 

Above method can be applied for extracting the higher order shell models of the 

particles. 

An example of application of the double-shell model is used in modeling of the 

yeast cells [4] and neutrophils [5].  In the below section, use of double shell 

modeling will be presented for the neutrophil. 

 

Figure 2. 4: Multilayer shell approach for determining the effective permittivity of 

the double-shell model.  (A) A cell with 3 layers.  (B)  Determination of effective 

permittivity of the layers 1 and 2.  (C) Determination of effective permittivity of the 

layers 1-effective and 3. 
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2.4.2 DEP and ER Spectra of Neutrophils 

Neutrophils are the most abundant subpopulation of the human leukocytes, 

constituting up to 60% of the total leukocyte population.  These cells have a 

segmented nucleus which is divided into several parts (Fig. 2. 5).  Because of the 

large nucleus size, use of single-shell model can lead to misinterpretation of 

dielectric properties of the cell.  Therefore, the double-shell cell model is used in 

study of the dielectric response of neutrophils.   

 

Figure 2. 5: A single neutrophil with segmented cell nucleus. 

The dielectric properties of each layer of the neutrophils are presented below in 

Table 3.1 [74]. 

Table 2. 1: Dielectric properties of neutrophils. 

cell radius (µm) 6 

cell membrane thickness (nm) 8  

nucleus radius (µm) 3.5 

nuclear membrane thickness (nm) 20  

medium conductivity (mS/cm) 0.4 

medium permittivity 79‭ 

cell membrane conductivity (mS/cm) 10e-11 

cell membrane permittivity 6.2 ‭  

cytoplasm conductivity (mS/cm) 3 

cytoplasm permittivity 60 ‭ 

nucleoplasm conductivity (mS/cm) 13.5 

nucleoplasm permittivity 52 ‭ 
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For the double-shell modeling of the neutrophils, an automated MATLAB program 

with implemented double-shell equations is utilized.  This program uses the 

dielectric properties of each layer of the neutrophils as the inputs and plots the 

imaginary and real part of the Clausius-Mossotti factor as the output.  In addition to 

the dielectric properties of the cells, the dielectric properties of the medium can be 

adjusted.  The plotted output shows the frequency response of the cell in the 

frequency band of 1 Hz to 1 GHz.  The MATLAB code is presented in Appendix A. 

The designed graphical user interface (GUI) of the MATLAB algorithm is shown in 

Fig. 2.6.  For determination of the imaginary and real part of the FCM the dielectric 

properties of the neutrophils are inserted as the inputs of the program.  The 

conductivity and relative permittivity of the medium is assumed as 1 mS/m and 78, 

respectively.  The plotted FCM for the neutrophils is shown in Fig. 2.7. The 

imaginary and real part of the FCM is plotted using green and red lines, respectively.  

Because of using the double-shell layer, two peak rotation frequencies are obtained 

for the cell, representing the relaxation constant of the cell membrane and the cell 

interior.   

 

Figure 2. 6: The graphical user interface of the implemented MATLAB algorithm 

for calculating the frequency dependent response of cells inside an AC electric 

field. 
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Accordingly, two crossover frequencies are obtained for the real part of FCM.  The 

real part of the FCM represents the DEP response of a cell under a non-uniform AC 

electric field.  However, the imaginary part of the FCM shows the rotational response 

(ER) of a cell under application of a uniformly rotating AC electric field.  As shown 

in Eq. 9, in addition to the dielectric properties of the cell, the FCM depends on the 

dielectric properties of the medium.  In order to better show this fact, the FCM is 

depicted for the neutrophils in three media with varying conductivities.  

Figure 2.8 shows the FCM factor in media with conductivities of 1, 5, and 10 mS/m.  

It can be inferred that, with the increase of the conductivity of the medium, the peak 

rotation and DEP crossover frequencies of the cell shift to higher frequencies.  In 

addition, with increase in the conductivity of the medium, the magnitude of the 

peak rotation frequencies decreases.  The same trend can be seen for the maximum 

values of the real part of the Clausius-Mossotti factor (DEP response). 

 

Figure 2. 7: Double-shell modeling of imaginary and real part of FCM for the 

neutrophils. 



49 

 

 

Figure 2. 8: Imaginary and real part of FCM inside three media with different 

conductivities. 
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CHAPTER 3 

 

 

DIELECTRIC CHARACTERIZATION  

 

 

 

This section describes the use of the ER method in determination of the dielectric 

properties of the biological cells.  The current ER theory is based on the use of low-

frequency peak rotational frequency for the dielectric characterization of the 

biological cells.  The method uses the equation of the effective complex permittivity 

of the cells, and applies different approximations to estimate the dielectric 

properties of the cells.  Lei et al [6] has investigated the previously used theory and 

methods of ER dielectric characterization and has categorized the equations by 

applying limitation on the applied frequency range and the medium conductivities.  

Due to nonlinearity of the Eq. 18, the conventional analytical methods are not 

applicable to extract the dielectric properties of the cells.  Therefore, different 

methods were used to simplify the equation by applying different limitations on the 

measured peak rotation frequency or the conductivity of the medium.  Therefore, 

simplified equations can realize the determination of the dielectric properties of the 

cells by studying the frequency dependent ER response of the biological cells. 

For a specific cell line, with known dielectric properties, the frequency dependent 

ER response of a cell can be obtained by plotting the imaginary part of the 

Clausius-Mossotti factor (Eq. 19).  This plot shows the peak rotation frequencies of 

the cell, which are the maxima points of the Ὂ ‫ . 
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Ὂ ‫ Ὂ ‫ ὮὊ ‫
‐ᶻ ‐ᶻ

‐z ς‐ᶻ
 (19) 

At coming sections, four different levels of approximation, applied to the equation 

of the effective complex permittivity of the cell, will be presented.  Then the 

proposed methods of extracting the dielectric properties of the cells will be 

discussed.  In all of these methods, the dielectric properties of the cell membrane 

are determined using the slope and intercept method.  Therefore, as the starting step, 

the slope and intercept method is introduced in Section 3.1.  Then, in Sections 3.2 

through 3.5, different levels of approximations are investigated.  In Section 3.6, an 

automated MATLAB program for extracting the dielectric properties of the cells 

will be introduced.  Introduced methods in Sections 3.1 through 3.5 are 

implemented in this MATLAB program.  Finally, an example of utilization of this 

program in the calculation of the dielectric properties of K562 human leukemia 

cells is presented. 

3.1 The Slope and Intercept Method 

This method is used in the determination of the effective membrane capacitance 

(ὅ ) and effective membrane conductance (Ὃᶻ ) of cells.  In this method, the 

peak rotation frequencies of the cells are studied in the media with varying 

conductivities.  Subsequent to the determination of the peak rotation frequency, a 

straight line is fitted to the data points of the peak rotation frequencies multiplied by 

the cell radius (Ὢ × Ὑ ) versus the conductivity of the media („ ) in which the 

cells are suspended. 

According to the low frequency approximations, the slope and the intercept of the 

fitted line are proportional to the effective membrane capacitance and the effective 

membrane conductance, respectively. 

According to the presented discussion in Section 2.2, the characteristic relaxation 

time constant († ) provides the positions of the peak rotation frequencies.  

Equation 20 shows the relation between the †  and the peak rotation frequency 

(fpk). 
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ρ
† ς“Ὢ

„ ς„

‐ǿ ς‐
 (20) 

Above equation relates the peak rotation frequency to the dielectric properties of the 

cells.  Rewriting the equation for conductivity of the medium results in below 

equation: 

„
ρ

ς
ς“Ὢ ‐ǿ ς‐ „  (21) 

For the low frequency (DC limit), the effective permittivity and conductivity of the 

cells are approximated using below equation [102,103]: 

‐ ‐ ‐
Ὑ

‏
Ὑὅ  

„ „ „
Ὑ

‏
ὙὋ  

(22a) 

 

(22b) 

where, ὅ  and Ὃ  represents the effective membrane capacitance and the 

membrane conductance of the cell, respectively.  ‐  and „  are the 

permittivity and conductivity of the cell membrane, respectively.  By substituting 

Eq. 22a and 22b in Eq. 21 and performing some mathematical operations, below 

equation is obtained: 

ὙὪ
„

“ὅ

Ὃ Ὑ

ς“ὅ
 Ȣ (23) 

This equation interprets the relation between the dielectric properties of the cell 

membrane and the parameters related to the ER measurements.  Equation 23 is an 

expression of a straight line (ώ άὼ ὧ) with the slope (m) and the intercept (c) 

as defined in Eq. 24.  It is important to note that the permittivity of the medium is 

assumed to be negligible compared to the effective permittivity of the cell (‐ḻ

‐ ).   

ά
ρ

“ὅ
 

ὧ
Ὃ Ὑ

ς“ὅ
Ȣ 

(24a) 

 

(24b) 
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By fitting the obtained data from the ER experiment to the expression of the straight 

line, the slope of the line relates the conductivity of the medium to the effective 

membrane capacitance of the cell.  In addition, the intercept point of the fitted line 

reveals the conductance of the cell membrane (Eq. 24).  In the above equation, 

Ὃ  is replaced with total effective conductance, which includes both 

transmembrane conductance and the surface conductance of the cell (ὑ ) (Eq. 25a 

& 25b).  [51] 

ὧ
Ὃᶻ Ὑ

ς“ὅ

ρ

“ὅ

Ὃ Ὑ

ς

ὑ

Ὑ

Ὑ

ς“ὅ
Ὃ

ςὑ

Ὑ
 

Ὃᶻ Ὃ
ςὑ

Ὑ
 

(25a) 

 

(25b) 

3.2 First Level Approximations 

This method uses the slope and intercept method for determining the dielectric 

properties of the cell membrane, including the effective transmembrane capacitance 

(ὅ ) and the effective membrane conductance (Ὃᶻ ). 

In order to calculate the interior conductivity of the cell, a group of approximations 

should be applied to the expression of the effective complex permittivity of the 

cells.  These approximations are listed as below: 

¶ The first peak rotation frequency of the cell should be below 0.1 MHz 

(‫ πȢρ ὓὌᾀ). 

¶ The conductivity of the test media should be below 1 mS/m („ ρ άὛȾ

ά). 

¶ The permittivity of the medium should be negligible compared to the 

effective permittivity of the cell (‐ḻ‐ ). 

¶ The cell radius is three orders of magnitude larger than the membrane 

thickness (Ὑ‏ ρπ). 

¶ 
‐

‭ ρπ, „ ρπ ὛȾά, and 
‐
‭ ρππ. 
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If all above mentioned conditions are satisfied by the cell structure and the test 

conditions, the effective complex permittivity of the cell can be simplified and the 

effective permittivity and conductivity of the cell can be approximated as below: 

‐

„
‫‭

‐
‭

‏
Ὑ

„
‫‭

‏
Ὑ

‐
Ὑ

‏
 

„ „
Ὑ

‏
Ȣ 

(26a) 

 

 

 

(26b) 

By substituting Eq. 26 in Eq. 20, below equation is obtained for the membrane and 

the interior properties of the cell, based on the properties of the suspension medium 

and the peak rotation frequency: 

ώ Ὃᶻ Ὑ  
ώ

„
ς„   (27a) 

where, 

ώ ‫ ‐
Ὑ

‏
ς“ὅὙὪ Ȣ (27b) 

Equation 27b is a quadratic equation, which naturally has two roots.  The acceptable 

answer for the interior conductivity of the biological cells, are as below: 

ώ ς“ὅ ὙὪ
„

ς
ρ ρ

τ

„
ς„ Ὃz Ὑ  (28) 

In the above equation, fpk and „  are the known parameters from the ER 

measurements, ὅ  and Ὃᶻ  are calculated using the slope and intercept method, 

therefore the only unknown parameter is the cell interior conductivity („ ).  The 

cell interior conductivity can be obtained by solving Eq. 28 using hand calculations 

or in MATLAB. 

3.3 Second Level Approximations 

In the second level of the approximations, the slope and intercept method is utilized 

for determining the dielectric properties of the cell membrane.  In order to reduce 
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the applied limitations on Eq. 18, Eq. 20 and 21 are used as the beginning step.  In 

the first level approximations, we have assumed that the permittivity of the medium 

is negligible compared to the effective permittivity of the cell.  However, depending 

on the cell type, this assumption can lead to errors in the calculated properties of the 

cell.  Therefore, in the second level approximations, we will include the effect of 

permittivity of the medium in the calculations.   

Below is a list of assumptions made in second level approximations: 

¶ The first peak rotation frequency of the cell should be below 0.3 MHz 

(‫ πȢσ ὓὌᾀ). 

¶ The conductivity of the media should be below 10 mS/m („ ρπ άὛȾά). 

¶ The cell radius is three orders of magnitude larger than the membrane 

thickness (Ὑ‏ ρπ). 

¶ 
‐

‭ ρπ, „ ρπ ὛȾά, and 
‐
‭ ρππ. 

By applying these assumptions to the Eq. 18, the effective conductivity and 

permittivity of the cell is obtained as below: 

„

‐
‐ „

„  „
‐‫

‏
Ὑ

 „
‐‫

‏
Ὑ

‐ ‫

„

Ὑ

‏
„

Ὑ

‏
 

(29a) 

 

‐ǿ

„
‐‫

‐
‐

‏
Ὑ

„
‐‫

‏
Ὑ

‐
Ὑ

‏
Ȣ (29b) 

It is important to note that, in this level, the maximum acceptable frequency for the 

peak rotation frequency is increased to 0.3 MHz.  By substituting Eq. 29 into Eq. 21 

below equation is obtained: 

ώ τ“Ὢ ‐
ώ

„
Ὃᶻ Ὑ ς„Ȣ (30) 

This equation relates the dielectric properties of the cell membrane and the interior 

to the measured peak rotation frequency and the conductivity of the medium.  By 
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substituting Eq. 27b in the above equation, a quadratic equation is obtained.  The 

parameters of this equation are as below: 

¶ Ὃᶻ  is calculated using the slope and intercept method. 

¶ ὅ  is calculated using the slope and intercept method. 

¶ Ὢ  is measured using the ER experiments, in media with varying 

conductivities. 

¶ Ὑ and ‏ are known for the tested particle. 

¶ „  is known from each ER experiment. 

Therefore, the only unknown parameter is the interior conductivity of the cell („ ).  

By solving this quadratic equation, below answer is obtained for the interior 

conductivity of the cell. 

„
ς“Ὢ ὅὙ

ς“Ὢ ὅὙ τ“Ὢ ‐ Ὃz Ὑ ς„
 Ȣ (31) 

In this level, the accuracy of the calculations is increased by widening the 

acceptable conductivity of the medium (from 1mS/m to 10 mS/m), obtained peak 

rotation frequency (from 0.1 MHz to 0.3 MHz), and by entering the permittivity of 

the medium to the calculations.  Increasing the applicable range for the conductivity 

of the test medium can increase the accuracy of the measurement by eliminating the 

probability of the ion transfer between the cell and the medium.  

3.4 Third Level Approximations  

In the third level approximations, the dielectric properties of the cell membrane is 

calculated using the slope and intercept method.  Same as the second level, Eq. 20 

and 21 are used as the starting steps.  In addition, the applied limitations on the 

conductivity of the medium and the peak rotation frequency are reduced.  Although 

this method increases the accuracy of the calculated dielectric properties of the cell 

interior, it adds to the complexity of the equations.  In this level, the applicable 

range for the conductivity of the test media is increased to 100 mS/m, and obtained 

peak rotation frequencies up to 1 MHz are acceptable.  A list of applied 

assumptions is presented in below: 
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¶ The first peak rotation frequency of the cell should be below 1 MHz 

(‫ ρ ὓὌᾀ). 

¶ The conductivity of the media should be below 100 mS/m („

ρππ άὛȾά). 

¶ The cell radius is three orders of magnitude larger than the membrane 

thickness (Ὑ‏ ρπ). 

¶ 
‐

‭ ρπ, „ ρπ ὛȾά, and 
‐
‭ ρππ. 

By applying above assumptions to the expression of effective complex permittivity 

of the cell, below expressions are obtained for the effective conductivity and 

permittivity of the cell. 

„

‐
‭ „

„  „
‫‭

‏
Ὑ

‐
‭

 „
‫‭

‏
Ὑ

 

‐ǿ

‭

„
‫‭

‐
‭

‏
Ὑ

‐
‭

„
‫‭

‏
Ὑ

 

(32a) 

 

 

(32b) 

By substituting the Eq. 32 into Eq. 21, one will obtain below expression for the 

dielectric properties of the cell. 

„
ὅ‏

‫ ‭Ὑ

ςά

‫ ‭

‏

Ὑ

Ὃᶻ ‏

‫  ‭Ὑ

ς„

‫  ‭

‏

Ὑ

„
ὅ‏

‭

ς„ὅ ‏

‭
ς‐‫

ὅ ‏

‭
 Ȣ 

(33) 

This provides a quadratic equation for the interior conductivity of the cell.  Six 

different parameters are available in this equation; however the only unknown 

parameter is the interior conductivity of cell.  The known parameters are listed as 

below: 

¶ Ὃᶻ  is calculated using the slope and intercept method. 

¶ ὅ  is calculated using the slope and intercept method. 
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¶ Ὢ  is measured using the ER experiments, in media with varying 

conductivities. 

¶ Ὑ and ‏ are known for the tested particle. 

¶ „  is known from each ER experiment. 

For solving Eq. 33 MATLAB software is used.  Because of the quadratic nature of 

this equation, two answers are available for Eq. 33.  However, only one of them is 

acceptable for the biological cells (positive and real answer).   

Although there is a defined boundary for the conductivity of the medium and the 

peak rotation frequencies in the third level approximations, it provides a wider 

acceptable range for these parameters.  In addition, by utilizing more complex form 

of the expression of the effective complex permittivity of the cell, more accurate 

result is obtained for the conductivity of the cell interior.    

3.5 Fourth Level Approximations 

In the fourth level approximations, same as the previous methods, the dielectric 

properties of the cell membrane are calculated using the slope and intercept method.  

In addition, by eliminating all limitation on the test conditions, this level is 

applicable to all medium conductivities and all the peak rotation frequencies.  The 

starting point for obtaining the interior conductivity of the cell is use of full 

expression of the characteristic time constant († ).  This level uses a complex 

form of the expression of the effective complex permittivity of the cell.  A list of 

applied assumptions on the Eq. 18, for obtaining the effective permittivity and 

conductivity of the cell is listed below: 

¶ The cell radius is three orders of magnitude larger than the membrane 

thickness (Ὑ‏ ρπ). 

¶ 
‐

‭ ρπ, „ ρπ ὛȾά, and 
‐
‭ ρππ. 

Using the above assumptions, the expressions of the effective conductivity and 

permittivity of the cell are obtained as below: 
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(34a) 

 

 

(34b) 

By substituting the Eq. 34 in Eq. 21, below equation is obtained for the interior 

conductivity of the cell.   

‫
ὅ ‏

‭
‐   

„  
ὅ ‏ ς‐ ‏

Ὑ

‫ ‭
‏
Ὑ

Ὃᶻ ‏ ς„ ‏
Ὑ

‫ ‭
‏
Ὑ  

„
ὅ ‏

‭
 
ὅ ‏

‭
ς„ ς‫ ‐  

(34c) 

In the above equation, there are two unknown parameters, the effective permittivity 

and conductivity of the cell interior.  Therefore, it needs an initial assumption on the 

interior permittivity of the cell, and then the interior conductivity of the cell can be 

determined by solving the quadratic equation.  List of known parameters in Eq. 34c 

are given in below: 

¶ Ὃᶻ  is calculated using the slope and intercept method. 

¶ ὅ  is calculated using the slope and intercept method. 

¶ Ὢ  is measured using the ER experiments, in media with varying 

conductivities. 

¶ Ὑ and ‏ are known for the tested particle. 

¶ „  is known from each ER experiment. 

Same as the third level approximations, two answers are available for the above 

equation, however only the real and positive answer is acceptable for the biological 

cells.  As seen, the utilized equations for extracting the dielectric properties of the 

cells from the measured peak rotation frequencies are complex.  In addition, use of 
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hand calculations is not possible.  Therefore, an automated MATLAB algorithm is 

developed for the calculation of dielectric properties of the cell.  This program 

includes all levels of approximations.  The details of this program are given in 

below section. 

3.6 An Automated MATLAB Algorithm for Cell Characterization  

As discussed in sections 3.5, determination of the dielectric properties of the cells 

needs complex mathematical operations, which includes data fitting, solving 

quadratic equations, and calculation of the average and the standard deviation of the 

results.  Therefore, use of hand calculation is time consuming and can lead to errors 

in the results.  To overcome these difficulties, an automated MATLAB algorithm 

with graphical user interface (GUI) is designed and implemented for the calculation 

of the membrane and the interior dielectric properties of the cells.  This program 

uses the obtained peak rotation frequencies and the experimental conditions, like the 

conductivity of the test media as the input and calculates the dielectric properties of 

the cells as the output.  The written algorithm is presented in Appendix B.  In the 

following sections, inputs, outputs, and operating principles of this program will be 

introduced. 

3.6.1 Inputs for the MATLAB program  

There are six groups of inputs implemented in the program, which are listed as 

below: 

1. The conductivity of the test medium: The program has five inputs for the 

conductivity of the test media in mS/m.   

2. Peak rotation frequencies: There are five inputs for the measured peak 

rotation frequencies in each medium.  The frequency values should be 

inserted in Hertz.  

3. Frequency variations: The measured peak rotation frequencies from the ER 

tests are the average values and include a variation range.  There are five 

inputs for the inserting the variations in the measured peak rotation 

frequencies.  The values should be inserted in Hertz. 
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4. Average cell radius: This input is used for inserting the average cell radius 

in µm. 

5. Radius Variances: The radius of a specific cell population shows variations 

from the average value.  This input is used to insert the variances of the 

measured cell radius in µm. 

6. Method number: Four different levels of approximations are used in the 

determination of dielectric properties of the cells.  This input is used to 

specify the utilized method. 

Figure 3. 1 shows the input section of the MATLAB program.  As indicated above, 

there are two input sections for deviations from the peak rotation frequency and 

variances in the radius of the cells.  Therefore, it is assumed that the radius of each 

cell can vary in the range of [Ὑ Ὑ ȟὙ‏  Ὑ is the variances in the‏ Ὑ], where‏

cell radius.   

 

Figure 3. 1: Input Panel for the MATLAB program. 

The same assumption is made on each peak rotation frequency, therefore the peak 

rotation frequency of the cells in each medium is in the range of [Ὢ Ὢ‏  ȟ

Ὢ   .Ὢ is the deviation from the average peak rotation frequency‏ Ὢ], where‏

As stated in section 3.1, to extract the membrane properties of the cell, the slope and 

intercept of the straight line fitted to the data points of the peak rotation frequency 

and the cell radius versus the medium conductivity is utilized.  The test medium is 

replaced with the fresh medium several times during each ER measurement; 

therefore, the changes in the conductivity of the medium due to resistive heating can 

be neglected.  In order to consider the changes of the average cell radius and 

variances in the peak rotation frequency, three fitting processes are followed.  For 
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this purpose, three data points are formed for the peak rotation frequency and the 

cell radius, which are [(Ὢ Ὢ‏ ) ( Ὑ Ὑ)], [(Ὢ‏ ) ( Ὑ)], and [(Ὢ

Ὢ‏ ) ( Ὑ  Ὑ)].  The fitting process is applied for each data set and the average‏

membrane properties and the standard deviation from the average data are 

calculated based on the obtained results.  The details are discussed in section 3.6.2. 

3.6.2 Outputs of the MATLAB Program  

The output section of the MATLAB program is divided into six sections.  The list 

of the output sections is presented in below: 

1. Slope and intercept: This section presents the calculated results for the slope 

and the intercept from the three fitting processes.  Following the discussion 

in section 3.6.1, the fitting is applied on three data sets, which are [(Ὢ

Ὢ‏ ) ( Ὑ Ὑ)], [(Ὢ‏ ) ( Ὑ)], and [(Ὢ Ὢ‏ ) ( Ὑ  Ὑ)].  The slope‏

and intercept section is shown in Fig. 3.2. 

 

Figure 3. 2: The slope and the intercept of the fitted data. 

2. Dielectric properties of the cell membrane: This section provides the 

calculated results for the dielectric properties of the cell membrane (Fig. 

3.3).  It uses the slope and the intercept data for each fitted line and performs 

the calculations using Eq.23 and 24.  The average and the standard deviation 

results for the membrane capacitance, conductance, and permittivity are 

calculated based on the calculated data from the three fittings. 
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Figure 3. 3: The output section for dielectric properties of the cell membrane. 

The membrane permittivity is calculated based on the cell radius and membrane 

thickness.  Obtained results from this section are used as the inputs for the 

calculation of the interior conductivity of the cell. 

3. Conductivity of the cell interior: This section calculates the interior 

conductivity of the cell.  For this purpose, the program uses the slope and 

the intercept data and implements it into one of the discussed levels of 

approximations.  Two distinct averages and standard deviations are 

calculated for the interior conductivity (Fig. 3.4), which are: 

¶ Performing the averaging on the calculated results for one of the fitting 

data sets, in different medium conductivities (colored with blue in Fig. 

3.4).  For example, for the data set of [(Ὢ Ὢ‏ ) ( Ὑ  Ὑ)] in all of‏

the test media. 

¶ Performing the averaging on the obtained results from three data sets for 

each of the test media (colored with green in Fig. 3.4).  For example, 

averaging the calculated results for [(Ὢ Ὢ‏ ) ( Ὑ  ,[(Ὑ‏

[(Ὢ ) ( Ὑ)], and [(Ὢ Ὢ‏ ) ( Ὑ  Ὑ)] data sets in the first test‏

medium. 
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Figure 3. 4: Determining the interior conductivity of the cell by two distinct 

averaging methods.  Blue colored section indicates averaging based on three data 

sets.  Green colored section indicated the averaging based on the calculated data in 

each medium. 

4. Average for the interior conductivity: Following the discussion in the 

previous section, two distinct groups of averages are calculated for the 

interior conductivity of the cell.  In the first averaging, the conductivity of 

the medium is the changing factor.  In the second averaging the variation in 

the membrane properties of the cell is the changing factor.  However, the 

calculated cell interior conductivity is negligibly dependent on the medium 

conductivity.  Therefore, a more accurate and reliable method is applying 

the averaging on each data set.  Following this method, three results are 

obtained for the interior conductivity of the cell.  The finalized interior 

conductivity of the cell is calculated by averaging between these three data 

(colored blue in Fig. 3.4). 

5. Curve fitting graph: This graph shows the fitted straight line to the three 

data sets of the cell radius and peak rotation frequency, which are [(Ὢ

Ὢ‏ ) ( Ὑ Ὑ)], [(Ὢ‏ ) ( Ὑ)], and [(Ὢ Ὢ‏ ) ( Ὑ  Ὑ)].  Figure 3.5‏

shows an example of presented data in this graph for the dielectric properties 

of a cell. 

6. Cell interior conductivity versus medium conductivity: Following the 

discussion on the different levels of approximations, the calculated interior 

conductivity of the cell depends on the number of parameters including the 

conductivity of the medium and the measured peak rotation frequency in 

that medium.  This graph shows the changes in the calculated interior 

conductivity based on the conductivity of the utilized medium.   

Averaging in each medium 

Averaging in each 

data set 
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Figure 3. 5: Fitted lines for peak rotation frequencies of an unreal cell. 

Below figure summarizes the used steps in calculation of the dielectric properties of 

the cell. 

 

Figure 3. 6: Summary of calculation steps, in the MATLAB program. 

3.7 Dielectric properties of K562 human leukemia cells 

This section provides an example for calculation of the dielectric properties of a 

cell, using the automated MATLAB program.  K562 human leukemia cells are 

chosen as the intended cell line.  Labeed et al. has measured the dielectric properties 

of the K562 cells using the DEP collection rate method [50].  We will use their data 

as a reference for calculation of the peak rotation frequencies in media with varying 

conductivities.  Below table shows the presented dielectric properties of K562 cells, 

by Labeed et al.   

 

Averaging in each medium 

Averaging in each data 

set 



67 

 

Table 3. 1: Dielectric properties of K562 cells (Labeed et al. [5]). 

Membrane Capacitance (mF/m
2
) 8.2 

Interior Permittivity  60 ‭ 

Interior Conductivity (S/m) 0.23 (0.21 ï 0.24) 

In order to obtain the peak rotation frequencies of the K562 cells inside the media 

with varying conductivities, the imaginary part of Clausius-Mossotti factor should 

be simulated.  For this purpose, the graphs of the imaginary part of the Clausius-

Mossotti factor are depicted for the K562, inside the media with conductivities of 2, 

4, 6, and 8 mS/m.  Figure 3.7 shows the peak rotation frequencies of the K562 cells. 

 

Figure 3. 7: Graph of imaginary part of the FCM, inside media with varying 

conductivities. 

In order to calculate the dielectric properties of the K562 cell using the automated 

MATLAB program, calculated peak rotation frequencies in each media are inserted 

to the program.  Fig. 3.8 presents the dielectric properties of the K562 cell. 
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Figure 3. 8: Calculated dielectric properties of the K562 cell. 

Below table provides a comparison between calculated dielectric properties of the 

K562 cells and presented data by Labeed et al. 

Table 3. 2 : Dielectric properties of K562 cells. 

 Labeed et al [5] Automated program 

Membrane Capacitance 

(mF/m
2
) 

8.2 9.28 ± 1.89 

Membrane Conductance 

(mS/m
2
) 

- 56.1 ± 4.7 

Membrane Permittivity (‭) - 15.7 ± 3.2 

Interior Permittivity  40-80 ‭ 60 ‭ 

Interior Conductivity (S/m) 0.23 (0.21 ï 0.24) 0.31 ± 0.04 

 

A comparison between the obtained results shows that there is a good agreement 

between the calculated results and the proposed values by Labeed et al.  However, 

the variations should be due the differences between the DEP and ER method. 
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CHAPTER4 

 

 

DESIGN AND SIMULATIONS  

 

 

 

In this chapter, the design and simulation of the ER devices are presented.  First, the 

simulations and analyses of the 1
st
 generation of the ER devices with the planar 

pyramidal (2D) electrodes are presented and followed by a discussion on the 

performance of the 2D electrodes.  Next, the simulations and the design of the 2
nd

 

generation of the ER devices with 3D pyramidal electrodes are presented.  Finally, 

the simulations and design of the 3
rd
 generation of the ER devices, with six different 

electrode geometries are presented.  For the 3
rd

 generation of the ER devices, in 

addition to the FEM analyses of the effective electric field (EEF) distribution, the 

experimental study of the rotational torque (ROT-T) distribution is presented as a 

verification of the simulation results.  For this purpose, the rotation rates of the 

K562/IMA-0.3 cells were measured in the inter-electrode region of the ER devices 

with different electrode geometries.  Then, the distribution map of the ROT-T is 

extracted for each ER device.   

4.1 Design Criteria for the ER devices  

There are a number of criteria in the design of ER devices; the most important 

points that should be taken care of are as below: 

1. Electrodes shape and material 
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As discussed in the Introduction section, different electrode geometries are used in 

ER studies, including pyramidal, polynomial, circular, and elliptical.  The electrode 

geometry is a determinant factor in the uniformity and the magnitude of the EEF 

and therefore the ROT-T.  Another important factor is the material used in the 

fabrication of the electrodes.  Electrodes should have persistent structure and be 

inert to the utilized chemicals in the test media. 

2. Gap between the opposing electrodes 

The distance between the opposing electrodes is a determinant factor in the 

magnitude of the generated ROT-T and its uniformity.  Moreover, due to non-

uniform nature of the generated rotating electric field in the ER devices, the gap 

between the electrodes determines the effective DEP force on the particles.  Beside 

these, the maximum number of cells inside the measurement area depends on the 

size of the measurement area.  This area should be wide enough to insure the 

independency of the rotation rate of a cell from the imposed dipole potential of its 

surrounding cells. 

3. Electrode height 

Height of the electrodes is another important factor, playing a crucial role in 

increasing the accuracy of the ER measurements.  In the previous studies reported 

in literature, extensively 2D planar electrodes were utilized for the characterization 

purpose.  Non-uniformity of the EEF along the z-direction is considered as a 

significant drawback of planar electrodes, as the height of the electrodes (~300 nm) 

becomes negligible compared to that of the biological cells (5-20 µm).  In addition, 

the 3D electrodes increase the stability of the position of the cells along the z-

direction, which results in consistency of the induced ROT-T on the biological cells. 

4.2 The 1
st
 Generation of the ER Devices 

The aim of the 1
st
 generation of the ER devices was to investigate the possibility of 

performing ER measurements for dielectric characterization of the biological cells.  

These devices with planar (2D) pyramidal electrodes were fabricated using Ti/Au 

sputtering on the Si wafer.  The height of the sputtered electrode structures was 
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about 300 nm.  The designed layout of the fabrication of the ER device is shown in 

Fig. 4.1.  The distance between the opposing electrode tips was 280 µm.  A PDMS 

reservoir was mounted on the fabricated ER devices for holding the cells in the 

measurement area.  Epoxy bonding was used in mounting the PDMS reservoir on 

the measurement area.  Figure 4.2 presents a fabricated prototype of the 1
st
 

generation of the ER devices.  For the initial tests, yeast cells were utilized.  After 

successfully accomplished experimental analysis of the rotation of the yeast cells, 

the ER measurement was performed using the imatinib resistant human leukemia 

cells, K562/IMA-0.2 µM.  However, some difficulties were encountered in 

obtaining reproducible ER spectrum with planar electrodes.   

 

Figure 4. 1: Layout of the 1
st
 generation of the ER devices, with magnified electrode 

region. 

280 µm 
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Figure 4. 2: Fabricated prototype of the ER device with planar pyramidal electrodes. 

First, the vertical position of the cells was changing continuously, which results in 

the alternation of the induced ROT-T on the cells.  This leads to a significant error 

in the calculations of the dielectric properties of the cells.  Second, there was an 

inconsistency in the measured peak rotation frequencies.  With further studies of the 

planar electrodes using FEM simulations, it was concluded that, because of the 

negligible volume to surface ratio in the planar electrode, the current density 

passing through the electrodes was significant.  This results in a high resistive 

thermal heating in the test medium.  Therefore, the conductivity of the medium was 

rapidly changing during the ER measurements.  According to the presented 

discussion on Section 3.7, the measured peak rotation frequencies are highly 

dependent on the conductivity of the test medium.  Therefore, variations in the 

conductivity of the test medium can shift the measured peak rotation frequencies.  

Figure 4.3 shows the FEM analyses (COMSOL) of the generated resistive heating 

of the 2D electrodes.  The maximum generated resistive heating in the planar 

electrodes is about 3E9 W/m
3
, which is at least an order of magnitude higher than 

that for the devices with 3D electrodes.  In addition, FEM analyses are utilized to 

calculate the current density passing through the 2D electrodes.  Figure 4.4 shows 

the FEM simulation results for the current density passing through the planar 

electrodes.   

PDMS port mounted using 

epoxy 
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Figure 4. 3: FEM simulation of the generated resistive heating in the ER devices 

with planar electrodes. 

The maximum value of the current density is about 5250 A/m
2
, which is about three 

fold of that in the 3D electrodes.  It is important to note that, the height of the 

electrodes is simulated as 300 nm and the simulation results are shown for a plane 

passing through the middle of the electrodes (z = 150 nm).  Moreover, the thermal 

heating in the electrode tip can damage the cells, which was seen during the 

experimental analyses of the K562/IMA-0.2 cell. 

 

Figure 4. 4: The FEM analyses of the total current density passing through the 

planar electrodes. 

Resistive Heating [W/m3] 

Total Current Density [A/m2] 
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To overcome the problems related to the planar electrodes, the 2
nd

 generation 

devices with 3D electrodes were designed and fabricated. 

4.3 The 2
nd

 Generation of the ER Devices 

The aim of the 2
nd

 generation of the ER device was to achieve a higher accuracy 

and reproducibility in the ER measurements.  For this purpose, the ER devices with 

3D pyramidal electrodes were designed and fabricated.  The height of the 3D 

electrodes was designed as 30 µm, to encompass the whole cell body.  By this, the 

fringing electric field effect on the rotation of the cells due to negligible height of 

the planar electrodes (ͯ300 nm) compared to the biological cells (5-20 µm), was 

eliminated.  In addition, the 3D electrodes provide a uniform distribution of the 

electric potential along the z-direction, which results in a negligible magnitude of 

the z-component of the electric field.  Therefore, the out of focal movements of the 

cells due to the presence of a DEP force was eliminated.  This insures the 

consistency of the generated EEF along the z-direction.  The time-variant FEM 

simulation of the EEF distribution is shown in Fig. 4.5.  Another important criterion 

in design of the ER devices is limiting the generated DEP force due to non-

uniformities of the electric field.  The magnitude of the DEP force is directly 

proportional to the distribution of the electric field gradient intensity (ȿɳὉȿ).  3D 

FEM analysis was utilized to study the distribution of the ɳȿὉȿ.  As it is shown in 

Fig. 4.6, the electrode tips has the maximum value of the  ɳȿὉȿ (p-DEP region), 

which reduces gradually toward the center of the device (n-DEP region).   

The 3D electrodes were fabricated using the Cu electroplating technique on the 

sputtered Ti/Au seed layer.  Then, a thin layer of parylene (~300nm) was deposited 

on the Cu electrodes to eliminate the risk of interaction of the Cu electrodes with 

the PBS containing test medium.  In addition, this insulator layer reduces the flow 

of the generated resistive heat to the test medium.  A parylene reservoir with 580 

µm diameter and 30 µm height was formed on the electrode region to hold the cells 

in the measurement area.  The layout of the 2
nd

 generation of the ER devices is 

presented in Fig. 4.7.   
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Figure 4. 5: FEM simulation of the EEF in the inter-electrode region of the 2
nd

 

generation of the ER devices.  The red arrow shows the direction of the electric 

field at an arbitrary time instant. 

 

Figure 4. 6: FEM simulation of the electric field gradient intensity on the 2
nd

 

generation of the ER devices.  (A) Distribution of (ȿɳὉȿ) on the ER chip.  (B)  The 

region in the vicinity of the electrode tips has the maximum value of the ( ȿɳὉȿ) 

which reduces toward the electrodes center. 

Effective Electric Field Distribution [V2/m2] 

A 

B 

Electric Field Gradient Intensity [V2/m2] 

n-DEP region 
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There were a number of problems evoked during the practical use of the 2
nd

 

generation ER devices.  First, on the glass substrate of the ER chips, it was difficult 

to observe cells under microscope, as the cells are transparent.  Utilized Si substrate 

in the 1
st
 generation of the ER chip was more appropriate for the observation of the 

rotation rate of the cells.  The fabricated prototypes of the 1
st
 and 2

nd
 generation of 

the ER devices are presented in Fig. 4.8.  Second, parylene is a hydrophobic 

material; therefore there were a number of problems related to the entrance of the 

cells into the measurement area, due to use of parylene reservoir with very small 

dimensions (~ 600 µm).   

 

Figure 4. 7: Designed layout for the 2
nd

 generation of the ER chips. 

 

Figure 4. 8: Fabricated prototypes from 1
st
 and 2

nd
 generation of the ER devices. 

580 µm 

200 µm 

2nd Generation 1st Generation 

1st Generation with 

PDMS port 
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In addition, the fabrication process of these devices consist of four masks, which 

was complex and time consuming, and there were six ER chips on each fabricated 

wafer.  Considering all these problems, a new fabrication process was developed for 

the fabrication of the ER chips which utilizes a single mask. 

4.4 The 3
rd

 Generation of the ER Devices 

The aim of the 3
rd
 generation of the ER devices was to surmount the problems faced 

in the previous generations.  In the fabrication of these devices, a single mask 

fabrication process was used.  88 ER chips with six different electrode geometries 

were fabricated on each Si wafer (Fig. 4.9).  To overcome the problems regarding 

the planar electrodes (1
st
 generation), quadrupole electrodes with 3D structures 

(extruded 30 µm in z-direction) were designed and fabricated.  The electrodes were 

fabricated using the Cu electroplating technique on the patterned Ti/Au seed layer.  

In the 2
nd

 generation of the ER devices, a thin parylene layer was deposited on the 

Cu electrodes, to eliminate the risk of reaction of the Cu electrodes with PBS 

containing medium.  Although the parylene layer acts as a protective layer against 

the chemical reactions of the Cu electrodes, it is an electric insulator.  Therefore, it 

reduces the magnitude of the generated electric field.  In addition, the parylene 

deposition is a uniform deposition process, which covers the whole device surface, 

including the measurement area and the contact pads.  Therefore, an additional 

mask is required for the RIE opening of the contact pads.  To overcome these 

problems, in the 3
rd

 generation of the ER chips, electroless Au deposition was 

utilized.  Deposited gold layer, acts as an inert material, protecting the Cu electrodes 

against the chemical reaction and the risk of electrolysis.  In addition, the magnitude 

of the generated electric field was not affected by the deposited gold layer.  

Moreover, in the electroless gold deposition, only the metal structures and lines 

were subjected to the Au deposition.  This eliminates the need for an extra mask for 

the opening of the contact pads or the measurement area.  Same as the parylene 

deposition, electroless deposition provides a uniform deposition thickness.  In order 

to come up with more appropriate electrode geometry for the ER characterization 

tests, 3D distributions of the EEF and the ROT-T were studied on five commonly 

used electrodes geometries.  In the following sections a brief introduction and 
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essential background about the ROT-T and the EEF characterization procedures are 

given.  Then, the FEM analyses of the EEF distribution, followed by the 

experimental analyses of the ROT-T is presented for each of the ER devices.  

 

Figure 4. 9: Photograph of the fabricated prototypes of the ER device with different 

electrode shapes.  (A) oblate elliptical, (B) circular, (C) prolate elliptical, (D) 

pyramidal, and (E) polynomial. 

4.4.1 Introduction  

The rotation of the particles is a result of the interaction of the induced dipole on the 

particles with the rotating electric field.  Therefore, the rotational torque is 

proportional to the effective electric field (EEF) distribution.  The rotating electric 

field is generated by application of electric signals (generally sinusoidal) with equal 

amplitudes with 90ę phase shifted apart to the quadrupole electrodes.  The 

(A) 

(B) (C) 

(D) 

(E) 
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reproducibility and reliability of the measured rotation rates depend on a number of 

experimental and physical conditions including consistency of the ionic 

concentration and temperature of the medium and uniformity and sustainability of 

the induced rotational torque (ROT-T) on the particles [62].  It is known that the 

induced rotational torque on the particles under a rotating electric field is spatial-

dependent.  Therefore, to achieve high accuracy in the measurements and assure 

reproducibility of the collected ER data, a highly uniform EEF distribution with a 

constant magnitude is desirable over the measurement area.  To characterize the 

EEF and the ROT-T distribution of the ER device, FEM and experimental analyses 

are utilized, respectively.  

4.4.2 Finite Element Modeling  

Time variant electrostatic analyses were used to study the EEF distribution on the 

ER devices.  For this purpose, generalized electrostatic module of the COMSOL 

Multiphysics® software was used.  The modeled electrode geometries were the 

replicates of the fabricated devices.  In addition, subdomain and boundary 

conditions were introduced to reflect the actual test conditions.  The electrodes were 

modeled as being 30 µm thick inside a suspending medium of 100 µm height.  The 

conductivity and the relative permittivity of the suspension medium were defined as 

8.5 mS/m and 78, respectively.  To generate the rotating electric field, sinusoidal 

signals with constant frequency of 50 kHz in phase quadrature were applied to each 

electrode.  The maximum mesh size of the inter-electrode region was under 500 nm, 

which facilities the accurate sensing of the changes in the EEF distribution.  For 3D 

analyses of changes in the EEF along the z-axis, a constant position was defined on 

the x-y plane for each device.  This point was placed on the line passing from the 

device center with 45ę apart from the x-axis.  The x and y coordinates of this point 

were equal to half of the distance between the center and the electrode tip.  The 

simulations along the z-axis were performed at z = 5, 15, 25, 50, 75, and 100 µm.  

The changes of EEF in each vertical position were compared to that of z = 5µm on 

each device.  

Assuming the radii of 3-8 mm for the biological cells and considering the levitation 

forces inside the suspension medium, a plane that is 15 µm above the device surface 
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was selected for studying the EEF distribution on the x-y plane.  For each device, 

circular areas around the device center were defined, in which the maximum 

deviation from the central EEF do not exceed the 5%, 10%, and 20% margins.  The 

obtained COMSOL simulation results were studied by sampling the magnitude of 

the EEF from center of the device toward the boundaries of the measurement 

region, with 1 µm step size.  For this purpose the FEM results (COMSOL) were 

transferred to MATLAB and further numerical analyses were performed on the 

FEM data.   

4.4.3 Cell Preparation 

Imatinib resistant K562 human leukemia cells were used in experimental 

investigation of the ROT-T on ER devices.  For this purpose, initially the sample 

solution of the K562 cells, resistant to 0.3 ɛM imatinib (K562/IMA-0.3), was 

prepared.  K562/IMA-0.3 cells were first washed by centrifuging the cell 

suspension at 1000 RPM for 5 minutes at room temperature.  Centrifugation was 

followed by discarding the supernatant and adding fresh solution on the pellet.  This 

washing step was performed two times.  Finally, the pellets were suspended in an 

isotonic solution, consisting of 8.5% (w/v) sucrose plus 0.3% (w/v) dextrose, 

having a conductivity of 8.5 mS/m at room temperature.  The conductivities were 

adjusted by using 0.1X PBS (Santa Cruz Biotechnology). 

4.4.4 Experimental 

Experimental analyses were utilized for verification of the FE models.  This was 

achieved by measuring the rotation rate of the cells in the measurement area of the 

devices.  The rotation rate of the cells is used to estimate the rotational torque, 

which depends on the EEF acting on the cells.  For this purpose, the inter-electrode 

area on each device was divided into square segments.  The number of 

segmentations varied between 64 and 88, depending on the area of the inter-

electrode region and the distance between opposing electrodes on each ER device.  

In addition, the minimum segment size was defined to encompass a whole cell 

body, with reference to the radius of the K562/IMA-0.3 cells.  A four-channel 

signal generator (Agilent-81150A) was used to energize the electrodes by 50Ý 

coaxial cables with BNC connections.  Sinusoidal signals in phase quadrature with 
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constant frequency of 50 kHz were applied to the electrodes.  The amplitude of the 

signals was optimized for each device to keep the rotation rate of the cells in a 

manually measurable range of 180-240 RPM.   

In order to study the dependency of the ROT-T on the vertical position of the cells, 

the measurements were performed along the electrode height (z  30 µm) and 

above the electrode ceiling (z ḙ 100 µm).  The rotation of the cells was recorded 

using a video microscope (Karl Suss, PM5).  Rotation rates were manually 

measured using a stopwatch for two complete revolutions for each cell.  The 

vertical position of the cells was determined by either focusing the microscope to 

the device surface (z  30 µm) or focusing above the electrodes ceiling (z ḙ 100 

µm), to the surface of the medium.  The height of the medium was determined by 

using a PDMS reservoir with a radius of 2.5 mm and controlling the volume of the 

injected sample (ḙ 2 µL).  The focus of the microscope was kept constant during 

each experiment.  In order to increase the reliability of the recorded data, at least 

two measurements were performed on each segment.  The congestion of studied 

cells was higher in the center of the device, compared to the electrode tips.  During 

the measurements, cells were not located exactly in the center of the segments, in 

most of the cases.  Therefore, cells were affected from the EEF of neighboring 

segments.  To eliminate misinterpretations in the recorded data and to increase the 

accuracy of extracted ROT-T maps, a neighboring average algorithm was utilized.  

In this method, the value of each segment was determined by averaging the 

measured rotation rate for that segment with its surrounding segments.  Besides 

increasing the accuracy, this method acts as a low pass filter mechanism, which 

eliminates the sharp changes and smooth the extracted ROT-T map.  Recorded 

rotations of the cells were then mapped to the corresponding segments on the device 

surface using MATLAB (The MathWorks, Natick, MA) surface fitting toolbox.  

In the following sections the experimental and FEM results are provided for the ER 

devices with different electrode geometries. 
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4.4.5 ER Devices with Pyramidal Electrodes 

The distance between the opposing electrodes in the pyramidal designs is 200 µm.  

The designed layout of the pyramidal electrodes is shown in Fig. 4.10.  The inter-

electrode region of the ER device with pyramidal electrodes was divided into 64 

segments and rotation of 232 cells was studied on these devices.  Figure 4.11 shows 

the segmented measurement area on the pyramidal electrodes. 

 

Figure 4. 10: Designed layout of the devices with pyramidal electrodes, together 

with the magnified inter-electrode region. 

In order to extract the experimental ROT-T map on the pyramidal electrodes, the 

calculated average rotation rate of each cell is mapped to the corresponding segment 

on the device surface.  For this purpose the MATLAB surface fitting software is 

used.  Figure 4.12 and 13 show the calculated ROT-T map of the ER devices with 

pyramidal electrodes.  The SEM photographs of the electrodes (Fig. 4.12(A) and 

4.13(A)) represent the orientation of the electrodes in the mapped data.  Figure 4.12 

(B) and (C) show the surface map and the counter-plot of the extracted ROT-T for 

the cells positioned along the electrode wall (z < 30µm), respectively.  Figure 4.13 
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(B) and (C) represent the surface map and the counter-plot of the extracted ROT-T 

map for the cells positioned at z ḙ 100 µm, respectively. 

 

Figure 4. 11: Segmented inter-electrode region in the ER devices with pyramidal 

electrodes. 

 

Figure 4. 12: Experimentally measured rotation rates mapped to the ER devices 

with pyramidal electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 30 ɛm. 
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Figure 4. 13 : Experimentally measured rotation rates mapped on the devices 

pyramidal electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in mapped data.  

(B) Surface plot and (C) Counter-plot of the rotation of the cells at z ḙ 100 ɛm. 

FEM simulations were utilized to study the distribution of the EEF on the devices.  

Figure 4.14 presents the height presentation of EEF distribution on the surface of 

the pyramidal electrodes.   

 

Figure 4. 14 : Height presentation of the effective electric field distribution on the 

devices with pyramidal electrodes. 
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3D FEM analysis was utilized to specify the circular regions on the inter-electrode 

region of the pyramidal electrodes.  In these areas the maximum deviations from the 

central EEF do not exceed the 5%, 10%, and 20%.  For this purpose, first the 

distribution of the EEF on the plane 15 µm above the device surface was simulated 

in the COMSOL.  Then, the simulation results were transferred to the MATLAB 

program for the further numerical analyses.  To determine the boundaries of the 

circular area, the magnitude of the simulated EEF in the inter-electrode region was 

sampled with 1 µm step size.  The sampled results were then transferred to the 

Excel program, and the percentages of variances were calculated compared to the 

central magnitude of the EEF.  Figure 4.15 shows the 3D simulation of the EEF on 

z=15 µm. 

 

Figure 4. 15: 3D simulation of distribution of the EEF on the z = 15 µm plane. 

Extracted ROT-T map shows the highest uniformity and sustainability of the ROT-

T compared to other ER electrodes.  In the pyramidal electrodes, the maximum 

rotation rate was measured at the electrode tips, which reduces gradually toward the 

center.  However, in the FEM simulations the maximum EEF was obtained in the 

region between the adjacent electrodes.  This difference between the experimental 

and FEM results can be interpreted based on the electrode geometry effects.  In the 

sharp-ended pyramidal electrode, unlike the curved electrodes, the transition from 
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the electrode tips to the region between the adjacent electrodes is much rapid.  This 

sudden change in magnitude of the EEF cannot be distinguished by the 

experimental analyses and resulted in the divergence between FEM and 

experimental results.  The average of recorded rotation rates of the pyramidal 

devices, drops from 1.4 rev.sec
-1

 to 0.88 rev.sec
-1

 for z < 30 µm and z ḙ 100 µm, 

respectively.  This shows a 37% decrease, which is calculated as 29% using FE 

simulations.  The pyramidal electrodes show the highest sustainability of the EEF 

and ROT-T.  The area with maximum 5% and 10% variations from central EEF 

encompasses the 16.81% and 49% of the circular measurement area.  However the 

changes of the EEF in the inter-electrode region do not exceed 20% margin. 

4.4.6 ER Devices with Polynomial Electrodes 

The distance between the opposing electrodes is 500 µm in the ER devices with 

polynomial electrodes.  The designed layout of the polynomial electrodes and the 

critical dimensions of the device are shown in Fig. 4.16.  The inter-electrode area 

was divided into 88 segments (Fig. 4.17) and rotations of 395 cells were studied in 

the segmented area. 

 

Figure 4. 16: Designed layout of the devices with polynomial electrodes, together 

with the magnified inter-electrode region. 

In order to extract the experimental ROT-T map of the ER devices with polynomial 

electrodes, the calculated average rotation rate of each cell was mapped to the 
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corresponding segment on the device surface.  The Excel software was utilized for 

the averaging purpose.  For the mapping purpose, the MATLAB surface fitting 

software was used.  Figures 4.18 and 19 show the extracted ROT-T map of the ER 

devices with polynomial electrodes.  The SEM photographs of the electrodes (Fig. 

4.18(A) and 4.19(A)) represent the orientation of the electrodes in the extracted 

maps.  Figure 4.18 (B) and (C) show the surface map and the counter-plot of the 

extracted ROT-T for the cells positioned along the electrode wall (z < 30µm), 

respectively.  Figure 4.19 (B) and (C) represent the surface map and the counter-

plot of the extracted ROT-T map for the cells positioned at z ḙ 100 µm, 

respectively. 

 

Figure 4. 17: Segmented inter-electrode region in the ER devices with polynomial 

electrodes. 

In order to verify the experimentally extracted ROT-T maps, FEM simulations were 

utilized to study the distribution of the EEF in the devices with polynomial 
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electrodes.  Figure 4.20 presents the height presentation of EEF distribution of the 

surface of the polynomial electrodes.   

 

Figure 4. 18: Experimentally measured rotation rates mapped to the devices with 

polynomial electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 30 ɛm. 

 

Figure 4. 19: Experimentally measured rotation rates mapped to the devices with 

polynomial electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z ḙ 100 

ɛm. 
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Figure 4. 20: Height presentation of the effective electric field distribution of the 

devices with polynomial electrodes. 

3D FEM analyses were utilized to specify the circular regions on the inter-electrode 

area of the ER devices with polynomial electrodes.  In the boundaries of these areas 

the maximum deviations from the central EEF do not exceed the 5%, 10%, and 20% 

margins.  For this purpose first, the distribution of the EEF on the plane 15 µm 

above the device surface was simulated in the COMSOL software.  Then, the 

simulation results were transferred to the MATLAB software for the further 

numerical analyses.  To determine the boundaries of the circular areas, the 

magnitude of the simulated EEF in the inter-electrode region of the polynomial 

electrodes is sampled with 1 µm step size.  The sampled results were then 

transferred to the Excel program, and the ratio of the variances was compared to the 

magnitude of the central EEF.  By this method the boundaries of the circular areas 

with 5%, 10%, and 20% variations were defined.  Figure 4.21 shows the 3D 

simulation of the EEF on the z=15 µm plane of the polynomial electrodes. 
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Figure 4. 21: 3D simulation of distribution of the EEF on the z = 15 µm plane of the 

polynomial electrodes. 

In the polynomial electrodes, the maximum rotation rates were measured at the 

curved electrodes tips, which reduce gradually toward the center of the electrodes.  

However, in the FEM simulations the maximum EEF was obtained in the vicinity 

of the region between the adjacent electrodes.  This difference between the 

experimental and FEM results can be interpreted based on the geometry of the 

polynomial electrodes.  In the polynomial design, the electrode tips were 

widespread from the region between the adjacent electrodes, compared to other 

geometries.  Therefore, due to increased gap between the electrode tips and adjacent 

electrode, the EEF drops at electrode tip.  The average of the recorded rotation rates 

of the cells positioned above the electrode ceiling (1.92 rev.sec
-1

) shows a 28% 

decrease compared to the cells below the electrode ceiling (2.68 rev.sec
-1

).  This 

rate is calculated as 28% using the FE simulations, as well.  The area with 

maximum 5%, 10%, and 20% variations from central EEF encompasses the 

12.96%, 17.64%, and 23.04% of the circular measurement area.  Comparing the 

obtained results for the uniformities of the EEF areas with other curved electrode 

geometries show that the polynomial electrodes have the highest uniformity of the 

EEF among others. 
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4.4.7 ER Devices with Prolate Elliptical Electrodes 

The distance between the opposing electrodes in the prolate elliptical structures was 

200 µm.  The designed layout of the ER devices with prolate elliptical electrodes 

and the critical dimensions of the device are shown in Fig. 4.22.  For the 

experimental analyses, the inter-electrode region was divided into 64 square 

segments (Fig. 4.23).  In order to extract the ROT-T map, rotations of 421 cells 

were studied on these devices.   

 

Figure 4. 22: Designed layout for the devices with the prolate elliptical electrodes, 

together with the magnified inter-electrode region. 

In order to extract the experimental ROT-T map of the ER devices with the prolate 

elliptical electrodes, the measured rotation rate of each cell was mapped to the 

corresponding segment on the device surface.  Then averaging algorithms were 

utilized to calculate the average rotation rate for each segment.  The Excel software 

was utilized for the calculation of the average values.  To fit the averaged data on 

the surface of the device, MATLAB surface fitting software was used.  Figure 4.24 

and 25 show the extracted ROT-T map of the ER devices with the prolate elliptical 

electrodes.  The SEM photographs of the electrodes (Fig. 4.24(A) and 4.25(B)) 
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represent the orientation of the electrodes in the extracted maps.  Figure 4.24(B) and 

(C) show the surface map and the counter-plot of the extracted ROT-T for the cells 

positioned along the electrode wall (z < 30µm), respectively.  Figure 4.25(B) and 

(C) represent the surface map and the counter-plot of the extracted ROT-T map for 

the cells positioned at z=100 µm, respectively. 

 

Figure 4. 23: Segmented inter-electrode region of the ER devices with prolate 

elliptical electrodes. 

In order to verify the experimentally extracted ROT-T maps, FEM simulations 

(COMSOL) were utilized to study the distribution of the EEF on the devices with 

prolate elliptical electrodes.  Figure 4.26 presents the height presentation of EEF 

distribution on the surface of the prolate elliptical electrodes.  
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Figure 4. 24: Experimentally measured rotation rates mapped to the devices with 

prolate elliptical electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 30 ɛm. 

 

Figure 4. 25: Experimentally measured rotation rates mapped to the devices with 

prolate elliptical electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 100 

ɛm. 

3D FEM analyses were utilized to specify the circular regions on the inter-electrode 
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the maximum deviations from the central EEF do not exceed the 5%, 10%, and 20% 

margins.   

 

Figure 4. 26: Height presentation of the effective electric field distribution on the 

devices with prolate elliptical electrodes. 

For this purpose first, the distribution of the EEF on the plane 15 µm above the 

device surface was simulated in the COMSOL.  Then, the simulation results were 

transferred to the MATLAB software for the further numerical analyses.  To 

determine the boundaries of the circular areas, the magnitude of the simulated EEF 

in the inter-electrode region was sampled with 1 µm step size, from the center of the 

device toward the edges of the inter-electrode region.  The sampled results are then 

transferred to the Excel program and the percentages of variances were calculated 

compared to the magnitude of the central EEF.  Figure 4.27 shows the 3D 

simulation of the EEF on the z=15 µm plane of the prolate elliptical electrodes. In 

the ER devices with prolate elliptical electrodes, the experimental data shows a 

uniform distribution of the ROT-T in the vicinity of the electrodes center, which 

increases gradually toward the region between the adjacent electrodes tips.  The 

average recorded rotation rate of the cells positioned below the electrode ceiling 

compared to that of z ḙ100 µm drops from 1.83 rev.sec
-1

 to 0.92 rev.sec
-1

, 
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respectively.  It shows 49% variance according to experimental data, which is 

calculated as 42% using FEM.    

 

Figure 4. 27: 3D simulation of distribution of the EEF on the z= 15 µm plane of the 

prolate elliptical electrodes. 

The circular areas with the maximum variation of 5%, 10%, and 20% variations 

from the central EEF were calculated to encompass the 7.84%, 12.96%, and 21.16% 

of the measurement area, respectively.  Because of an extreme decrease in one of 

the x or y components of the electric field in the electrode tips, the ROT-T drops 

considerably in these regions.  However, the maximum ROT-T was recorded in the 

region between the adjacent electrodes.  The simulation results follow the same 

trend for the EEF distribution, having a uniform distribution at central region and 

increasing toward the region between the neighboring electrodes.  Obtained results 

show that the ER devices with prolate elliptical electrodes have the highest 

instability of the EEF along the z-direction. 

4.4.8 ER Devices with Oblate Elliptical Electrodes 

The distance between the opposing electrodes in the oblate elliptical structures is 

300 µm.  The designed layout of the ER devices with oblate elliptical electrodes and 

the critical dimensions of the device are shown in Fig. 4.28.  For the experimental 

analyses, the measurement area was divided into 81 square segments (Fig. 4.29).  In 
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order to extract the ROT-T map, rotations of 652 cells were studied on these 

devices.   

 

Figure 4. 28: The designed layout of the ER devices with the oblate elliptical 

electrode geometry. 

In order to extract the experimental ROT-T map of the ER devices with the oblate 

elliptical electrodes, the measured average rotation rate of each cell was mapped to 

the corresponding segment on the device surface.  The Excel software was utilized 

for the calculation of the average rotation rates.  To fit the averaged data on the 

surface of the device, MATLAB surface fitting software was used.  Figure 4.30 and 

31 show the extracted ROT-T map of the ER devices with the oblate elliptical 

electrodes.  The SEM photographs of the electrodes (Fig. 4.30(A) and 4.31(A)) 

represent the orientation of the electrodes in the extracted maps.  Figure 4.30(B) and 

(C) show the surface map and the counter-plot of the extracted ROT-T for the cells 

positioned along the electrode wall (z < 30µm), respectively.  Figure 4.31(B) and 

(C) represent the surface map and the counter-plot of the extracted ROT-T map for 

the cells positioned at z ḙ 100 µm, respectively.  To verify the experimentally 

extracted ROT-T maps, FEM simulations were utilized.  In addition, simulations 

were used to study the distribution of the EEF on the devices with oblate elliptical 

2300 µm 

750Ĭ750 

µm 

R=150  

µm 



97 

 

electrodes.  Figure 4.32 presents the height presentation of the EEF distribution on 

the surface of the oblate electrodes.  

 

Figure 4. 29: Segmented inter-electrode region of the ER devices with the oblate 

elliptical electrodes. 

 

Figure 4. 30: Experimentally measured rotation rates mapped on the devices with 

oblate elliptical electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 30 ɛm. 
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Figure 4. 31: Experimentally measured rotation rates mapped on the devices with 

oblate elliptical electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z ḙ100 

ɛm. 

 

Figure 4. 32: Height presentation of the effective electric field distribution of the 

devices with oblate elliptical electrodes. 
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3D FEM analyses were utilized to specify the circular regions on the inter-electrode 

area of the device with oblate elliptical electrodes.  In these areas the maximum 

deviations from the central EEF do not exceed the 5%, 10%, and 20% margins.  For 

this purpose first, the distribution of the EEF on the plane 15 µm above the device 

surface is simulated in the COMSOL.  Then, the simulation results were transferred 

to the MATLAB software for the further numerical analyses.  To determine the 

boundaries of the circular areas, the magnitude of the simulated EEF in the inter-

electrode region is sampled with 1 µm step size.  The sampled results are then 

transferred to the Excel program, and the percentages of variances are calculated 

compared to the central magnitude of the EEF.  Figure 4.33 shows the 3D 

simulation of the EEF on the z=15 µm plane of the oblate elliptical electrodes. 

 

Figure 4. 33: 3D simulation of distribution of the EEF on the z = 15 µm plane of the 

oblate elliptical electrodes. 

The experimental results show that the rotation rates of the cells were lower in the 

electrode tips, which increased toward the center of the devices.  This increase was 

markedly toward the region between the neighboring electrode tips.  Because of the 

weaker magnitude of rotating electric field at the vicinity of the electrode tips, the 

rotation rates of the cells were decreased significantly in these regions.  The 

presented simulation results for the electric field distribution in the Fig. 4.32 present 

a uniform distribution of the EEF in the center of the electrodes.  The magnitude of 
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the EEF reaches to its maximum value at the region between the neighboring 

electrodes.  The average of recorded rotation rates, shows a 31% decrease for cells 

at z ḙ 100 µm, compared to the cells below the electrode ceiling (from 2.78 rev.sec
-

1
 to 1.92 rev.sec

-1
).  However, this rate was calculated as 23% using FEM.  The area 

with maximum of 5%, 10%, and 20% deviation from central EEF is calculated to 

cover 9.4%, 14.44%, and 21.78% of the total circular measurement area (bounded 

by the electrode), respectively. 

4.4.9 ER Devices with Circular Electrodes 

The distance between the opposing electrodes in the circular structures was 300 µm.  

The designed layout of the ER devices with circular electrodes and the critical 

dimensions of the device are shown in Fig. 4.34.  For the experimental analyses, the 

measurement area was divided into 81 square segments (Fig. 4.35).  In order to 

extract the ROT-T map, rotations of 551 cells were studied on these devices.   

 

Figure 4. 34: The designed layout of the ER devices with the circular electrode 

geometry. 

In order to extract the experimental ROT-T map of the ER devices with the circular 

electrodes, the measured average rotation rate of each cell was mapped to the 

1960 µm 

750Ĭ750 

µm 

R=150  

µm 



101 

 

corresponding segment on the device surface.  The Excel software was utilized for 

the calculation of the average rotation rates.  To fit the averaged data on the surface 

of the device, MATLAB surface fitting software was used.  Figure 4.36 and 37 

show the extracted ROT-T map of the ER devices with the circular electrodes.  The 

SEM photographs of the electrodes (Fig. 4.36(A) and 4.37(A)) represent the 

orientation of the electrodes in the extracted maps.  Figure 4.36(B) and (C) show the 

surface map and the counter-plot of the extracted ROT-T for the cells positioned 

along the electrode wall (z < 30µm), respectively.  Figure 4.37(B) and (C) represent 

the surface map and the counter-plot of the extracted ROT-T map for the cells 

positioned at z ḙ100 µm, respectively. 

 

Figure 4. 35: Segmented inter-electrode region of the ER devices with circular 

electrodes. 

FEM simulations were utilized to study the distribution of the EEF on the devices 

with circular electrodes.  Figure 4.38 presents the height presentation of the EEF 

distribution on the surface of the oblate electrodes.  
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Figure 4. 36: Experimentally measured rotation rates mapped on the devices with 

circular electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 30 ɛm. 

 

Figure 4. 37: Experimentally measured rotation rates mapped on the devices with 

circular electrodes.  (A) SEM photographs of the measurement region.  The 

orientations of the electrodes show the position of the electrodes in the mapped 

data.  (B) Surface plot and (C) Counter-plot of the rotation of the cells at z 100 

ɛm. 
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Figure 4. 38: Height presentation of the effective electric field distribution on the 

devices with circular electrodes. 

3D FEM analyses were utilized to specify the circular regions on the inter-electrode 

area of the device with circular electrodes.  In these areas the maximum deviations 

from the central EEF do not exceed the 5%, 10%, and 20% margins.  For this 

purpose first, the distribution of the EEF on the plane 15 µm above the device 

surface was simulated in the COMSOL.  Then, the simulation results were 

transferred to the MATLAB software for the further numerical analyses.  To 

determine the boundaries of the circular areas, the magnitude of the simulated EEF 

in the inter-electrode region was sampled with 1 µm step size.  The sampled results 

were then transferred to the Excel program, and the percentages of variances were 

calculated compared to the central magnitude of the EEF.  Figure 4.39 shows the 

3D simulation results of the EEF distribution on the z =15 µm plane of the circular 

electrodes.  The average of recorded rotation rates of the cells below the electrode 

ceiling compared to the cells located at z ḙ100 µm plane, drops from 2.64 rev.sec
-1

 

to1.8 rev. sec
-1

, respectively.  The rate of changes in the experimental data is 32%, 

which is calculated as 23% using FE simulations.  The circular area with maximum 

variations of 5%, 10%, and 20% for the EEF is calculated as the 9.4%, 14.44%, and 

21.78%, respectively.  The ROT-T map shows a uniform distribution of the ROT-T 
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in the central region of the devices, which increases toward the region between 

neighboring electrodes tips.   

 

Figure 4. 39: 3D simulation of distribution of the EEF on the z = 15 µm plane of the 

circular electrodes. 

In ER experiments the rotation speed of the cells decreases significantly in the 

electrode tips because of weak rotating electric field due to negligible magnitude of 

one of the x or y component of the electric field.  This can be inferred from the EEF 

simulation results. 

4.4.10 ER Devices with Bone Electrodes 

The distance between the opposing electrodes in the ER devices with bone 

electrodes is varying between 350 µm and 500 µm.  The designed layout of the 

bone electrodes and critical dimensions of the device are shown in Fig. 4.40.  In the 

ER device with the bone shape electrodes, due to the non-uniformities of the 

generated EEF performing the experimental analyses for studying the distribution of 

the ROT-T was not possible.  FEM simulations were utilized in the study of the 

distribution of the EEF on the ER devices with bone electrodes.  Figure 4.41 

presents the simulation result of distribution of the EEF.  The non-uniformities of 

the generated EEF are obvious in Fig.4.41.  
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Figure 4. 40: The designed layout of the ER devices with the bone electrode 

geometry. 

 

Figure 4. 41: Height presentation of the effective electric field distribution on the 

devices with bone electrodes. 

These are originated from the inward and outward curvature of the bone electrodes, 

which lead to simultaneous presence of maximum regions for the EEF in the inter-

electrode region of the devices.  This leads to instabilities in the rotation of cells on 
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the surface of the device.  In addition, significant non-uniformities in the 

distribution of the electric field lead to the presence of a strong DEP force regions 

on the device surface.  Therefore, cells were attracted to the electrode tips, due to p-

DEP force.  Therefore, measuring the rotation rate of the cells in the central region 

of the devices was not possible.  Due to above mentioned reasons the ER devices 

with bone shape electrodes were found to be unsuitable for ER measurements.  

Therefore, these devices are not included in the Table 1 and Table 2 that presents 

the device characterization results. 

4.5 Discussion  

The aim of this study was to investigate the 3D distribution of the EEF over the 

measurement area of the ER devices with 3D electrode structures.  For this purpose, 

3D FEM simulations of the EEF distributions and experimental extraction of ROT-

T maps were carried out.  By this, the precise boundaries of the circular areas with 

maximum variation margins of 5%, 10%, and 20% from the central EEF were 

specified (Table 4.1).  To study the dependence of the EEF on vertical positions of 

the suspending cells inside the test medium, 3D simulations were performed for 

different positions along the z-axis using the COMSOL software.  In order to verify 

the simulation results, the ROT-T distribution of the ER devices was extracted 

experimentally by measuring the rotation rates of the K562/IMA-0.3 cells in the 

inter-electrode region.  For each device, the surface map and the counter-plot of the 

ROT-T is presented for the cells below (z 30 µm) and above the electrodes ceiling 

(z ḙ 100 µm).  Since the precise determination of the cells position along the 

electrode height was not possible, the rotation of the cells along the electrode height 

and above the electrode ceiling was categorized as a single group.   

The results of the FEM analysis together with experimental verifications are given 

in Table 4.2.  The EEF simulations were performed on different planes along the z-

axis.  For each plane a comparison was made based on the variations of the 

magnitude of the EEF compared to that of at z = 5 µm.   
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Table 4. 1: Comparison of the sustainability of the effective electric field for 

different electrode geometries.  Results present percentage of the circular area 

compared to the total measurement area with maximum of 5%, 10%, and 20% 

variations in the effective electric field compared to device center. 
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Simulations for the EEF variation in z-direction show that EEF remains almost 

constant along the height of the 3D electrodes, with a maximum variation of 7% in 

prolate elliptical ER devices (less than 4% for other devices).  Therefore, 3D 

electrodes eliminate the variations of ROT-T due to the changes in vertical positions 

of the cells as long as the data were collected along the electrode heights.  However, 

the FEM results show significant changes in the EEF magnitude above the 

electrodes ceiling.  The oblate elliptical and circular electrodes have the lowest 

variance rate (23%) and the prolate electrodes have a significant rate of changes 

(42%).  It can be inferred that the circular and extended elliptical electrodes provide 

better sustainability in EEF distribution along the z-axis.  Table 4.2 also shows the 

results of the experimental analyses for studying the dependency of the ROT-T on 

the vertical position of the cells.  A good agreement between the experimental 

measurements and simulation results can be seen, by comparing the variance of the 

ROT-T on z ḙ 100 µm versus z < 30 µm and the variances of the EEF on z = 100 

µm and z = 5 µm.   
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Table 4. 2: Comparison between the FEM modeling and experimentally obtained 

characteristics of the various electrode geometries.  The variance of the simulation 

data is compared based on the magnitude of the effective electric field at z= 5µm.  

For the experimental data the variance is calculated based on the average rotation 

rates for the cell positioned at z30 µm. 

  

  
EEF sim

ulation results [V 2 m
-2] 

Experim
ental results 

R
otation rate (rev s -1) 

Z < 30 µm 
Z >30 µm 

z [µm
] 

5 
15 

25 
50 

75 
100 

< 30 
~ 100 

Prolate elliptical electrodes 
1.55E+09 

1.52E+09 
1.44E+09 

1.18E+09 
9.60E+08 

8.98E+08 
3.66 

0.92 

Variance 
- 

2%
 

7%
 

24% 
38% 

42% 
- 

49% 

O
blate elliptical electrodes 

1.43E+09 
1.41E+09 

1.38E+09 
1.25E+09 

1.15E+09 
1.10E+09 

2.78 
1.92 

Variance 
- 

1%
 

4%
 

12% 
20% 

23% 
- 

31% 

C
ircular electrodes 

1.45E+09 
1.43E+09 

1.40E+09 
1.28E+09 

1.16E+09 
1.12E+09 

2.64 
1.80 

Variance 
- 

1%
 

4%
 

12% 
20% 

23% 
- 

32% 

Polynom
ial electrodes 

2.01E+09 
1.98E+09 

1.92E+09 
1.70E+09 

1.52E+09 
1.44E+09 

2.68 
1.92 

Variance 
- 

2%
 

4%
 

16% 
25% 

28% 
- 

28% 

Pyram
idal electrodes 

1.02E+09 
1.00E+09 

9.71E+08 
8.57E+08 

7.57E+08 
7.21E+08 

1.40 
0.88 

Variance 
- 

2%
 

5%
 

16% 
26% 

29% 
- 

37% 
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For studying the sustainability of the EEF on the x-y plane, the distribution of the 

EEF was investigated on a plane 15 µm above the device surface.  The results show 

that the devices with sharp tip electrodes have better uniformity in the EEF 

distribution (Table 3).  The area with 5% variance margin in pyramidal devices, 

cover about 16.8% of the total measurement area.  This rate is about 7.8%, 9.4 % 

and 12.96% for elliptical, circular, and polynomial electrodes, respectively.  In the 

literature, most of ER experiments are performed in the region with maximum of 

10% variances from the central EEF.  This region is calculated to cover about 49% 

of the measurement area in devices with pyramidal electrodes.  However, this ratio 

is less than 18% for the devices with curved electrodes.  Although the pyramidal 

electrodes (sharp-ended) have the most uniform distribution of the EEF, the 

magnitude of the generated ROT-T is lower compared to curved electrodes.  ER 

devices with extended and curved electrode tips generate a higher ROT-T in the 

central region.  For the elliptical and circular electrodes, the ROT-T shows a 

uniform distribution in the central region of the devices, which increases toward the 

region between neighboring electrodes.  In the ER experiments, the rotation rate of 

the cells decreases significantly in the electrode tips due to the lowered magnitude 

of the rotating electric field.  This is related to the negligible magnitude of one of 

the x or y component of the electric field in the electrodes tips [63].  The FEM 

analyses of the EEF support the experimental measurements by showing a 

decreased magnitude of the rotating electric field in the vicinity of the electrode 

tips.  In addition, due to intense DEP force in the electrode tips, the cells made rapid 

movements toward or away from the electrode tips, which results in the alternation 

of sensed torque by the cells.  This resulted in non-uniform semi-circular 

movements of the cells, which lead to non-reproducible measurements. 

In the pyramidal electrodes, the maximum rotation rate was measured at the 

electrode tips, which reduces gradually toward the center.  However, in the FEM 

simulations the maximum EEF was obtained in the region between the adjacent 

electrodes.  This difference between the experimental and FEM results can be 

interpreted based on the electrode geometry effects.  In the sharp-ended pyramidal 

electrode, unlike the curved electrodes, the transition from the electrode tips to the 

region between the adjacent electrodes is much rapid.  This sudden change in 
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magnitude of the EEF cannot be distinguished by the experimental analyses and 

resulted in the divergence between FEM and experimental results.  The same trend 

was seen in the polynomial electrodes, where the electrode tips were widespread 

from the region between the adjacent electrodes, compared to other geometries.  

Therefore, due to increased gap between the electrode tips and adjacent electrode, 

the EEF drops at electrode tip. 

4.6 Conclusion  

With increasing interest toward the DEP based separation and manipulation of 

biological cells, especially the circulating tumor cells (CTCs), accurate 

determination of dielectric properties of cells gains further significance.  Therefore, 

reliability in the methods of characterization becomes increasingly important.  For 

decades, the ER method had been utilized as the most accurate and practical method 

for dielectric characterization of the biological cells.  It has the capability of 

determining cellsô membrane and interior dielectric properties with high accuracy.  

Thereby, there is a wealth of the literatures on the ER based characterization 

methods and reliability of the obtained data.  Part of these researches has been 

focused on studying the uniformity of the EEF on the measurement area.  These 

studies aim to provide a large area over the surface of the devices, where the 

magnitude of the generated electric field remains relatively constant.  Along with 

the optimizations on the geometry of the electrodes to increase the uniformity of the 

electric field, many researchers have introduced arbitrary regions around the device 

center, where the variations in the EEF do not exceed a specified error margin 

[104].  These regions are defined based on the electrode geometry, the gap between 

the opposing electrodes, and the tolerable variation margin from the central EEF.  

Therefore, during the ER experiments, the measurements are confined to the 

defined area, assuming constant magnitude of the EEF and thus the ROT-T.  

Although the uniformities of the EEF or ROT-T over the ER devices are studied 

utilizing analytical and simulation models in the literature, out of plane variations in 

the ROT-T are neglected.  

To this end, the characterization of 3D rotational torque and effective electric field 

distribution on ER with different electrodes geometries, both by FEM and 
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experimental analyses, was presented.  The optimal region, with the minimum 

variances of the ROT-T was determined for the various ER electrode geometries 

and a comparison has been made on the sustainability of the EEF distribution over 

the measurement area of each device.  When the space-dependent variations of EEF 

are limited to 10% of the maximum, a circular area around the center of the device 

with a diameter of 20% of the tip-tip electrode distance in curved electrode 

geometries is found.  However, this ratio is calculated as 35% for the pyramidal 

electrodes.  The pyramidal electrodes, provides the highest uniformity and 

sustainability in EEF and ROT-T distribution.  Moreover, the variances of the EEF 

magnitude do not exceed 20% of central EEF on these devices.  Comparison of the 

magnitude of the generated EEF for different electrode geometries shows that the 

electrodes with curved tips (circular and polynomial) provide the higher EEF 

magnitude.   

It has been shown that the 3D electrodes have further advantages to traditional 2D 

structures.  3D electrodes encompass the whole cell body and eliminate the fringing 

field effect on the rotating cells.  In addition, utilization of 3D electrodes decreases 

the z-component of the electric field by providing a uniform distribution of the 

potential along the electrodes walls.  This minimizes the out of plane movements of 

the cells during the ER measurements, by generating a steady electric field 

magnitude along the z-direction.  Moreover, due to increased volume in 3D 

structures the current density passing through the electrodes drops significantly.  

This results in lower resistive heating at electrodes.  It is verified using FEM 

analyses that the thermal heating of the 3D structures was decreased by more than 

an order of magnitude compared to planar structures.  Thermal heating on the planar 

electrode leads to an increase in the medium temperature and causes instability of 

the suspending medium conductivity, which introduces an error to the ER 

measurements [62].   

Presented data can be utilized in the design and implementation of the ER devices, 

with higher stability in the measurement conditions.  In addition, by exact 

determination of the boundaries of the regions with specific variations in EEF, 

space-dependent errors can be eliminated by confining the measurement into 
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introduced regions.  In addition, presented experimental and simulation results 

correlate with the rotation rates to the cellsô position in the 3D.  Moreover, the 

results provide a data base for the automated ER mechanism that is based on 

imaging techniques. 
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CHAPTER 5 

 

 

FABRICATION  

 

 

 

This section presents the utilized microfabrication techniques in the fabrication of 

the different generation of the ER devices.  In the 1
st
 generation of the ER device 

Ti/Au sputtering and lithography techniques were used for the fabrication of the 

planar pyramidal electrodes on the Si wafer.  In the fabrication of the 2
nd

 generation 

of the ER devices parylene microchannel fabrication technique, which is optimized 

in the BioMEMS group, was utilized in the fabrication of the pyramidal electrodes 

with 3D structures on the glass wafer.  In the fabrication of the 3
rd

 generation of the 

ER devices, a single mask fabrication process was used for the fabrication of 3D 

electrodes with different electrode geometries.  In the following sections the details 

of the fabrication steps of the ER device are presented. 

5.1 Fabrication of the 1
st
 Generation of the ER Devices 

Figure 5.1 presents the fabrication flow of the 1
st
 generation of the ER devices.  A 

single mask was utilized in the fabrication of the first generation of the ER devices.  

The fabrication process includes metal sputtering (Ti/Au), wet etching, and 

photolithography.  In the first step, a thin oxide layer was grown on the Si wafer as 

an insulator layer.  Then, the Ti and Au were sputtered on the wafer to form the 

metal layer.  Then the S1813 photoresist was spun on the metal layer and patterned 

using lithography technique.  Then the metal layer was patterned using the designed 

mask (Fig. 5.2).   
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Figure 5. 1: Fabrication flow of the 1
st
 generation of the ER devices using a single 

mask. 

 

Figure 5. 2: Utilized mask for the fabrication of the 1
st
 generation of the ER devices. 

After patterning the photoresist layer, wet etching of Ti and Au layers were carried 

out with commercial Au etchant and freshly prepared Ti etchant.  After etching the 

Au and Ti layers, the photoresist was stripped using acetone.  Finally, the wafer was 

diced and 32 ER devices with varying dimensions were obtained from each wafer.  

Silicon 

PDMS 

SiO2 

Ti 

Au 
1.Ti/Au Sputtering. 2.Lithography to pattern 

the Ti/Au layers and wet 

chemical etch.  

3.PDMS port mounted 

on the electrode area to 

form the reservoir. 

4.PDMS port fixed by 

epoxy. 

Epoxy 
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The distance between the opposing electrodes was 285 µm in all of the devices.  

After the fabrication of the devices, a PDMS port was mounted on the measurement 

area of the ER devices, to form a reservoir for holding the cells.  The photograph of 

the fabricated ER devices with planar pyramidal electrodes is presented in Fig. 5.3.  

(See Appendix E for fabrication process flow) 

 

Figure 5. 3: Fabricated prototypes of the 1
st
 generation of the ER devices. 

5.2 Fabrication of the 2
nd

 Generation of the ER Devices 

In the fabrication of the 2
nd

 generation of the ER devices four masks were utilized.  

These ER devices were fabricated on a common wafer, which was used for the 

fabrication of the DEP devices.  Therefore, the microchannel fabrication process 

was applied to the fabrication of the ER devices.  The fabrication process includes 

metal sputtering, wet and dry etching, photolithography, electroplating and polymer 

(parylene) coating steps.  The fabrication process of the 2
nd

 generation of the ER 

devices is presented in Fig. 5.4. 
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Figure 5. 4: Fabrication flow of the 2
nd

 generation of the ER devices. 

As the initial step, piranha cleaning of the glass wafers was performed to obtain a 

polished and rugged surface, which increases the adhesion capabilities of the 

surface of the glass wafers.  For this purpose, buffered hydrofluoric (BHF) etchant 

was used.  After cleaning the glass wafer, a thin parylene was coated on the wafer.  

The parylene coating can be realized by simultaneous use of silane.  Silane 

increases the adhesion of the coated parylene to the glass wafer.  The coating 

parameters of the parylene were optimized in our group.  A ratio of 1:2 (thickness in 

micrometers: parylene weight in grams) was used for the coating purpose.  

Following the initial parylene coating, Ti and Au were sputtered on the wafer to 

form a seed layer for the Cu electroplating.  Then, mask 1 was utilized for 

patterning of the Ti/Au seed layer (Fig. 5.5).  For this purpose, S1813 photoresist 

was utilized.  S1813 photoresist is generally used for the thin coatings.  After this 

step, the Au layer was etched using commercial Au etchants.  For Ti etching an 

a. Parylene coating and 

Ti/Au sputtering 

b. Lithography and wet 

chemical metal etch 

c. Lithography for Cu 

electroplating 

d. Cu electroplating and 

PR removal 

e. Thin parylene 

coating for insulation 

f. Lithography for 

reservoir formation and 

parylene coating 

g. Lithography and RIE 

opening 

Glass 

Parylene 

PDMS Ti 

PR 

Au 

Cu 
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etchant solution was prepared, consisting of 10 ml HF, 10 ml H2O2 and 80 ml DI 

water. 

 

Figure 5. 5: Mask 1 used for patterning of the Ti/Au layer. 

After patterning the seed layer, the S1813 photoresist was stripped using acetone.  

For determining the Cu electroplating area, lithography technique was utilized using 

the mask 2 (Fig. 5.6).  The height of the electroplated electrodes was aimed to be 30 

µm.  Therefore, AZ9260 photoresist was used which is proper for thick coatings.  

Then, the 3D electrodes were electroplated using the Cu electroplating technique.  

The process parameters were optimized as 50 mA current for 90 minutes.  The aim 

of the 3D electrodes is to provide a uniform distribution of the electric field by 

covering the whole cell body.  Therefore, the height of the electrodes should be at 

least 20 µm.  The mask 3 was used for forming the reservoir in the inter-electrode 

region of the 3D pyramidal electrodes (Fig. 5.7).  For this purpose, AZ9260 

photoresist was spun and patterned.  Then a parylene layer was coated on the wafer 

to form the reservoir walls.  As the final step, RIE was used to open the reservoirs 

capping and the contact pads (Mask 4).  Then the wafer was diced and six ER 
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devices were obtained from each wafer.  (See Appendix E for fabrication process 

flow) 

 

Figure 5. 6: Mask 2 for determining the Cu electroplating areas. 

 

Figure 5. 7 : Mask 3 for determining the reservoir area in the inter-electrode region 

of the pyramidal electrodes. 

Mask 1 

Mask 3 for forming the 

reservoirs 
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In addition to the ER devices, this wafer was used as a common platform for the 

fabrication of the DEP separation and DEP dielectric characterization devices.  

Figure 5.8 presents the full view of the designed layout. 

 

Figure 5. 8: Designed layout for the fabrication of the ER devices on a common 

wafer with the DEP devices. 

After opening the reservoir region using the RIE (mask 4), the photoresist was 

released in the acetone. The fabricated prototypes of the 2
nd

 generation of the ER 

devices are shown in Fig. 5.9.   

 9 DEP devices 6 ER characterization 

devices 

6 DEP characterization 

devices 

8 DEP characterization 

devices 
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Figure 5. 9: Fabricated prototypes of the 2
nd

 generation of the ER devices with 

magnified electrode and reservoir region. 

5.3 Fabrication of the 3
rd

 Generation of the ER Devices 

A single mask fabrication process was used for the fabrication of the 3
rd

 generation 

of the ER devices.  The fabrication process includes metal sputtering, wet etching, 

lithography, electroplating, and electroless metal deposition.  The fabrication 

process flow of the 3
rd

 generation of the ER devices is shown in Fig. 5.10.  (See 

Appendix E for fabrication process flow) 

In the first step a nitride (Si3N4) layer was grown on the Si wafer for the insulation 

purpose.  Then the Ti and Au were sputtered on the surface of the wafer to form the 

seed layer for the Cu electroplating.  Then, using the designed dark field mask (Fig. 

5.11) the Ti and Au layers were patterned.  For this purpose, commercial Au etchant 

and freshly prepared Ti etchant were utilized.  After patterning the metal layers, Cu 

electroplating was employed for the fabrication of the 3D electrodes.  For this, 

AZ9260 photoresist was spun and patterned.  The electroplating parameters were 

3D electrodes 

Reservoir filled with 

photoresist before RIE 

opening and release in 

acetone. 
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optimized as 200 mA and 120 minutes.  After the electroplating step the photoresist 

was stripped from the surface of the device using acetone.   

 

Figure 5.10 : Fabrication flow of the 3
rd

 generation of the ER devices with 3D 

electrodes, using a single mask. 

For eliminating the risk of reaction of the Cu electrodes with the PBS containing 

medium (used during the ER experiments), a thin Au layer (400 nm) was deposited 

on the electrode regions.  To accomplish this, electroless Au deposition technique 

was utilized, which is a selective deposition technique.  Therefore, only the Cu 

electrodes were coated with the Au layer.  Before dicing of the fabricated wafer, an 

AZ9260 layer was spun on the wafer to eliminate the risk of peeling off of the 

electroplated electrodes during the dicing process.  88 ER chips with six different 

electrode geometries were obtained from each wafer.  To release the photoresist 

layer, the devices were kept in acetone for 24 hours.  The SEM photographs of the 

fabricated ER devices with 3D electrodes are shown in Fig. 5.12.  The uniformity of 

the height of the electroplated electrodes is obvious in this figure.   

b. Lithography to pattern 

Ti/Au seed layers. 

a. Ti/Au sputtering. 

d. PDMS port mounted on 

the electrodes to form 

reservoir. 

c. Cu electroplating and 

electroless Au deposition.  

Si Si3N4 Ti Au Cu PDMS 
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Figure 5. 11: Layout of the designed mask for the fabrication of the 3
rd

 generation 

of the ER devices. 
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Figure 5. 12 : SEM photograph of the ER devices with 3D electrodes.  (A) 

Pyramidal, (B) Polynomial, (C) Prolate elliptical, (D) Oblate elliptical, and (E) 

Circular electrodes 

 

 

 

 

 

A B 

C D 

E 

  100 µm   250 µm 

  200 µm   150 µm 

  300 µm 



126 

 

 



127 

 

 

 

CHAPTER 6 

 

 

RESULTS AND DISCUSSION 

 

 

 

This chapter presents the dielectric characterization of the cancer cells using the 3
rd
 

generation of the ER devices.  In this study the dielectric properties of 9 cell lines 

were determined using the ER technique.  These cells are K562 human leukemia 

cells and its multidrug resistance (MDR) counterparts, including the imatinib 

resistant (K562/IMA-0.2, 0.3, 0.5 µM) and doxorubicin resistant cells (K562/DOX-

0.1, 0.3, and 0.5 µM).  In addition, the dielectric properties of the human breast 

cancer cells (MCF7) and its doxorubicin resistant (MCF7/DOX-1000 nM) 

derivation were measured using this technique.  Considering the presented results in 

the Chapter 4 for the characterization of ROT-T and EEF for the ER devices, 

devices with polynomial electrodes were chosen for analyzing of the dielectric 

properties of the cells.  In this chapter, first the designed and installed test setup for 

the ER measurements is introduced.  Then, the procedures related to the preparation 

of the biological cells for the ER experiment is presented.  Finally the obtained 

results from the ER dielectric characterization tests will be presented. 

6.1 Experimental Test Setup for the ER Measurements 

This section introduces the designed and utilized test setup for performing the ER 

measurements.  Figure 6.1 shows the schematic presentation of the installed test 

setup.  A four channel function generator (Agilent-81150A) capable of 

producing four sinusoidal signals with 90ę phase shifted apart was used for 
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the energizing the quadrupole electrodes (Fig. 6.2).  Before energizing the 

electrodes, 3 µL of the cell suspension (in the room temperature) were loaded 

into the PDMS reservoir of the ER device.  Sinusoidal voltages in the range 

of 10 - 12.5 VPP depending on the cell type, in frequencies between 1 kHz to 

100 kHz (with 5 kHz intervals), were applied to each electrode.  For this 

purpose, 50Ý coaxial cables with BNC connections were used.  The applied 

voltages were optimized by FEM studies of the effective electric field (EEF) 

and the magnitude of the DEP force.  Then, the applied voltages were tested 

experimentally to adjust the rotation rate at a measurable range for manual 

counting of the cell revolution (180-240 rpm).  A stopwatch was used to 

measure the rotation rate of the cells.  During the measurements, the cells 

inside the PDMS reservoir were replaced with fresh cells several times, in 

order to reduce the possibility of change in cellsô dielectric properties due to 

application of an external electric field.  Rotation of cells was recorded using 

a video microscope (Karl Suss, PM5).  The photograph of the experimental 

setup is shown in Fig.  6.3.  The boundaries of the measurement area (in the 

inter-electrode region) was optimized using FEM analysis to minimize the 

variation of the rotational torque.  The details about the determination of the 

boundaries of the circular area, where the maximum deviations from the 

central EEF is limited to 5%, 10%, and 20% is presented in Chapter 4.  A 

circular area with a radial length of approximately 100 µm centered in the 

center of the electrodes was chosen for the ER measurements.  According to 

the Table 4.1, in this area, the maximum variation of the rotational torque 

induced on the cells is less than 10% compared to the central torque, which 

guaranties reproducible test results. 
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Figure 6. 1: ER test setup.  Micropipette is used for loading 3µl of cell suspension 

into the PDMS reservoir.  Rotational torque is generated on the cells by energizing 

the polynomial electrodes with sinusoidal signals in phase quadrature.  The 

rotations of the cells are recorded using a video microscope for further analyses. 

 

Figure 6. 2: Utilized four channel function generator for generating four sinusoidal 

signals in phase quadrature. 

0   90  180  270 

Video Microscope Computer 

Function Generator 

Micropipette 

PDMS Reservoir 

First output channel group 

with complementary 

outputs 

Second output channel 

group with 

complementary outputs 



130 

 

One of the challenging issues in the ER tests is the immobilization of cells in 

their position while a rotating electric field is applied.  Therefore, the 

amplitude of the rotational torque remains constant, which increases the 

reliability of the collected data.  Different methodologies are suggested and 

developed for immobilizing cells, including use of laser tweezers [73,92ï96] 

and DEP-cages [93,96,97].  In this study, cells were kept in the center of the 

electrode tips by utilizing the repulsive negative DEP (n-DEP) force.  In the 

low ionic strength media (around 10
-3

 S/m), K562 and MCF7 cells observe n-

DEP force at the applied frequency range.  Under n-DEP force, cells 

experience a repulsive force from the electrode tips and are gathered in the 

center of the inter-electrode region, where the electric field gradient intensity 

is lower (n-DEP region).  Moreover, the use of the low ionic medium 

conductivities reduces the joule heating and electrolysis effects [3,70].  At 

each frequency step, rotation rates were measured for 12 different cells placed 

within the defined circular boundaries.  To minimize the influence of the cells 

from the dipole moment of nearby rotating cells, measurements were limited 

to the cells separated by at least three cell diameters from the nearby cells 

[74].  Each test was repeated twice, ascending from 1 kHz to 100 kHz and 

descending to 1 kHz with 5 kHz intervals.  Peak rotation frequency in each medium 

with specific conductivity was calculated based on the average of collected rotation 

rates.  Instead of selecting a specific peak frequency, a peak frequency with a 

deviation range was chosen.  This method was used in the calculation of the average 

cells dielectric properties and their standard deviations. 
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Figure 6. 3 : Photograph of the experimental test setup with magnified view of the 

device under test. 

6.2 Cell Preparation 

The MDR cancer cells used in this study were raised and cultured in METU 

Biology Department, in collaboration with Prof. Dr. Ufuk Gündüz.  The 

Philadelphia chromosome positive K562 cell lines were obtained from the Germen 

Collection of Microorganisms and Cell Cultures, Germany, and cultured in RPMI 
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Device under test 
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1640 medium (Invitrogen) with fetal bovine serum and penicillin-streptomycin.  

Imatinib (Novartis) or doxorubicin (Adriamycin, SABA) was added to the culture 

medium with gradual dose increments until the cells become resistant to desired 

level of drug concentrations (DOX: 100, 300, 500 nM; IMA: 200, 300, 500 nM) 

[105]. The human chronic myeloid leukemia cells (K562) and its drug resistant 

counterparts with different levels of resistance to imatinib (K562/IMA) and 

doxorubicin (K562/DOX) drugs were grown in RPMI-1640 medium, at 37°C, 

under 5% CO2.  Before analyzing each population, cells were washed twice 

by centrifuging at 1000 rpm for 5 minutes at room temperature.  Finally, the 

pellets were re-suspended in isotonic medium, consisting of 8.5% (w/v) 

sucrose plus 0.3% (w/v) dextrose.  Cell concentration was adjusted to 5x10
5
 

cells/ml.  Phosphate buffered saline (PBS, Santa Cruz Biotechnology, 10X) 

was used to adjust the medium conductivities (1-8 mS/m).  

The same cell preparation procedure was followed for the MCF7 and MCF7-DOX-

1000 nM cells.  The only difference was in the use of trypsin before the centrifuging 

step.  The MCF7 cells are adherent cells, and adhesion to a surface is essential for 

their growth (in our case surface of the flask).  Therefore, trypsin is used for ease of 

lift up of the adhered cells from the surface of the growth environment.  For this 

purpose the growth medium (RPMI-1640) was first removed and trypsin was added 

to cell flask.  Generally a short time, about 10 minutes is needed to complete lift up 

of the cells from the flaks surface.  Then the cells were washed by centrifuging the 

cell suspension at 1000 rpm for 5 minutes and at room temperature. 

6.3 Dielectric Characterization of K562 and K562 MDR Cells 

Subsequent to measurement of the peak rotation frequencies of each cell population 

in medium conductivities ranging from 1 to 8 mS/m, a linear formulation was fitted 

to the data points of the peak rotation frequency multiplied by the cell radius versus 

the medium conductivity.  The slope and the intercept of the fitted line were used in 

the determination of the effective membrane capacitance and conductance of the 

cells, respectively.  Then, using the low frequency (DC limit) approximation the 

interior conductivity of the cells was calculated.  The details regarding the 

calculation of dielectric properties of the cell are presented in the Chapter 3. 
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6.3.1 Dielectric Characterization of K562 Cells 

Figure 6.4 shows a photograph of the K562 cells during the ER measurement with 

polynomial quadrupole electrodes.  The peak rotation frequencies of the K562 cells 

were measured in four media with conductivities of 1.91, 3.97, 5.91, and 8.06 

mS/m.  Figure 6.5 shows the measured rotation rates for the K562 cells in four 

media.  The measurements were performed in the frequency range of 1-100 kHz.  

Each data point is the average value, which is obtained from double repeated ER 

measurements.  Presented fitting parameters (slope and intercept point) in Fig. 6.6 

were used to calculate the effective membrane capacitance and conductance of the 

K562 cells.  Then, using the calculated membrane properties of the cells, the 

conductivity of the cell interior was calculated.  The dielectric properties of the 

K562 cells are presented in Table 6.1. 

 

Figure 6. 4: K562 cells under the ER characterization tests. 
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K562 Cells 
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Figure 6. 5: Rotation rates of K562 sensitive cells in the frequency range of 1 kHz 

to 0.1 MHz, inside four media with different conductivities. 

 

Figure 6. 6: Straight line fitted to the data points of peak rotation frequency and cell 

radius versus medium conductivity.  The membrane capacitance and effective 

conductance are calculated using the slope and intercept of the fitted line.  
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Table 6. 1 : Extracted dielectric properties of drug sensitive K562 human leukemia 

cells, using ER method. 

 

The membrane and interior dielectric properties of the cells were calculated using 

the automated MATLAB algorithm, which was presented in the Chapter 3.   

6.3.2 Dielectric Characterization of K562/IMA Cells 

The peak rotation frequencies of the imatinib resistant human leukemia cells with 

varying resistance levels to the imatinib drug (K562/IMA-0.2, 0.3, and 0.5 µM) 

were measured in four media with varying conductivities.  The conductivities of the 

test media were 1.16, 2.44, 5.2, and 8.1 mS/m for K562/IMA-0.2 µM and 1.91, 

3.97, 5.91, and 8.3 mS/m for K562/IMA-0.3 µM and 1.91, 3.97, 5.91, and 8.06 

mS/m for the K562/IMA-0.5 µM cells.  Figure 6.7 shows a photograph of the 

K562/IMA-0.5 µM cells during the ER measurements with polynomial quadrupole 

electrodes.  The calculated peak rotation frequencies for each cell population inside 

four media with distinct conductivities are shown in Fig. 6.8 - 10.  It is necessary to 

mention that each polynomial line presents the averaged rotation rates obtained 

from the double repeated ER measurements.  Obtained peak rotation frequencies 

from the Fig. 6.8 ï 10 were used in the fitting of the expression of the straight line 

to the data points of the peak rotation frequency and average cell radius versus the 

medium conductivity (Fig. 6.11).   

Dielectric Parameters  Dielectric properties 

Membrane capacitance [mFm-2] 8.93 Ñ 1.43 

Membrane effective conductance [Sm-2] 336 Ñ 73 

Membrane relative permittivity 10.09 Ñ 1.61 

Cytoplasmic conductivity [Sm-1] 0.32 Ñ 0 .08 

Cells radius [µm] 6 Ñ 1 
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Figure 6. 7: K562/IMA-0.5 µM cells under the ER characterization tests with 

quadrupole polynomial electrodes. 

 

Figure 6. 8: Rotation rates of K562/IMA-0.2 µM cells in the frequency range of 1 

kHz to 0.1 MHz, inside four media with different conductivities. 
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