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1. 

REAL TIME ELECTRONIC CELL SENSING 
SYSTEMS AND APPLICATIONS FOR 

CELL-BASED ASSAYS 

This application is a continuation-in-part of U.S. patent 
application Ser. No. 10/705,447 filed Nov. 10, 2003, entitled 
“Impedance Based Devices and Methods for Use in Assays' 
which claims priority to U.S. Provisional Application 
60/397,749, filed Jul. 20, 2002; U.S. Provisional Application 
60/435,400, filed Dec. 20, 2002; U.S. Provisional Applica 
tion 60/469,572, filed May 9, 2003; and PCT application 
PCT/US03/22557, filed Jul.18, 2003. All of the applications 
referred to in this paragraph are incorporated by reference 
herein. 

This application is also a continuation-in-part of U.S. 
patent application Ser. No. 10/705,615, entitled “Impedance 
Based Apparatuses and Methods for Analyzing Cells and 
Particles”, filed on Nov. 10, 2003, which claims priority to 
U.S. Provisional Application 60/397,749 filed Jul. 20, 2002: 
U.S. Provisional Application 60/435,400, filed Dec. 20, 
2002; U.S. Provisional Application 60/469,572, filed May 9, 
2003; and PCT application PCT/US03/22537, filed Jul. 18, 
2003. All of the applications referred to in this paragraph are 
incorporated by reference herein. 

This application also claims priority to U.S. Provisional 
Application 60/519,567 filed Nov. 12, 2003: U.S. Provi 
sional Application 60/542,927 filed Feb. 9, 2004; and U.S. 
Provisional Application 60/548,713, filed Feb. 27, 2004. All 
of the applications referred to in this paragraph are incor 
porated by reference herein. 

BACKGROUND OF THE INVENTION 

1. Technical Field 
This invention relates to the field of cell-based assays. In 

particular, the invention provides impedance-based devices, 
apparatuses and systems for analyzing cells and for con 
ducting cell-based assays. 

2. Background Art 
A. Electronic Analysis of Cells 

Bioelectronics is a progressing interdisciplinary research 
field that involves the integration of biomatereials with 
electronic devices. Bioelectronic methods have been used 
for analyzing cells and assaying biological molecules and 
cells. In one type of application, cells are cultured on 
microelectrodes and cell-electrode impedance is measured 
and determined to monitor cellular changes. 

In PCT Application No. PCT/US03/22557,entitled 
IMPEDANCE BASED DEVICES AND METHODS FOR 
USE IN ASSAYS, filed on Jul. 18, 2003, a device for 
detecting cells and/or molecules on an electrode Surface is 
disclosed. The device detects cells and/or molecules through 
measurement of impedance changes resulting from the 
attachment or binding of cells and/or molecules to the 
electrode surfaces. A number of embodiments of the device 
is disclosed, together with the apparatuses, system for using 
Such devices to perform certain cell based assays. 
B. Allergic Diseases and IgE-mediated Cell Activation 

Allergic diseases, also commonly known as immediate 
hypersensitivity disorder are the most common dysfunction 
of the immune system afflicting 20% of all individuals in the 
United States. The immediate hypersensitivity response can 
range anywhere from a simple rash or itchy and watery eyes 
to the most extreme case of anaphylaxis, where the airways 
are restricted to the point of asphyxiation and death. Due to 
the severity of the hypersensitivity responses, the lack of 
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2 
adequate treatment and the high percentage of the popula 
tion suffering from various forms of this condition, the 
pharmaceutical industry has taken a keen interest in devel 
oping novel drugs to effectively treat and combat the Symp 
toms of this disabling and potentially life threatening dis 
order. 
The primary cells of the immune system that are involved 

in the allergic response are mast cells, basophils and eisono 
phils. Basophils and eisonophils differentiate in the bone 
marrow, circulate in the blood and are recruited to the sites 
of the inflamed tissue in the late-phase of the reactions. In 
contrast, mast cells are normally distributed throughout the 
connective tissue and are the involved in the immediate 
phase of immunoglobulin E (IgE)-mediated allergic reac 
tions (Sharma et al. Clin Rev Allergy Immunol. 2002 
April;22(2): 119-48). The initial encounter of an individual 
with an allergen leads to the production of IgE, which binds 
to the high affinity IgE receptor (Fc(epsilon)RI) on the 
Surface of mast cells causing sensitization of the mast cells. 
Subsequent encounter with the allergen leads to cross 
linking of the Fc(epsilon)RI-IgE complex on the surface of 
mast cells and stimulation of the mast cells to release 
mediators of immediate hypersensitivity. The cross-linking 
of receptor-bound IgE on the mast cell Surface triggers a 
sequence of intracellular events, collectively referred to as 
mast cell activation that culminate in the extracellular 
release of potent inflammatory mediators, many of which 
are stored in the Secretory granules, including histamine. 
Mast cell activation can be divided into an interdependent 
early and late phase. The early phase of mast cell activation 
include phosphorylation and activation of protein tyrosine 
kinases and their substrates, generation of the second mes 
sengers inositol-tris phosphate and diacylglycerol, elevation 
of intracellular calcium levels and fusion of secretory gran 
ules with the membrane (Stassen et al. Crit Rev Immunol. 
2002:22(2): 115–40). The late phase of mast cell activation 
includes dramatic morphological changes due to remodeling 
of the actin cytoskeleton, gene expression leading to the 
synthesis and secretion of potent inflammatory cytokines 
and synthesis of lipid mediators that have variety of effects 
on blood vessels, bronchial Smooth muscle and leukocytes. 

Based on the various steps involved in the initiation and 
execution of the immediate hyperSensitivity response, there 
are multiple potential targets for pharmaceutical interven 
tion. The bulk of the current therapies for immediate hyper 
sensitivity disorders such as asthma seek to alleviate the 
symptoms of the condition rather than directly target the 
underlying cause. However, current promising efforts are 
underway to neutralize the IgE antibody by administration 
of humanized monoclonal anti-IgE antibody and to achieve 
long term alleviation of clinical symptoms (D’Amato et al. 
Monaldi Arch Chest Dis. 2003 January–March:59(1):25-9). 
Also, the elucidation of the intrinsic signaling pathways 
underlying IgE-mediated mast cell activation together with 
the advent of combinatorial chemistry provide ample oppor 
tunity to employ Small molecular inhibitors to target key 
proteins and enzymes involved in mast cell activation. These 
compounds could potentially provide novel immunomodu 
lators for the treatment of immediate hypersensitivity dis 
order. Small molecular inhibitors of several kinases, includ 
ing PKC and the tyrosine kinase Syk have provided 
encouraging preclinical results in rodent studies in blocking 
Some immediate hypersensitivity responses (Seow et al. Eur 
J Pharmacol. 2002 May 17:443(1-3):189–96). 
An increasing number of companies are utilizing large 

chemical libraries to screen for potential inhibitors of sig 
naling pathways that maybe involved in various disease 
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states. Hence, there is an urgent need for high-throughput 
molecular and cellular assays to Screen for potential modu 
lators of these signaling pathways. With regards to IgE 
mediated signaling, the current assays measure mediators 
that are released into the media after degranulation. This is 
accomplished by either measuring the enzymatic activity of 
these mediators (Rac and phosphatidylinositol 3-kinase 
regulate the protein kinase B in Fc epsilon RI signaling in 
RBL 2H3 mast cells. J Immunol. 2001 Feb. 1:166(3): 
1627–34), using radioactive precursors (Guillermot et al. J 
Cell Sci. 1997 September: 110 (Pt 18): 2215–25), or by 
ELISA, quantifying the amount of mediators that are 
released (Berger et al. Allergy. 2002 July:57(7):592–9). 
These assays are single point assays or endpoint assays 
which measure the cumulative release of these mediators 
and also involve utilization of reagents and manipulation of 
the cells, such as fixation or lysis. The fact that these are 
single point assays, which utilize expensive reagents such as 
antibodies and cellular manipulation, does not warrant 
adaptability for high-throughput analysis that is required to 
screen large chemical libraries. 
C. Anticancer Drug Screening and Discovery 

In anticancer drug development, the study of the time 
dependence of cytotoxic and cell proliferation inhibitory 
effect of a drug is an important element for gaining infor 
mation to use in the development of clinical dosing strate 
gies. In particular, time dependent IC50s are derived and 
different time dependent patterns for IC50s are observed 
(e.g., see Hassan S. B. Jonsson E. Larsson R and Karlsson M 
O in J. Pharmacology and Experimental Therapeutics, 
2001, Vol. 299, No. 3, pp 1140–1147; Levasseur L. M, 
Slocum H K, Rustum Y M and Greco W R, in Cancer 
Research, 1998, vol. 58, pp 5749–5761.). Typically, these 
studies used end-point single-measurement assays. Each 
time point for a dose concentration of drug or compound 
applied to the cultured cells required a separate experiment. 
This limits the time resolution and the number of time points 
of Such time-dependent cytotoxicity studies. Thus, new 
technologies or methods that can provide higher time reso 
lution and permit measurements on many time points are 
needed. 
The present invention further expands the inventions 

disclosed in PCT Application No. PCT/US03/22557, 
entitled IMPEDANCE BASED DEVICES AND METH 
ODS FOR USE IN ASSAYS, filed on Jul 18, 2003 and 
disclosed in U.S. patent application Ser. No. 10/705,447. 
entitled IMPEDANCE BASED DEVICES AND METH 
ODS FOR USE IN ASSAYS, filed on Nov. 10, 2003. The 
invention provides a real time cell electronic sensing system 
for conducting cell-based assays based on measurement of 
cell-substrate impedance and provides the method for using 
Such a system to perform cell-based assays. Furthermore, the 
present invention is aimed at addressing the limitations in 
current methods and technologies for assaying IgE-mediated 
signaling and cell activation. 

SUMMARY OF THE INVENTION 

In one aspect, the present invention is directed to a device 
for monitoring cell-substrate impedance, which device com 
prises: a) a nonconducting Substrate; b) two or more elec 
trode arrays fabricated on the substrate, where each of the 
two or more electrode arrays comprises two electrode struc 
tures; and c) at least two connection pads, each of which is 
located on an edge of the substrate. For each of the two or 
more electrode arrays of the device, the first of the two 
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4 
electrode structures is connected to one of the two or more 
connection pads, and the second of the two electrode struc 
tures is connected to another of the two or more connection 
pads. Each of the two electrode structures of the two or more 
electrode arrays comprises multiple electrode elements, and 
each electrode array of the device has an approximately 
uniform electrode resistance distribution across the entire 
array. The substrate of the device has a surface suitable for 
cell attachment or growth; where cell attachment or growth 
on said Substrate can result in a detectable change in 
impedance between or among the electrode structures within 
each electrode array. In preferred embodiments, each elec 
trode array on the substrate of a device of the present 
invention is associated with a fluid-impermeable container. 

In another aspect, the present invention is directed to a 
cell-substrate impedance measurement system comprising: 
a) at least one multiple-well device monitoring cell-substrate 
impedance, in which at least two of the multiple wells each 
comprise an electrode array at the bottom of the well; b) an 
impedance analyzer; c) a device station capable of engaging 
the one or more multiple-well devices and capable of 
selecting and electrically connecting electrode arrays within 
any of the multiple wells in to the impedance analyzer, and 
d) a Software program to control the device station and 
perform data acquisition and data analysis on impedance 
values measured by the impedance analyzer. In preferred 
embodiments of this aspect of the present invention, each 
electrode array of the multiple-well device is individually 
addressed. 

In yet another aspect, the present invention provides a 
method for monitoring cell-substrate impedance using a 
device of the present invention. The method includes: pro 
viding a multiple array device of the present invention; 
connecting said multiple array device to an impedance 
analyzer, depositing cells on at least one of the two or more 
arrays of the device; and monitoring cell-substrate imped 
ance on one or more arrays of the device. 

In yet another aspect, the present invention provides 
methods for calculating a Cell Index for quantifying and 
comparing cell-substrate impedance. 

In yet another aspect, the present invention provides 
methods for calculating resistance of electrical traces con 
necting an array of a cell-substrate monitoring device with 
a connection pad. Such calculations of electrical trace resis 
tance can be used for calculating Cell Index. 

In yet another aspect, the present invention provides a 
method for monitoring cell-substrate impedance using a 
cell-substrate impedance measurement system of the present 
invention. The method includes: providing a cell-substrate 
impedance measurement system of the present invention, 
adding cells to at least one well of the multiple-well device 
that comprises an electrode array, and monitoring cell 
substrate impedance from one or more of the wells that 
comprise cells. Impedance can be monitored at regular or 
irregular time intervals. In preferred embodiments, cell 
Substrate impedance is monitored in at least two wells of a 
multiple-well device. 

In yet another aspect, the present invention provides a 
method for performing real-time cell-based assays investi 
gating the effects of one or more compound on cells, 
comprising: providing an above described cell-substrate 
impedance measurement system; introducing cells into at 
least one well of the system that comprises an electrode 
array; adding one or more compounds to one or more of the 
wells containing cells; and monitoring cell-substrate imped 
ance over the electrode array of the one or more wells before 
and after adding the one or more compounds. Preferably, 

Axion Exhibit 1005 
Axion v. Agilent 

Page 31



US 7,192,752 B2 
5 

cell-substrate impedance is monitored at regular or irregular 
time intervals after adding one or more compounds to the 
one or more of the wells containing cells. The time depen 
dent impedance change can provide information about time 
dependent cell status before addition of the compound and 
about time dependent cell status under the interaction of the 
compound. This information can be used to determine the 
effect of a compound on the cells. 

In yet another aspect, the present invention provides a 
method for performing real-time cytotoxicity assays of at 
least one compound, comprising: providing an above 
described cell-substrate impedance measurement system; 
introducing cells into one or more wells of the system that 
comprise an electrode array; adding one or more compounds 
to the one or more wells containing cells; and monitoring 
cell-substrate impedance of the one or more wells before and 
after adding the one or more compounds, wherein the time 
dependent impedance change provides information about 
time dependent cytotoxicity of the compound or com 
pounds. Preferably, cell-substrate impedance is monitored at 
regular or irregular time intervals after adding one or more 
compounds to the one or more of the wells containing cells. 
The time dependent impedance change can provide infor 
mation about any potential cytotoxic effects of the com 
pound. 

In one embodiment of the above method, multiple wells 
with same cell types are used, wherein different concentra 
tions of a compound are added to different wells that 
comprise cells. The method can provide time-dependent and 
concentration-dependent cytotoxic responses. 

In yet another aspect, the present invention provides a 
method for analyzing and comparing time-dependent cyto 
toxic effects of a first compound and a second compound on 
a cell type, comprising: a) performing a real-time cytotox 
icity assay on a cell type with the first compound using the 
method described above; b) performing a real-time cytotox 
icity assay on said cell type with the second compound using 
the method described above; and c) comparing the time 
dependent cytotoxic responses of the first compound and the 
second compound. 

In one embodiment of this method, time-dependent cyto 
toxic responses are determined for a first compound at 
multiple dose concentrations. In another embodiment, time 
dependent cytotoxic responses are determined for a second 
compound at multiple dose concentrations. In yet another 
embodiment, time-dependent cytotoxic responses are deter 
mined for both a first compound and a second compound at 
multiple dose concentrations. 

In yet another aspect, the present invention provides 
methods for cytotoxicity profiling for a compound on mul 
tiple cell types, comprising: a) performing real-time cyto 
toxicity assays on different cell types with the compound 
using the method described above, and b) analyzing real 
time cytotoxic responses of different cell types to the com 
pound to provide a cytotoxicity profile of the compound. 

In yet another embodiment, the above methods are 
applied to perform cytotoxicity profiling of multiple com 
pounds on multiple cell types. 

In yet another aspect, the present invention is directed to 
method to use electronic impedance technology to assess 
and quantify the morphological changes that occur in cells 
as a result of IgE stimulation and IgE receptor cross-linking 
with an antigen. The method includes: providing a cell 
Substrate impedance measurement system of the present 
invention; introducing cells into one or more wells of the 
system, adding IgE to the one or more wells comprising 
cells; adding an antigen to the one or more wells comprising 
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6 
cells and IgE, and monitoring cell-substrate impedance from 
the one or more wells of the system. Impedance can be 
monitored before and after adding IgE, and is preferably 
measured before adding IgE, after adding IgE and before 
adding antigen, and after adding antigen. The cell-substrate 
impedance can be used as an indicator of a cells response 
to IgE stimulation through cell morphological changes. 

In yet another aspect, the present invention is directed at 
a method to screen for inhibitors of signaling pathways that 
are initiated by engagement of the IgE-Fc(epsilon)RI com 
plex by an antigen by utilizing electronic measurement and 
sensing of cells. The method includes: providing a cell 
Substrate impedance measurement system of the present 
invention, introducing cells into one or more wells of the 
system, adding at least one test compound to at least one of 
the one or more wells containing cells; providing at least one 
control well comprising cells in the absence of test com 
pound; adding IgE to the one or more wells comprising cells 
and test compound and to the one or more control wells; 
adding an antigen to the one or more wells comprising cells 
and test compound and to the one or more control wells; and 
monitoring cell-substrate impedance from the one or more 
wells of the system. Impedance can be monitored before and 
after adding IgE, and is preferably measured before adding 
IgE, after adding IgE and before adding antigen, and after 
adding antigen. The cell-substrate impedance can be used as 
an indicator of a cells response to IgE stimulation through 
cell morphological changes. Comparsion of the cell-Sub 
strate impedance in one or more wells comprising test 
compound with one or more control wells provides an 
assessment of the effect of a test compound on the cells 
response to IgE stimulation. In particular, inhibitors of the 
IgE response can be identified by their property of reducing 
the cell-impedance response of cells treated with test com 
pound when compared with the responses of control cells. 

In one embodiment of this aspect, the present invention is 
directed to method to use electronic impedance technology 
to screen for potential inhibitors of IgE binding to the high 
affinity Fc(epsilon)RI receptor on the surfaces of mast cells 
or basophils. 

In another embodiment of this aspect, the present inven 
tion is directed to method of using electronic impedance 
technology for Screening of Small molecular inhibitors of 
key enzymes and proteins involved in the signaling pathway 
that ensues from engagement of the high-affinity Fc(epsilon) 
RI receptor of cells in the presence or absence of IgE 
cross-linking by the antigen. 

In yet another aspect, the present invention is directed to 
method to use electronic impedance technology for target 
validation purposes of key enzymes and proteins involved in 
the signaling pathway leading from engagement of the 
high-affinity FceRI receptor of cells in the presence or 
absence of IgE cross-linking by the antigen. The method 
includes: providing a cell-substrate impedance measurement 
system of the present invention; introducing genetically 
modified cells into one or more wells of the system; pro 
viding at least one control well comprising cells that are not 
genetically modified; adding IgE to the wells comprising 
genetically modified cells and to the one or more control 
wells, adding an antigen to the wells comprising genetically 
modified cells and to the one or more control wells; adding 
an antigen to the wells comprising genetically modified cells 
and to the one or more control wells; monitoring cell 
Substrate impedance form the wells comprising genetically 
modified cells and to the one or more control wells; and 
analyzing the impedance data to determine the effect of the 
genetic alteration on the response of cells to IgE stimulation. 
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In yet another aspect, the present invention is directed to 
method to use electronic impedance technology for com 
paring IgE-mediated responses of cells of different genetic 
backgrounds. The method can be used for screening and 
validating genetic markers such as gene expression profiles, 
gene splicing variants, protein expression profiles, key 
single nucleotide polymorphisms (SNPs) or mutations and 
other genetic variants that determine or influence the IgE 
stimulation, IgE receptor interactions, antigen-mediated IgE 
receptor cross-linking, intracellular signal transduction path 
ways, and degranulation. 

In yet another aspect, the present invention is directed to 
method to use electronic impedance technology for screen 
ing, discovering, and validating chemical structures of anti 
gens (allergens) and half antigens, which lead to IgE cross 
linking specifically or nonspecifically. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1 shows schematic drawings of one design of a 
cell-substrate impedance measurement device of the present 
invention. A) depicts the substrate having 16 electrode 
arrays (or 16 electrode structure units) that are arranged in 
a 2-row by 8-column configuration on a Substrate. B) depicts 
a single electrode array of a device. C) shows a schematic 
drawing of an electrode array, illustrating the requirement of 
approximately uniform distribution of electrode resistance 
across the array. 

FIG. 2 shows an image of a 16x device of the present 
invention. 

FIG. 3 shows an image of a 96x device of the present 
invention. 

FIG. 4 shows one design of a 16x device station with 6 
16x devices connected to the station 

FIG. 5 shows one design of a 96x device station with a 
96-well plate placed on the station. 

FIG. 6 shows different pages from real-time cell elec 
tronic sensing software. A) An experimental note page 
allows the recording of key information about the experi 
ment by the experimenter, such as the goals and procedures 
of the experiment. (B) An experimental layout page allows 
the recording of cells, cell number, compound and com 
pound concentration added into each well. (C) Test time 
setting page allows for the recording and control of time 
intervals used for performing cell-substrate impedance mea 
Surement and multiple experimental steps each having dif 
ferent time interval values and different length times can be 
setup. (D) Cell index page is a result page where the 
software automatically update the measured and derived cell 
index values for all wells that are under test after the 
completion of each measurement at predetermined time 
interval as setup by the Test time setting page. (E) Experi 
mental data plot page allows for flexible plotting and orga 
nization of experimental data. 

FIG. 7 shows real-time monitoring of proliferation of 
H460 cells seeded at different initial cell seeding numbers on 
a cell Substrate monitoring system of the present invention. 
Cell proliferation was continuously recorded every 15 min 
utes for over 125 hours. The cell growth curves in the log 
scale show exponential cell growth or cells in the stationary 
phase. 

FIG. 8 shows real time monitoring of cell attachment and 
spreading of NIH3T3 cells using a cell-substrate impedance 
monitoring system of the present invention. The cells were 
seeded onto devices coated with either poly-L-lysine or 
fibronectin. The cell attachment and cell spreading processes 
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on the different coating surfaces were monitored every 3 
minutes for over 3 hours in real time. 

FIG. 9 shows real-time monitoring of morphological 
changes in CoS-7 cells using a cell-substrate impedance 
monitoring system of the present invention. The cells were 
serum starved for 8 hours and stimulated with or 50 ng/mL 
EGF. Changes in cell morphology were monitored at 3 min 
intervals for 2 hours and then 1 hour interval for 14 hours. 
The initial jump in the signal in EGF-treated cells is due to 
membrane ruffling and actin dynamics in response to EGF. 
The arrow indicates the point of EGF stimulation. 

FIG. 10 shows a plots of time-dependent cell index for 
H460 cells treated by anticancer drug paclitaxel. Different 
wells of cultured H460 cells in their exponential growth 
phase were treated with different concentrations of Pacli 
taxel. The dynamic response of the cells to different doses of 
paclitaxel was monitored in real time every 15 minutes for 
50 hours after treatment using a cell-substrate impedance 
monitoring system of the present invention. 

FIG. 11 shows plots of time-dependent cell index for 
H460 cells treated by anticancer drug AC101103. Different 
wells of cultured H460 cells were treated at their exponential 
growth phase with different concentrations of AC101103. 
The dynamic response of the cells to different doses of 
AC101103 was monitored in real time every 30 minutes for 
about 20 hours after treatment on a cell-substrate impedance 
monitoring system of the present invention. 

FIG. 12 shows dynamic drug response curves of A549 
cells treated with doxorubicin. 10,000 A549 cells were 
seeded in each well of a 16x cell-substrate impedance 
monitoring device. Cell attachment and cell growth were 
monitored using a cell-substrate impedance monitoring sys 
tem before treatment. When the cells were in exponential 
growth phase, doxorubicin at different concentration was 
added to the cells. The time and drug dose dependent cell 
response to doxorubicin was recorded in real time on the as 
shown in this figure. 

FIG. 13 is a plot of cell index recording indicating mast 
cell responses to IgE in the presence or absence of antigen. 
20,000 RBL-2H3 mast cells were seeded in each well of a 
16x device. Cells were allowed to adhere and grow for 22 
hours while being recorded. At 22 hours the cells were 
treated with either 1 microgram/mL non-specific mouse IgG 
or 1 microgram/mL anti-DNP mouse IgE. The electronic 
impedance response of the cells were continued to be 
recorded for an additional 20 hours after which the media in 
the wells were aspirated and replaced with fresh serum free 
media. The cells were allowed to recover for 30 minutes and 
then treated with the 1 microgram/mL of the antigen, DNP 
BSA. The electronic impedance response of the cells was 
measured for an additional 3 hours. 

FIG. 14 shows the results of another experiment moni 
toring cell-electrode impedance responses of RBL-2H3 mast 
cells sensitized with anti-DNP IgE and activated by the 
application of DNP-BSA. RBL-2H3 mast cells were seeded 
at a density of 20,000 cells/well onto the surface of a 16x 
device and the impedance was continuously measured and 
Cell Index recorded every 30 minutes using a cell-substrate 
impedance monitoring system of the present invention. 
Approximately 14 hours after seeding the cells were incu 
bated with 100 ng/mL anti-DNP IgE followed by application 
of 100 ng/mL DNP-BSA 24 hours later. Impedance mea 
surements (indicated as Cell Index) were performed at 5 
minute intervals post DNP-BSA application. 

FIG. 15 shows correlation between cell-electrode imped 
ance response of RBL-2H3 mast cells and cell morphologi 
cal dynamics and mediator release. (A) RBL-2H3 mast cells 
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were sensitized with 100 ng/mL IgE or treated with a control 
IgG antibody and subsequently activated with DNP-BSA. 
The cells were fixed with paraformaldehyde at the indicated 
time points, permeablized and stained with rhodamine 
phalloidin. The cells were visualized and photographed with 
a Nikon E-400 immunoflourescence microscope equipped 
with a CCD camera. (B) RBL-2H3 cells were sensitized 
with IgE, activated by the addition of DNP-BSA. 

FIG. 16 shows IgE alone-mediated increase in mast 
cell-electrode impedance response and its effect on antigen 
mediated activation step. (A) RBL-2H3 cells seeded on 
microelectronic sensor arrays were left untreated or treated 
with indicated concentration of anti-DNP IgE. The imped 
ance value indicated as Cell Index was continuously moni 
tored and recorded using a cell-substrate impedance moni 
toring system. (B) RBL-2H3 cells that had been sensitized 
with 15 ng/mL or 1 microgram/mL anti-DNP-IgE were 
activated by the application of 100 ng/mL DNP-BSA. The 
impedance value indicated as Cell Index was continuously 
monitored using the system. 

FIG. 17 shows monitoring of inhibitory effects of Protein 
kinase C inhibitor, Bisindolymaleimide on IgE-mediated 
RBL-2H3 mast cell activation by cell-electrode impedance 
measurement. RBL-2H3 mast cells were sensitized with 100 
ng/mL anti-DNP-IgE and then incubated with the indicated 
concentrations of the Bisindolylmaleimide 1 hour prior to 
addition of 100 ng/mL DNP-BSA. The impedance value 
indicated as Cell Index was monitored using a cell-substrate 
impedance monitoring system of the present invention. 

FIG. 18 shows the beta-hexosaminidase activity of IgE 
mediated RBL-2H3 mast cells measured in the presence of 
pharmacological inhibitors. RBL-2H3 mast cells were sen 
sitized, incubated with DMSO, 16.6 micromolar SU 6656, 5 
micromolar U73122, 16.6 micromolar Bisindolylmaleimide, 
16.6 micromolar Piceatannol and 16.6 micromolar PD 
98.059 for 1 hour. The cells were activated by the addition of 
100 ng/mL DNP-BSA. 

DETAILED DESCRIPTION OF THE 
INVENTION 

A. Definitions 
For clarity of disclosure, and not by way of limitation, the 

detailed description of the invention is divided into the 
subsections that follow. 

Unless defined otherwise, all technical and scientific 
terms used herein have the same meaning as is commonly 
understood by one of ordinary skill in the art to which this 
invention belongs. All patents, applications, published appli 
cations and other publications referred to herein are incor 
porated by reference in their entirety. If a definition set forth 
in this section is contrary to or otherwise inconsistent with 
a definition set forth in the patents, applications, published 
applications and other publications that are herein incorpo 
rated by reference, the definition set forth in this section 
prevails over the definition that is incorporated herein by 
reference. 
As used herein, 'a' 

or more.’ 
As used herein, "membrane' is a sheet of material. 
As used herein, “biocompatible membrane' means a 

membrane that does not have deleterious effects on cells, 
including the viability, attachment, spreading, motility, 
growth, or cell division. 
When a suspension of viable, unimpaired, epithelial or 

endothelial cells is added to a vessel, a surface of the vessel 
“is suitable for cell attachment' when a significant percent 

or “an' means “at least one' or "one 
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10 
age of the cells are adhering to the surface of the vessel 
within twelve hours. Preferably, at least 50% of the cells are 
adhering to the surface of the vessel within twelve hours. 
More preferably, a surface that is suitable for cell attachment 
has surface properties so that at least 70% of the cells are 
adhering to the Surface within twelve hours of plating (i.e., 
adding cells to the vessel). Even more preferably, the surface 
properties of a surface that is suitable for cell attachment 
results in at least 90% of the cells adhering to the surface 
within twelve hours of plating. Most preferably, the surface 
properties of a surface that is suitable for cell attachment 
results in at least 90% of the cells adhering to the surface 
within eight, six, four, two hours of plating. To have desired 
Surface properties for cell attachment, the Surface may need 
to chemically-treated (e.g. treatment with an acid and/or 
with a base), and/or physically treated (e.g. treatment with 
plasma), and/or biochemically treated (e.g. coated with one 
or more molecules or biomolecules that promotes cell 
attachment). In the present invention, a biocompatible Sur 
face (such as a membrane) preferably is suitable for the 
attachment of cells of the type that are to be used in an assay 
that uses the biocompatible Surface (e.g., membrane), and 
most preferably, allows the attachment of at least 90% of the 
cells that contact the biocompatible Surface during the assay. 
A “biomolecular coating is a coating on a surface that 

comprises a molecule that is a naturally occurring biomol 
ecule or biochemical, or a biochemical derived from or 
based on one or more naturally occurring biomolecules or 
biochemicals. For example, a biomolecular coating can 
comprise an extracellular matrix component (e.g., fibronec 
tin, collagens), or a derivative thereof, or can comprise a 
biochemical such as polylysine or polyomithine, which are 
polymeric molecules based on the naturally occurring bio 
chemicals lysine and ornithine. Polymeric molecules based 
on naturally occurring biochemicals such as amino acids can 
use isomers or enantiomers of the naturally-occuring bio 
chemicals. 

An “extracellular matrix component' is a molecule that 
occurs in the extracellular matrix of an animal. It can be a 
component of an extracellular matrix from any species and 
from any tissue type. Nonlimiting examples of extracellular 
matrix components include laminins, collagens fibronectins, 
other glycoproteins, peptides, glycosaminoglycans, pro 
teoglycans, etc. Extracellular matrix components can also 
include growth factors. 
An “electrode' is a structure having a high electrical 

conductivity, that is, an electrical conductivity much higher 
than the electrical conductivity of the Surrounding materials. 
As used herein, an “electrode structure' refers to a single 

electrode, particularly one with a complex structure (as, for 
example, a spiral electrode structure), or a collection of at 
least two electrode elements that are electrically connected 
together. All the electrode elements within an “electrode 
structure' are electrically connected. 
As used herein, “electrode element” refers to a single 

structural feature of an electrode structure. Such as, for 
example, a fingerlike projection of an interdigitated elec 
trode structure. 

As used herein, an “electrode array' or “electrode struc 
ture unit is two or more electrode structures that are 
constructed to have dimensions and spacing such that they 
can, when connected to a signal source, operate as a unit to 
generate an electrical field in the region of spaces around the 
electrode structures. Preferred electrode structure units of 
the present invention can measure impedance changes due to 
cell attachment to an electrode Surface. Non-limiting 
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examples of electrode structure units are interdigitated elec 
trode structure units and concentric electrode structure units. 
An “electrode bus” is a portion of an electrode that 

connects individual electrode elements or Substructures. An 
electrode bus provides a common conduction path from 
individual electrode elements or individual electrode sub 
structures to another electrical connection. In the devices of 
the present invention, an electrode bus can contact each 
electrode element of an electrode structure and provide an 
electrical connection path to electrical traces that lead to a 
connection pad. 

“Electrode traces” or “electrically conductive traces” or 
“electrical traces', are electrically conductive paths that 
extend from electrodes or electrode elements or electrode 
structures toward one end or boundary of a device or 
apparatus for connecting the electrodes or electrode ele 
ments or electrode structures to an impedance analyzer. The 
end or boundary of a device may correspond to the connec 
tion pads on the device or apparatus. 
A “connection pad' is an area on an apparatus or a device 

of the present invention which is electrically connected to at 
least one electrode or all electrode elements within at least 
one electrode structure on an apparatus or a device and 
which can be operatively connected to external electrical 
circuits (e.g., an impedance measurement circuit or a signal 
Source). The electrical connection between a connection pad 
and an impedance measurement circuit or a signal Source 
can be direct or indirect, through any appropriate electrical 
conduction means such as leads or wires. Such electrical 
conduction means may also go through electrode or electri 
cal conduction paths located on other regions of the appa 
ratus or device. 

“Interdigitated” means having projections coming one 
direction that interlace with projections coming from a 
different direction in the manner of the fingers of folded 
hands (with the caveat that interdigitated electrode elements 
preferably do not contact one another). 
As used herein, a “high probability of contacting an 

electrode element’ means that, if a cell is randomly posi 
tioned within the sensor area of a device or apparatus of the 
present invention, the probability of a cell (or particle) 
contacting on an electrode element, calculated from the 
average diameter of a cell used on or in a device or apparatus 
of the present invention, the sizes of the electrode elements, 
and the size of the gaps between electrode elements, is 
greater than about 50%, more preferably greater than about 
60%, yet more preferably greater than about 70%, and even 
more preferably greater than about 80%, greater than about 
90%, or greater than about 95%. 
As used herein, “at least two electrodes fabricated on said 

substrate” means that the at least two electrodes are fabri 
cated or made or produced on the substrate. The at least two 
electrodes can be on the same side of the substrate or on the 
different side of the substrate. The substrate may have 
multiple layers, the at least two electrodes can be either on 
the same or on the different layers of the substrate. 
As used herein, “at least two electrodes fabricated to a 

same side of said substrate” means that the at least two 
electrodes are fabricated on the same side of the substrate. 
As used herein, “at least two electrodes fabricated to a 

same plane of said Substrate” means that, if the nonconduct 
ing Substrate has multiple layers, the at least two electrodes 
are fabricated to the same layer of the substrate. 
As used herein, “said . . . electrodes or electrode struc 

tures have Substantially the same Surface area” means that 
the surface areas of the electrodes referred to are not 
substantially different from each other, so that the imped 
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12 
ance change due to cell attachment or growth on any one of 
the electrodes (or electrode structures) referred to will 
contribute to the overall detectable change in impedance to 
a same or similar degree as the impedance change due to cell 
attachment or growth on any other of the electrodes (or 
electrode structures) referred to. In other words, where 
electrodes (or electrode structures) have substantially the 
same Surface area, any one of the electrodes can contribute 
to overall change in impedance upon cell attachment or 
growth on the electrode. In most cases, the ratio of Surface 
area between the largest electrode and the smallest electrode 
that have “substantially the same surface area' is less than 
10. Preferably, the ratio of surface area between the largest 
electrode and the smallest electrode of an electrode array is 
less than 5, 4, 3, 2, 1.5, 1.2 or 1.1. More preferably, the at 
least two electrodes of an electrode structure have nearly 
identical or identical Surface area. 
As used herein, "said device has a surface suitable for cell 

attachment or growth' means that the electrode and/or 
non-electrode area of the apparatus has appropriate physical, 
chemical or biological properties Such that cells of interest 
can viably attach on the Surface and new cells can continue 
to attach, while the cell culture grows, on the surface of the 
apparatus. However, it is not necessary that the device, or the 
Surface thereof, contain Substances necessary for cell viabil 
ity or growth. These necessary Substances, e.g., nutrients or 
growth factors, can be supplied in a medium. Preferably, 
when a Suspension of viable, unimpaired, epithelial or 
endothelial cells is added to the “surface suitable for cell 
attachment' when at least 50% of the cells are adhering to 
the surface within twelve hours. More preferably, a surface 
that is suitable for cell attachment has surface properties so 
that at least 70% of the cells are adhering to the surface 
within twelve hours of plating (i.e., adding cells to the 
chamber or well that comprises the said device). Even more 
preferably, the surface properties of a surface that is suitable 
for cell attachment results in at least 90% of the cells 
adhering to the surface within twelve hours of plating. Most 
preferably, the surface properties of a surface that is suitable 
for cell attachment results in at least 90% of the cells 
adhering to the Surface within eight, six, four, two hours of 
plating. 
As used herein, “detectable change in impedance between 

or among said electrodes' (or “detectable change in imped 
ance between or among said electrode structures') means 
that the impedance between or among said electrodes (or 
electrode structures) would have a significant change that 
can be detected by an impedance analyzer or impedance 
measurement circuit when molecule binding reaction occurs 
on the electrode surfaces. The impedance change refers to 
the difference in impedance values when molecule binding 
reaction occurs on the electrode surface of the apparatus and 
when no molecular reaction occurs on the electrode Surface. 
Alternatively, the impedance change refers to the difference 
in impedance values when cells are attached to the electrode 
surface and when cells are not attached to the electrode 
Surface, or when the number, type, activity, adhesiveness, or 
morphology of cells attached to the electrode-comprising 
Surface of the apparatus changes. In most cases, the change 
in impedance is larger than 0.1% to be detectable. Prefer 
ably, the detectable change in impedance is larger than 1%. 
2%. 5%, or 8%. More preferably, the detectable change in 
impedance is larger than 10%. Impedance between or among 
electrodes is typically a function of the frequency of the 
applied electric field for measurement. “Detectable change 
in impedance between or among said electrodes' does not 
require the impedance change at all frequencies being 
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detectable. “Detectable change in impedance between or 
among said electrodes' only requires a detectable change in 
impedance at any single frequency (or multiple frequencies). 
In addition, impedance has two components, resistance and 
reactance (reactance can be divided into two categories, 
capacitive reactance and inductive reactance). "Detectable 
change in impedance between or among said electrodes' 
requires only that either one of resistance and reactance has 
a detectable change at any single frequency or multiple 
frequencies. In the present application, impedance is the 
electrical or electronic impedance. The method for the 
measurement of such impedance is achieved by, (1) applying 
a Voltage between or among said electrodes at a given 
frequency (or multiple frequencies, or having specific Volt 
age waveform) and monitoring the electrical current through 
said electrodes at the frequency (or multiple frequencies, or 
having specific waveform), dividing the Voltage amplitude 
value by the current amplitude value to derive the imped 
ance value; (2) applying an electric current of a single 
frequency component (or multiple frequencies or having 
specific current wave form) through said electrodes and 
monitoring the Voltage resulted between or among said 
electrodes at the frequency (or multiple frequencies, or 
having specific waveform), dividing the Voltage amplitude 
value by the current amplitude value to derive the imped 
ance value; (3) other methods that can measure or determine 
electric impedance. Note that in the description above of 
“dividing the voltage amplitude value by the current ampli 
tude value to derive the impedance value', the “division' is 
done for the values of current amplitude and Voltage ampli 
tude at same frequencies. Measurement of Such electric 
impedance is an electronic or electrical process that does not 
involve the use of any reagents. 
As used herein, "said at least two electrodes have sub 

stantially different surface area” means that the surface areas 
of any electrodes are not similar to each other so that the 
impedance change due to cell attachment or growth on the 
larger electrode will not contribute to the overall detectable 
impedance to a same or similar degree as the impedance 
change due to cell attachment or growth on the Smaller 
electrodes. Preferably, any impedance change due to cell 
attachment or growth on the larger electrode is significantly 
Smaller than the impedance change due to cell attachment or 
growth on the smaller electrode. Ordinarily, the ratio of 
surface area between the largest electrode and the smallest 
electrode is more than 10. Preferably, the ratio of surface 
area between the largest electrode and the smallest electrode 
is more than 20, 30, 40, 50 or 100. 
As used herein, “multiple pairs of electrodes or electrode 

structures spatially arranged according to wells of a multi 
well microplate” means that the multiple pairs of electrodes 
or electrode structures of a device or apparatus are spatially 
arranged to match the spatial configuration of wells of a 
multi-well microplate so that, when desirable, the device can 
be inserted into, joined with, or attached to a multiwell plate 
(for example, a bottomless multiwell plate) such that mul 
tiple wells of the multi-well microplate will comprise elec 
trodes or electrode structures. 
As used herein, “arranged in a row-column configuration' 

means that, in terms of electric connection, the position of an 
electrode, an electrode array or a Switching circuit is iden 
tified by both a row position number and a column position 
number. 
As used herein, "each well contains Substantially same 

number . . . of cells' means that the lowest number of cells 
in a well is at least 50% of the highest number of cells in a 
well. Preferably, the lowest number of cells in a well is at 
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14 
least 60%, 70%, 80%, 90%. 95% or 99% of the highest 
number of cells in a well. More preferably, each well 
contains an identical number of cells. 
As used herein, "each well contains . . . same type of 

cells' means that, for the intended purpose, each well 
contains same type of cells; it is not necessary that each well 
contains exactly identical type of cells. For example, if the 
intended purpose is that each well contains mammalian 
cells, it is permissible if each well contains same type of 
mammalian cells, e.g., human cells, or different mammalian 
cells, e.g., human cells as well as other non-human mam 
malian cells such as mice, goat or monkey cells, etc. 
As used herein, “each well contains ... serially different 

concentration of a test compound' means that each well 
contains a test compound with a serially diluted concentra 
tions, e.g., an one-tenth serially diluted concentrations of 1 
M, 0.1 M, 0.01 M, etc. 
As used herein, "dose-response curve' means the depen 

dent relationship of response of cells on the dose concen 
tration of a test compound. The response of cells can be 
measured by many different parameters. For example, a test 
compound is Suspected to have cytotoxicity and cause cell 
death. Then the response of cells can be measured by 
percentage of non-viable (or viable) cells after the cells are 
treated by the test compound. 
As used herein, “the electrodes have, along the length of 

the microchannel, a length that is Substantially less than the 
largest single-dimension of a particle to be analyzed' means 
that the electrodes have, along the length of the microchan 
nel, a length that is at least less than 90% of the largest 
single-dimension of a particle to be analyzed. Preferably, the 
electrodes have, along the length of the microchannel, a 
length that is at least less than 80%, 70%, 60%, 50%, 40%, 
30%. 20%, 10%, 5% of the largest single-dimension of a 
particle to be analyzed. 
As used herein, “the microelectrodes span the entire 

height of the microchannel' means that the microelectrodes 
span at least 70% of the entire height of the microchannel. 
Preferably, microelectrodes span at least 80%, 90%. 95% of 
the entire height of the microchannel. More preferably, 
microelectrodes span at least 100% of the entire height of the 
microchannel. 
As used herein, “an aperture having a pore size that equals 

to or is slightly larger than size of said particle' means that 
aperture has a pore size that at least equals to the particle size 
but less than 300% of the particle size. Here both pore size 
and particle size are measured in terms of single dimension 
value. 
As used herein, “microelectrode strip or electrode strip' 

means that a non-conducting Substrate strip on which elec 
trodes or electrode structure units are fabricated or incorpo 
rated. The non-limiting examples of the non-conducting 
Substrate strips include polymer membrane, glass, plastic 
sheets, ceramics, insulator-on-semiconductor, fiber glass 
(like those for manufacturing printed-circuits-board). Elec 
trode structure units having different geometries can be 
fabricated or made on the substrate strip by any suitable 
microfabrication, micromachining, or other methods. Non 
limiting examples of electrode geometries include interdigi 
tated electrodes, circle-on-line electrodes, diamond-on-line 
electrodes, castellated electrodes, or sinusoidal electrodes. 
Characteristic dimensions of these electrode geometries may 
vary from as Small as less than 5 micron, or less than 10 
micron, to as large as over 200 micron, over 500 micron, 
over 1 mm. The characteristic dimensions of the electrode 
geometries refer to the smallest width of the electrode 
elements, or Smallest gaps between the adjacent electrode 
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elements, or size of a repeating feature on the electrode 
geometries. The microelectrode Strip can be of any geometry 
for the present invention. One exemplary geometry for the 
microelectrode strips is rectangular shape—having the 
width of the strip between less than 50 micron to over 10 
mm, and having the length of the strip between less than 60 
micron to over 15 mm. An exemplary geometry of the 
microelectrode Strips may have a geometry having a width 
of 200 micron and a length of 20 mm. A single microelec 
trode strip may have two electrodes serving as a measure 
ment unit, or multiple Such two-electrodes serving as mul 
tiple measurement units, or a single electrode structure unit 
as a measurement unit, or multiple electrode structure units 
serving as multiple electrode structure units. In one exem 
plary embodiment, when multiple electrode structure units 
are fabricated on a single microelectrode strip, these elec 
trode structure units are positioned along the length direction 
of the strip. The electrode structure units may be of squared 
shape, or rectangular-shape, or circle shapes. Each of elec 
trode structure units may occupy size from less than 50 
micron by 50 micron, to larger than 2 mmx2 mm. 
As used herein, 'sample refers to anything which may 

contain a moiety to be isolated, manipulated, measured, 
quantified, detected or analyzed using apparatuses, micro 
plates or methods in the present application. The sample 
may be a biological sample, Such as a biological fluid or a 
biological tissue. Examples of biological fluids include 
Suspension of cells in a medium such as cell culture medium, 
urine, blood, plasma, serum, saliva, semen, stool, sputum, 
cerebral spinal fluid, tears, mucus, amniotic fluid or the like. 
Biological tissues are aggregates of cells, usually of a 
particular kind together with their intercellular substance 
that form one of the structural materials of a human, animal, 
plant, bacterial, fungal or viral structure, including connec 
tive, epithelium, muscle and nerve tissues. Examples of 
biological tissues also include organs, tumors, lymph nodes, 
arteries and individual cell(s). The biological samples may 
further include cell Suspensions, Solutions containing bio 
logical molecules (e.g. proteins, enzymes, nucleic acids, 
carbohydrates, chemical molecules binding to biological 
molecules). 
As used herein, a “liquid (fluid) sample” refers to a 

sample that naturally exists as a liquid or fluid, e.g., a 
biological fluid. A “liquid sample” also refers to a sample 
that naturally exists in a non-liquid status, e.g., Solid or gas, 
but is prepared as a liquid, fluid, Solution or Suspension 
containing the Solid or gas sample material. For example, a 
liquid sample can encompass a liquid, fluid, Solution or 
Suspension containing a biological tissue. 
B. Devices and Systems for Monitoring Cell-substrate 
Impedance 
Devices for Measuring Cell-Substrate Impedance 
The present invention includes devices for measuring 

cell-substrate impedance that comprise a nonconducting 
substrate; two or more electrode arrays fabricated on the 
substrate, where each of the two or more electrode arrays 
comprises two electrode structures; and at least two con 
nection pads, each of which is located on an edge of the 
substrate. Each electrode array of the device has approxi 
mately uniform electrode resistance across the entire array. 
The substrate of the device has a surface suitable for cell 
attachment or growth; where cell attachment or growth on 
said Substrate can result in a detectable change in impedance 
between or among the electrode structures within each 
electrode array. 
An electrode array is two or more electrode structures that 

are constructed to have dimensions and spacing Such that 
they can, when connected to a signal source, operate as a 
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unit to generate an electrical field in the region of spaces 
around the electrode structures. An electrode structure refers 
to a single electrode, particularly one with a complex 
structure. (For example, an electrode structure can comprise 
two or more electrode elements that are electrically con 
nected together.) In devices of the present invention, an 
electrode array comprises two electrode structures, each of 
which comprises multiple electrode elements, or Substruc 
tures. In preferred embodiments of the present invention, the 
electrode structures of each of the two or more electrode 
arrays of a device have Substantially the same Surface area. 
In preferred embodiments of a device of the present inven 
tion, each of the two or more electrode arrays of a device 
comprise two electrode structures, and each electrode struc 
ture comprises multiple electrode elements. Each of the two 
electrode structures of an electrode array is connected to a 
separate connection pad that is located at the edge of the 
substrate. 

Thus, in devices of the present invention, for each of the 
two or more electrode arrays of the device, the first of the 
two electrode structures is connected to one of the two or 
more connection pads, and the second of the two electrode 
structures is connected to another of the two or more 
connection pads. Preferably, each array of a device is 
individually addressed, meaning that the electrical traces 
and connection pads of the arrays are configured Such that an 
array can be connected to an impedance analyzer in Such a 
way that a measuring Voltage can be applied across a single 
array at a given time by using Switches (such as electronic 
Switches). 

Each electrode array of the device has an approximately 
uniform electrode resistance distribution across the entire 
array. By “uniform resistance distribution across the array' 
is meant that when a measurement voltage is applied across 
the electrode structures of the array, the electrode resistance 
at any given location of the array is approximately equal to 
the electrode resistance at any other location on the array. 
Preferably, the electrode resistance at a first location on an 
array of the device and the electrode resistance at a second 
location on the same array does not differ by more than 30%. 
More preferably, the electrode resistance at a first location 
on an array of the device and the electrode resistance at a 
second location on the same array does not differ by more 
than 15%. Even more preferably, the electrode resistance at 
a first location on an array of the device and a second 
location on the same array does not differ by more than 5%. 
More preferably yet, the electrode resistance at a first 
location on an array of the device and a second location on 
the same array does not differ by more than 2%. 

For a device of the present invention, preferred arrange 
ments for the electrode elements, gaps between the elec 
trodes and electrode buses in a given electrode array are used 
to allow all cells, no matter where they land and attach to the 
electrode surfaces, to contribute similarly to the total imped 
ance change measured for the electrode array. Thus, it is 
desirable to have similar electric field strengths at any two 
locations within any given array of the device when a 
measurement Voltage is applied to the electrode array. At any 
given location of the array, the field strength is related to the 
potential difference between the nearest point on a first 
electrode structure of the array and the nearest point on a 
second electrode structure of the array. It is therefore desir 
able to have similar electric potential drops across the 
electrode elements and across the electrode buses of a given 
array. Based on this requirement, it is preferred to have an 
approximately uniform electrode resistance distribution 
across the whole array where the electrode resistance at a 
location of interest is equal to the sum of the electrode 
resistance between the nearest point on a first electrode 
structure (that is the point on the first electrode structure 
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nearest the location of interest) and a first connection pad 
connected to the first electrode structure and the electrode 
resistance between the nearest point on a second electrode 
structure (that is the point on the first electrode structure 
nearest the location of interest) and a second connection pad 
connected to the second electrode structure. 

Devices of the present invention are designed Such that 
the arrays of the device have an approximately uniform 
distribution across the whole array. This can be achieved, for 
example, by having electrode structures and electrode buses 
of particular spacing and dimensions (lengths, widths, thick 
nesses and geometrical shapes) such that the resistance at 
any single location on the array is approximately equal to the 
resistance at any single other location on the array. In most 
embodiments, the electrode elements (or electrode struc 
tures) of a given array will have even spacing and be of 
similar thicknesses and widths, the electrode buses of a 
given array will be of similar thicknesses and widths, and the 
electrode traces leading from a given array to a connection 
pad will be of closely similar thicknesses and widths. Thus, 
in these preferred embodiments, an array is designed Such 
that the lengths and geometrical shapes of electrode ele 
ments or structures, the lengths and geometrical shapes of 
electrode traces, and the lengths and geometrical shapes of 
buses allow for approximately uniform electrode resistance 
distribution across the array. 

In some preferred embodiments of cell-substrate imped 
ance measurement devices, electrode structures comprise 
multiple electrode elements, and each electrode element 
connects directly to an electrode bus. Electrode elements of 
a first electrode structure connect to a first electrode bus, and 
electrode elements of a second electrode structure connect to 
a second electrode bus. In these embodiments, each of the 
two electrode buses connects to a separate connection pad 
via an electrical trace. Although the resistances of the traces 
contribute to the resistance at a location on the array, for any 
two locations on the array the trace connections from the 
first bus to a first connection pad and from the second bus to 
a second connection pad are identical. Thus, in these pre 
ferred embodiments trace resistances do not need to be taken 
into account in designing the geometry of the array to 
provide for uniform resistances across the array. 

Taking the electrode array in FIG. 1C as an example, it is 
desirable that cells attached at location B and cells attached 
at location A contribute similarly to the total impedance 
change. Thus, it is desirable to have similar electric field 
strengths at location A and location B when a measurement 
voltage is applied to the electrode array. It is thus desirable 
to have similar electric potential drops across the electrode 
elements and across the electrode buses. Based on this 
requirement, it is preferred to have an approximately uni 
form electrode resistance distribution across the whole array 
where the electrode resistance at a location of interest is 
equal to the sum of the electrode resistances between the 
electrode points at the location and the two connection pads 
connected to the electrode array. The electrode resistance at 
location A and location B in FIG. 1C is given by 

Riocation A Rarace R1-to-Alt-RA 1-to-ARA-to-A2t 
RA2-to-2+Rarace2 (1) 

(2) 

where R is the impedance (i.e., resistance, since the 
reaction component is very very small) of the electrical 
connection trace from a connection pad to location 1 on the 
top electrode bus; R is the impedance (i.e., resistance, 
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18 
since the reaction component is very very Small) of the 
electrical connection trace from a connection pad to location 
2 on the bottom electrode bus; R is the impedance (i.e., 
resistance, the reaction component is very very Small) 
between location 1 and location A1 along the top electrode 
bus: R2-2 is the impedance (i.e., resistance, the reaction 
component is very very small) between location 2 and 
location A2 along the bottom electrode bus; R is the 
impedance (i.e., resistance, the reaction component is very 
very small) between location A1 on the top electrode bus and 
location A along a connected electrode element; R is 
the impedance (i.e., resistance, the reaction component is 
very very small) between location A2 on the bottom elec 
trode bus and location A along another connected electrode 
element. The requirement for an approximately uniform 
electrode resistance is that R is similar to location 4 

Riocation B 
Electrode structures shown in FIG. 1C are designed to 

satisfy the requirement of approximately uniform electrode 
resistance. In FIG. 1C, the electrodes or electrode elements 
are circle-on-a-line configuration with diameter of the circle 
being about 90 microns, the line width about 30 microns and 
the gaps between lines about 80 microns. The inner diameter 
of the electrode bus is about 5.75 mm and the outer diameter 
for the electrode bus is about 6.070 mm. 

In preferred embodiments of the present invention, for the 
measurement of cell-substrate impedance, an impedance 
analyzer is connected indirectly through electronic Switches 
to the connection pads on the Substrate. The measured 
impedance Z at the impedance analyzer is given by 

total 4switch age electrode-array (3) 

where Z is the impedance of electronic Switch at its on 
stage, Z, is the impedance of the electrical connection 
traces on the Substrate between the connection pads and the 
electrode buses, Z is the impedance of the elec 
trode array with or without cell-being present. Major com 
ponents of both Z, and Z are electric resistance. The 
contribution of Z, and Z, to total measured imped 
ance Z can be removed from the measured impedance if 
these values can be determined. By choosing electronic 
Switches of good quality, the Z values can be nearly 
constant for different switches. Thus, the contribution of 
Z, to total measured impedance Z, can be removed 
from the measured impedance. Z, is somewhat difficult to 
remove because different electrode arrays may have differ 
ent impedance values and also because there is also a 
thickness variation in the conductive thin film used for 
making the electrode structures between different devices. 
For accurate measurement of cell-substrate impedance, it is 
preferred to have small electrical connection trace (or elec 
trical traces) impedance Z. For this reason, it is desirable 
to have electrical traces of large width, which will lead to a 
reduced size for the electrode array area. For this reason, in 
one embodiment of the device of the presentation, in order 
to have reasonably wide electrical traces, the diameter of the 
electrode array area, as exemplified in FIG. 1B as the inner 
diameter of arc-shaped electrode buses, was made Smaller 
than the bottom well diameter of a standard microtiter plate. 
To ensure the electrode buses are not exposed to solution 
during the assay, a plate having wells whose with a bottom 
diameter is Small enough to exclude the electrode buses 
from the interior of the wells can be attached to the substrate. 

In preferred embodiments of the present invention, a 
device for monitoring cell-substrate impedance has two or 
more electrode arrays that share a connection pad. Prefer 
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ably one of the electrode structures of at least one of the 
electrode arrays of the device is connected to a connection 
pad that also connects to an electrode structure of at least one 
other of the electrode arrays of the device. Preferably for at 
least two arrays of the device, each of the two or more arrays 
has a first electrode structure connected to a connection pad 
that connects with an electrode structure of at least one other 
electrode array, and each of the two or more arrays has a 
second electrode structure that connects to a connection pad 
that does not connect with any other electrode structures or 
arrays of the device. Thus, in preferred designs of a device 
there are at least two electrode arrays each of which has a 
first electrode structure that is connected to a common 
connection pad and a second electrode structure that is 
connected to an independent connection pad. 

In some preferred embodiments of the present invention, 
each of the electrode structures of an array is connected to 
an electrode bus that is connected to one of the two or more 
connection pads of the device via an electrically conductive 
trace. In preferred embodiments, each of the two electrode 
structures is connected to a single bus, such that each array 
connects to two buses, one for each electrode structures. In 
this arrangement, each of the two buses connects to a 
separate connection pad of the Substrate. 
The electrically conductive traces that connect a bus with 

a connection can be fabricated of any electrically conductive 
material. The traces can be localized to the surface of the 
Substrate, and can be optionally covered with an insulating 
layer. Alternatively the traces can be disposed in a second 
plane of the Substrate. Description of arrangements and 
design of electrically conductive traces on impedance mea 
surement devices can be found in parent U.S. patent appli 
cation Ser. No. 10/705,447, herein incorporated by reference 
for disclosure on fabrication and design of electrically 
conductive trace on Substrates. 

FIG. 1A shows an example of the device of the present 
invention. This device comprises a glass substrate (101) 
shown with 16 electrode arrays fabricated on the substrate. 
Each electrode array (102) comprises two electrode struc 
tures (shown in detail in FIG. 1B). Each electrode array 
connects to two electrical traces (103), with each of the two 
traces connected one of the two electrode structures. These 
electrical connection traces (103) from the electrode array 
(102) are connected to the connection pads (104) at the 
edges of the substrate (101). As shown in FIG. 1A, each the 
four electrode arrays in each of four quarters on the substrate 
(101) have one of their electrical connection traces (103) 
connected to a common connection pad (104). Thus, for the 
entire device there are four common connection pads (104), 
one for each quarter of the device. In addition, each elec 
trode array has a separate electrical connection trace (103), 
connecting to an independent connection pad (104). Thus, 
there are total 20 connection pads (104) at the edges of the 
substrate (101). 
An example of an electrode array that can be used on a 

device of the present invention (such as that of FIG. 1A) is 
depicted in FIG. 1B. Here, a single electrode array is shown. 
The electrode array has two electrode structures, where each 
electrode structure comprises multiple electrode elements 
(105) shown here having a circle-on-line geometry. In this 
electrode array structure, electrode elements (105) of one 
electrode structure of the array alternate with electrode 
elements (105) of the other electrode structure of the array. 
Each of the electrode structures is independently connected 
to its electrode bus (106), in this case, by means of direct 
connection of the electrode elements (105) to the electrode 
bus (106). Each electrode bus (106) forms an arc around the 
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perimeter of the array, where the two buses of the array do 
not abutor overlap. The electrically conductive connection 
traces (103 in FIG. 1A) connect each bus with a connection 
pad (104 in FIG. 1A) on the edge of the substrate (101 in 
FIG. 1A) 

Appropriate electronic connection means such as metal 
clips engaged onto the connection pads on the Substrate and 
connected printed-circuit-boards can be used for leading the 
electronic connections from the connection pads on the 
devices to external electronic circuitry (e.g. an impedance 
analyzer). Description of the design of cell-substrate imped 
ance devices and their manufacture can be found in U.S. 
patent application Ser. No. 10/705,447, herein incorporated 
by reference for description and disclosure of the design, 
features, and manufacture of impedance device comprising 
electrode arrays. 

Preferably the nonconducting Substrate is planar, and is 
flat or approximately flat. Exemplary Substrates can com 
prise many materials, including, but not limited to, silicon 
dioxide on silicon, silicon-on-insulator (SOI) wafer, glass 
(e.g., quartz glass, lead glass or borosilicate glass), Sapphire, 
ceramics, polymer, fiberglass, plastics, e.g., polyimide (e.g. 
Kapton, polyimide film supplied by DuPont), polystyrene, 
polycarbonate, polyvinyl chloride, polyester, polypropylene 
and urea resin. Preferably, the substrate and the surface of 
the Substrate are not going to interfere with molecular 
binding reactions that will occur at the substrate surface. For 
cell-substrate impedance monitoring, any Surface of the 
nonconducting Substrate that can be exposed to cells during 
the use of a device of the present invention is preferably 
biocompatible. Substrate materials that are not biocompat 
ible can be made biocompatible by coating with another 
material. Such as polymer or biomolecular coating. 

All or a portion of the surface of a substrate can be 
chemically treated, including but not limited to, modifying 
the Surface Such as by addition of functional groups, or 
addition of charged or hydrophobic groups. 

Descriptions of electrode arrays used for impedance mea 
Surement that apply to the devices of the present invention 
are described in parent U.S. patent application Ser. No. 
10/705,447, herein incorporated by reference for all disclo 
Sure relating to electrode arrays (or structural units), elec 
trode structures, electrode materials, electrode dimensions, 
and methods of manufacturing electrodes on Substrates. 

Preferred electrode arrays for devices of the present 
invention include arrays comprising two electrode struc 
tures, such as, for example, spiral electrode arrays and 
interdigitated arrays. In some preferred devices of the 
present invention, electrode arrays are fabricated on a Sub 
strate, in which the arrays comprises two electrode struc 
tures, each of which comprises multiple circle-on-line elec 
trode elements, in which the electrode elements of one 
structure alternate with the electrode elements of the oppo 
site electrode structure. For example, FIG. 1B depicts such 
an array. 

Preferably, the electrode elements (or electrode struc 
tures) of an array of the present device of the present 
invention are of approximately equal widths. Preferably the 
electrode elements (or electrode structures) of an array of the 
present device of the present invention are greater than 30 
microns in width, more preferably from about 50 to about 
300 microns in width, and more preferably yet about 90 
microns in width. 

Preferably, the electrode elements (or electrode struc 
tures) of an array of the present device of the present 
invention are approximately evenly spaced. Preferably, the 
gap between electrode elements (or electrode structures) of 
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an array of the present device of the present invention is less 
than 50 microns in width, more preferably from about 5 to 
about 30 microns in width, and more preferably yet about 20 
microns in width. 
A device of the present invention can include one or more 

fluid-impermeable receptacles which serve as fluid contain 
ers. Such receptacles may be reversibly or irreversibly 
attached to or formed within the substrate or portions thereof 
(such as, for example, wells formed as in a microtiter plate). 
In another example, the device of the present invention 
includes microelectrode strips reversibly or irreversibly 
attached to plastic housings that have openings that corre 
spond to electrode structure units located on the microelec 
trode strips. Suitable fluid container materials comprise 
plastics, glass, or plastic coated materials such as ceramics, 
glass, metal, etc. Descriptions and disclosure of devices that 
comprise fluid containers can be found in parent U.S. patent 
application Ser. No. 10/705,447, herein incorporated by 
reference for all disclosure of fluid containers and fluid 
container structures that can engage a Substrate comprising 
electrodes for impedance measurements, including their 
dimensions, design, composition, and methods of manufac 
ture. 

In preferred embodiments, each electrode array on the 
Substrate of a device of the present invention is associated 
with a fluid-impermeable container or receptacle. Prefer 
ably, the device of the present invention is assembled to a 
bottomless, multiwell plastic plate or strip with a fluid tight 
seal, as shown, for example, in FIG. 2 and FIG. 3. The 
device is assembled such that a single array of the Substrate 
is at the bottom of a receptacle or well. Preferably, each 
array of a device is associated with a well of a multiwell 
plate. In some preferred embodiments, a multiwell device 
for cell-substrate impedance measurement has “non-array' 
wells that are attached to the substrate but not associated 
with arrays. Such wells can optionally be used for perform 
ing non-impedance based assays, or for viewing cells micro 
scopically. 
The design and assembly of multiwell impedance mea 

Surement devices is described in parent U.S. patent appli 
cation Ser. No. 10/705,447, herein incorporated by reference 
for disclosure of multiwell impedance measurement devices, 
including their design, composition, and manufacture. A 
device of the present invention preferably has between 2 and 
1,536 wells, more preferably between 4 and 384 wells, and 
even more preferably, between 16 and 96 wells, all or less 
than all or which are associated with electrode arrays. 

In some preferred embodiments, commercial tissue cul 
ture plates can be adapted to fit a device of the present 
invention. Bottomless plates may also be custom-made to 
preferred dimensions. Preferably, well diameters are from 
about 1 millimeter to about 20 millimeters, more preferably 
from about 2 millimeters to about 8 millimeters at the 
bottom of the well (the end disposed on the substrate). The 
wells can have a uniform diameter or can taper toward the 
bottom so that the diameter of the container at the end in 
contact with the substrate is smaller than the diameter of the 
opposing end. 
Preferred Devices 
The following descriptions of devices are not intended to 

limit the invention in any way. 
FIG. 2 is an image of one design of a 16x device with a 

glass substrate (201) having 16 microfabricated electrode 
arrays mounted to a printed-circuit-board (208) via metal 
clips (209). The metal clips (209) are engaged onto connec 
tion pads (204) on the substrate and are soldered to the 
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connection lines (210) on the printed-circuit-board (208). 
The connection lines (210) on the printed-circuit-board 
(208) in turn are connected to the connection pins (211) 
located on the edge of the device. A bottomless plastic 16 
well strip (207) is bonded to the substrate (201) via a 
double-sided pressure sensitive adhesive, forming 16 indi 
vidual fluid containers. In this device, the bottom diameter 
of the fluid containers is about 5 mm. 

FIG.3 shows an image of one design of a 96x device with 
six glass substrates each having either 15 or 16 microfab 
ricated electrode arrays. FIG. 3A shows the bottom side of 
the device with open wells facing downwards and FIG. 3B 
shows the device with a plastic lid with wells open well 
facing upwards. The six substrates (301) are mounted and 
sealed to a bottomless 96 well plate (307) so that 95 of 96 
wells comprise an electrode array on the bottom surface of 
the wells (when the open wells face upwards). One of 96 
wells does not have electrodes (as indicated (312) in FIG. 
3A). The well bottom diameter is about 5 mm. Metal clips 
are engaged onto the connection pads on the Substrate and 
are soldered to the connection lines on the top side (when the 
96-well plate is placed with open wells facing upward, as 
shown in FIG. 3B) of small printed-circuit-boards (308) 
located on the ends of the substrates (301). The printed 
circuit-boards (308) are double-sided, and same number of 
connection lines exists on both sides of the boards at 
positions opposite to each other. The connection lines on the 
top side of the board are connected through conductive Vias 
to connection lines on the bottom side, where the electronic 
connections to a device station are made. 

Methods of Use 
The present invention also includes methods of using a 

device of the present invention that comprises fluid contain 
ers situated over electrode arrays to measure cell-substrate 
impedance. Such methods include: providing a device of the 
present invention that comprises fluid containers situated 
over electrode arrays, attaching an impedance analyzer to a 
device of the present invention, adding cells to one or more 
fluid containers of the device, and measuring impedance 
over one or more arrays of the device. Methods of perform 
ing cell assays using impedance measurement devices can 
be found in parent U.S. patent application Ser. No. 10/705, 
447, herein incorporated by reference for its disclosure of 
methods of using impedance measurement devices, as well 
as in Sections D and E of the present application. 
Cell-Substrate Impedance Measurement Systems 

In another aspect, the present invention is directed to a 
cell-substrate impedance measurement system comprising 
a) at least one multiple-well cell-substrate impedance mea 
suring device, in which at least two of the multiple wells 
comprise an electrode array at the bottom of the well; b) an 
impedance analyzer electronically connected to the mul 
tiple-well cell-substrate impedance measuring device; c) a 
device station capable of engaging the one or more multiple 
well devices and comprising electronic circuitry capable of 
selecting and connecting electrode arrays within any of the 
multiple wells to the impedance analyzer, and d) a software 
program connected to the device station and impedance 
analyzer to control the device station and perform data 
acquisition and data analysis from the impedance analyzer. 

In a cell-substrate impedance measurement system of the 
present invention, the impedance analyzer engages connec 
tion pads of one or more multi-well devices to measure 
impedance. A cell-substrate measurement system can be 
used to efficiently and simultaneously perform multiple 
assays by using circuitry of the device station to digitally 
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Switch from recording from measuring impedance over an 
array in one well to measuring impedance over an array in 
another well. 

A multiple-well cell-substrate impedance measuring 
device in a system of the present invention can be any 
multiple-well cell-substrate impedance measuring device in 
which at least two of the multiple wells comprise an elec 
trode array at the bottom of the well, and in which at least 
two of the multiple wells comprise an electrode array are 
individually addressed. A device used in a system of the 
present invention, when connected to an impedance ana 
lyZer, can measure differences in impedance values that 
relate to cell behavior. For example, a cell-substrate imped 
ance measuring device used in a system of the present 
invention can measure differences in impedance values 
when cells are attached to the electrode array and when cells 
are not attached to the electrode array, or can detect differ 
ences in impedance values when the number, type, activity, 
adhesiveness, or morphology of cells attached to the elec 
trode-comprising Surface of the apparatus changes. 

Preferred devices that can be part of a cell-substrate 
impedance monitoring system can be those described in 
parent U.S. patent application Ser. No. 10/705,447, herein 
incorporated by reference for disclosure of cell-substrate 
impedance monitoring devices that comprise electrode 
arrays, including disclosure of their design, composition, 
and manufacture. Preferred devices that can be part of a 
cell-substrate impedance monitoring system can also be 
those described in the present application. 

Preferably a multi-well device of a system of the present 
invention comprises between 4 and 1,536 wells, some or all 
of which can comprise electrode arrays. In some embodi 
ments of the present invention, a device station can comprise 
one or more platforms or one or more slots for positioning 
one or more multiwell devices. The one or more platforms 
or one or more slots can comprise Sockets, pins or other 
devices for electrically connecting the device to the device 
station. The device station preferably can be positioned in a 
tissue culture incubator during cell impedance measurement 
assays. It can be electrically connected to an impedance 
analyzer and computer that are preferably located outside 
the tissue culture incubator. 

The device station comprises electronic circuitry that can 
connect to an impedance monitoring device and an imped 
ance analyzer and electronic Switches that can Switch on and 
off connections to each of the two or more electrode arrays 
of the multiwell devices used in the system. The switches of 
the device station are controlled by a software program. The 
Software program directs the device station to connect arrays 
of the device to an impedance analyzer and monitor imped 
ance from one or more of the electrode arrays. During 
impedance monitoring, the impedance analyzer can monitor 
impedance at one frequency or at more than one frequency. 
Preferably, impedance monitoring is performed at more than 
one time point for a given assay, and preferably, impedance 
is monitored at at least three time points. The device station 
can connect individual arrays of a device to an impedance 
analyzer to monitor one, Some, or all of the arrays of a device 
for a measurement time point. The switches of the device 
station allow the selected individual arrays to be monitored 
in rapid succession for each desired monitoring time point. 
Each monitoring time point is in fact a narrow time frame 
(for example from less than one second to minutes) of 
measurement in the assay during which impedance moni 
toring is performed. In some preferred embodiments of the 
present invention, the device station Software is program 
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mable to direct impedance monitoring of any of the wells of 
the device that comprise arrays at chosen time intervals. 
The Software of the impedance monitoring system can 

also store and display data. Data can be displayed on a 
screen, as printed data, or both. Preferably the software can 
allow entry and display of experimental parameters, such as 
descriptive information including cells types, compound 
concentrations, time intervals monitored, etc. 

Preferably, the Software can also analyze impedance data. 
In preferred embodiments, the software can calculate a cell 
index for one or more time points for one or more wells of 
the multiwell device. 

FIG. 4 shows one design of a 16x device station with 616 
well devices connected to the station. The device station has 
six individual slots for six devices, in which each slot 
comprises a Zero-insertion force Socket (416) with connec 
tion indicators (418). When a device is properly engaged 
with the device station, a light (418) will be on because the 
light indicator (418) will be connected through circuit lines 
on the PCB of the device to an electrical power source. The 
station comprises electronic Switches that can be switched 
on (connected) or off (disconnected) digitally to connect 
electrode arrays in individual wells to an impedance ana 
lyzer. 

FIG. 5 shows a 96 well device station with that can engage 
the 96-well device depicted in FIG. 3. The station uses 
POGO pins (520) to connect to the connection lines on small 
printed-circuit-boards (the device has small PCBs connected 
to connection pads on the edges of the device with metal 
clips. The POGO-pins (520) are connected a circuitry inside 
the device station. The circuitry comprises electronic 
switches that can be switched on (connected) or off (dis 
connected) digitally to connect electrode arrays in those 
electrode-containing wells to an impedance analyzer. 

FIG. 6 shows different pages from real-time cell elec 
tronic sensing Software, illustrating the entry of experimen 
tal parameters that can be entered and the display of results 
of data analysis. A) An experimental note page allows the 
recording of key information about the experiment by the 
experimenter, Such as the goals and procedures of the 
experiment. (B) An experimental layout page allows the 
recording of cells, cell number, compound and compound 
concentration added into each well. (C) A test time setting 
page allows for the recording and control of time intervals 
used for performing cell-substrate impedance measurement 
and multiple experimental steps each having different time 
interval values and different length times can be setup. (D) 
A cell index page is a result page where the software 
automatically update the measured and derived cell index 
values for all wells that are under test after the completion 
of each measurement at predetermined time interval as setup 
by the Test time setting page. (E) An experimental data plot 
page allows for flexible plotting and organization of experi 
mental data. 

C. Methods for Calculating Cell Index 
Based on the dependent relationship between the mea 

sured impedance, cell 30 number (more accurately, the 
viable cell number, or attached cell number) and cell attach 
ment status, it is possible to derive a so-called “cell number 
index” or “cell index” from the measured impedance fre 
quency spectra that provides a useful index for quantitating 
and comparing cell behavior in the impedance-based assays 
of the present invention. In some applications of the present 
invention, 'cell index” in the present application is the same 
as “cell number index” in PCT Application No. PCT/US03/ 
22557,entitled “IMPEDANCE BASED DEVICES AND 
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METHODS FOR USE IN ASSAYS, filed on Jul.18, 2003 
and in U.S. patent application Ser. No. 10/705,447,entitled 
IMPEDANCE BASED DEVICES AND METHODS FOR 

USE IN ASSAYS, filed on Nov. 10, 2003. U.S. patent 
application Ser. No. 10/705,447 and PCT Application No. 
PCT/US03/22557 are hereby incorporated by reference for 
the discussions and disclosures of cell index and cell number 
index they contain. 

Various methods for calculating such a cell number index 
can be used, some of which are novel methods disclosed 
herein. 

The present invention provides several methods of cal 
culating cell index numbers for cells attached to two or more 
essentially identical arrays of a cell-substrate impedance 
device, where the cells are monitored for impedance 
changes. In preferred embodiments of the present invention, 
the methods calculate cell index number with better accu 
racy than previous methods of calculating cell index for cells 
on two or more arrays of a cell-substrate monitoring device. 
In some preferred methods of the present invention, methods 
of calculating a cell index rely on novel methods for 
calculating the resistances of electrical traces leading to two 
or more essentially identical arrays. The present invention 
therefore also includes methods of calculating resistances of 
electrical traces leading to two or more essentially identical 
arrays on a Substrate. 
By “essentially identical electrode arrays' or “essentially 

identical arrays is meant that the dimensions and arrange 
ment of electrodes, electrode structures, and electrode ele 
ments is the same for the referenced arrays. Thus, two 
essentially identical electrode arrays will have electrode 
structures of the same dimensions (length, width, thickness), 
where the electrode structures have the same number of 
electrode elements, and the arrangement of electrode struc 
tures and electrode elements in each array are the same. By 
arrangement is meant the distance between structures or 
elements (gap width), their physical position with respect to 
one another, and their geometry (angles, degree of curvature, 
circle-on-line or castellated geometries, etc.), including the 
same features of any electrode buses that may be connected 
to electrode structures or electrode elements. Electrodes of 
essentially identical arrays also comprise the same materials. 
For the purposes of calculating trace resistances and cell 
index number, a Substrate can have any number of essen 
tially identical arrays. 

The following discussion provides novel methods of 
calculating cell index of cells adhered to arrays of a cell 
Substrate impedance monitoring device and novel methods 
for the calculation of the resistances of the electrical con 
nection traces leading to two or more electrode arrays of a 
cell-substrate impedance monitoring device. 

Impedance (Z) has two components, namely the resis 
tance RS and reactance XS. Mathematically, the impedance 
Z is expressed as follows, 

where j=v-1, depicting that for the (serial) reactance 
component Xs, the Voltage applied over it is 90 degree 
phased-out from the current going through it. For the (serial) 
resistance, the Voltage applied over it is in phase with the 
current going through it. As it is well-known in electronic 
and electrical engineering, the impedance can also be 
expressed in terms of parallel resistance Rp and parallel 
reactance Xp, as follows, 
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where j=v-1. Nevertheless, these expressions (serial resis 
tance and serial reactance, or parallel resistance and parallel 
reactance) are equivalent. Those who are skilled in electrical 
and electronic engineering can readily derive one form of 
expression from the parameter values in the other expres 
Sion. For the sake of clarity and consistency, the description 
and discussion in the present invention utilizes the expres 
sion of serial resistance and serial reactance. For simplicity, 
serial resistance and serial reactance are simply called 
resistance and reactance. 
As described in U.S. patent application Ser. No. 10/705, 

447, entitled “Impedance based devices and methods for use 
in assays, filed on Nov. 10, 2003 and PCT application 
number PCT/US03/22557, entitled “Impedance based 
devices and methods for use in assays, filed on Jul. 18, 
2003, both of which are herein incorporated by reference for 
disclosures relating to cell-substrate impedance monitoring, 
monitoring cell-substrate impedance for detection or mea 
Surement of change in impedance can be done by measuring 
impedance in any suitable range of frequencies. For 
example, the impedance can be measured in a frequency 
range from about 1 Hz to about 100 MHz. In another 
example, the impedance can be measured in a frequency 
range from about 100 Hz to about 2 MHz. The impedance 
is typically a function of the frequency, i.e., the impedance 
values change as frequency changes. Monitoring cell-Sub 
strate impedance can be done either in a single frequency or 
multiple frequencies. If the impedance measurement is per 
formed at multiple frequencies, then a frequency-dependent 
impedance spectrum is obtained—i.e., there is an impedance 
value at each measured frequency. As mentioned above, the 
impedance has two components—a resistance component 
and a reactance component. A change in either resistance 
component or reactance component or both components can 
constitute a change in impedance. 
As described in the U.S. patent application Ser. No. 

10/705,447,entitled “Impedance based devices and methods 
for use in assays, filed on Nov. 10, 2003 and PCT appli 
cation number PCT/US03/22557,entitled “Impedance based 
devices and methods for use in assays, filed on Jul. 18, 
2003, herein incorporated by reference for disclosure of 
methods of measuring electrical impedance, the method for 
the measurement of electrical (or electronic) impedance is 
achieved by, (1) applying a Voltage between or among said 
electrodes at a given frequency (or multiple frequencies, or 
having specific Voltage waveform) and monitoring the elec 
trical current through said electrodes at the frequency (or 
multiple frequencies, or having specific waveform), dividing 
the voltage amplitude value by the current amplitude value 
to derive the impedance value; (2) applying an electric 
current of a single frequency component (or multiple fre 
quencies or having specific current wave form) through said 
electrodes and monitoring the Voltage resulted between or 
among said electrodes at the frequency (or multiple frequen 
cies, or having specific waveform), dividing the Voltage 
amplitude value by the current amplitude value to derive the 
impedance value; (3) other methods that can measure or 
determine electric impedance. Note that in the description 
above of “dividing the voltage amplitude value by the 
current amplitude value to derive the impedance value', the 
“division' is done for the values of current amplitude and 
Voltage amplitude at same frequencies. As it is well-known 
in electrical and electronic engineering, in Such calculations 
(e.g. divisions mentioned above), the current amplitude and 
Voltage amplitude are expressed in the form of complex 
numbers, which take into account of how big the current and 
the voltage are and what the phase difference between the 
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sinusoidal waves of the current and the Voltage is. Similarly, 
the impedance value is also expressed in a complex form, 
having both resistance and reactance component, as shown 
in equations above. 
As described in the U.S. patent application Ser. No. 

10/705,447, entitled “Impedance based devices and methods 
for use in assays, filed on Nov. 10, 2003 and PCT appli 
cation number PCT/US03/22557,entitled “Impedance based 
devices and methods for use in assays, filed on Jul. 18, 
2003, both incorporated herein by reference for disclosure 
relating to Cell Index or Cell Number Index, the measured 
cell-substrate impedance can be used to calculate a param 
eter termed Cell Index or Cell Number Index. Various 
methods for calculating Such a cell number index can be 
used based on the changes in resistance or reactance when 
cells are attached to the electrode structures with respect to 
the cases no cells are attached to the electrode structures. 
The impedance (resistance and reactance) of the electrode 
structures with no cell attached but with same cell culture 
medium over the electrode structures is sometimes referred 
as baseline impedance. The baseline impedance may be 
obtained by one or more of the following ways: (1) the 
impedance measured for the electrode structures with a 
cell-free culture medium introduced into the well containing 
the electrode structures, wherein the culture medium is the 
same as that used for the impedance measurements for the 
condition where the cell attachment is monitored; (2) the 
impedance measured shortly (e.g. 10 minutes) after the 
cell-containing medium was applied to the wells comprising 
the electrode structures on the well bottom (during the short 
period after cell-containing medium addition, cells do not 
have enough time to attach to the electrode surfaces. The 
length of this short-period may depend on cell type and/or 
Surface treatment or modification on the electrode surfaces); 
(3) the impedance measured for the electrode structures 
when all the cells in the well were killed by certain treatment 
(e.g. high-temperature treatment) and/or reagents (e.g. deter 
gent) (for this method to be used, the treatment and/or 
reagents should not affect the dielectric property of the 
medium which is over the electrodes). 

In one example (A), the cell index or cell number index 
can be calculated by: 

(A1) at each measured frequency, calculating the resis 
tance ratio by dividing the resistance of the electrode 
arrays when cells are present and/or attached to the 
electrodes by the baseline resistance, 

(A2) finding or determining the maximum value in the 
resistance ratio over the frequency spectrum, 

(A3) and Subtracting one from the maximum value in the 
resistance ratio. 

Using a mathematically formula, Cell Index is derived as 

4 
Cell Index= (4) (t 3X - 1 

i=1,2...N. R., (f) 

Where N is the number of the frequency points at which the 
impedance is measured. For example, if the frequencies used 
for the measurements are at 10 kHz, 25 kHz and 50 kHz, 
then N=3, f=10 kHz.f., 25 kHz.f50 kHz. R(f) is the 
resistance (cell-substrate resistance) of the electrode arrays 
or electrode structures when the cells are present on the 
electrodes at the frequency f. and R.(f) is the baseline 
resistance of the electrode array or structures at the fre 
quency f. 
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In this case, a zero or near-zero "cell index or cell number 

index” indicates that no cells or very small number of cells 
are present on or attached to the electrode surfaces. A higher 
value of “cell number index' indicates that, for same type of 
the cells and cells under similar physiological conditions, 
more cells are attached to the electrode surfaces. A higher 
value of “cell index' may also indicate that, for same type 
of the cells and same number of the cells, cells are attached 
better (for example, cells spread out more, or cell adhesion 
to the electrode Surfaces is stronger) on the electrode Sur 
faces. 

In another example (B), the cell number index can be 
calculated by: 

(B1) at each measured frequency, calculating the reac 
tance ratio by dividing the reactance of the electrode 
arrays when cells are present on and/or attached to the 
electrodes by the baseline reactance, 

(B2) finding or determining the maximum value in the 
reactance ratio over the frequency spectrum, 

(B3) and subtracting one from the maximum value in the 
resistance ratio. 

In this case, a Zero or near-zero 'cell number index' 
indicates that no cells or very small number of cells are 
present on or attached to the electrode Surfaces. A higher 
value of “cell number index' indicates that, for same type of 
the cells and cells under similar physiological conditions, 
more cells are attached to the electrode surfaces. 

In yet another example (C), the cell index can be calcu 
lated by: 

(C1) at each measured frequency, Subtracting the baseline 
resistance from the resistance of the electrode arrays 
when cells are present or attached to the electrodes to 
determine the change in the resistance with the cells 
present relative to the baseline resistance; 

(C2) then finding or determining the maximum value in 
the change of the resistance. 

In this case, “cell-number index' is derived based on the 
maximum change in the resistance across the measured 
frequency range with the cells present relative to the base 
line resistance. This cell index would have a dimension of 
ohm. 

In yet another example (D), the cell index can be calcu 
lated by: 

(D1) at each measured frequency, calculating the magni 
tude of the impedance (equaling to VR,+X, where R. 
and X are the serial resistance and reactance, respec 
tively). 

(D2) Subtracting the magnitude of the baseline impedance 
from the magnitude of the impedance of the electrode 
arrays when cells are present or attached to the elec 
trodes to determine the change in the magnitude of the 
impedance with the cells present relative to the baseline 
impedance; 

(D3) then finding or determining the maximum value in 
the change of the magnitude of the impedance. 

In this case, “cell-number index' is derived based on the 
maximum change in the magnitude of the impedance across 
the measured frequency range with the cells present relative 
to the baseline impedance. This cell index would have a 
dimension of ohm. 

In yet another example (E), the index can be calculated 
by: 

(E1) at each measured frequency, calculating the resis 
tance ratio by dividing the resistance of electrode arrays 
when cells are present or attached to the electrodes by 
the baseline resistance, 
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(E2) then calculating the relative change in resistance in 
each measured frequency by Subtracting one from the 
resistance ratio, 

(E3) then integrating all the relative-change value (i.e., 
Summing together all the relative-change values at 
different frequencies). 

In this case, “cell-number index' is derived based on 
multiple-frequency points, instead of single peak-frequency 
like above examples. Again, a Zero or near-Zero 'cell num 
ber index' indicates that on cells are present on the elec 
trodes. A higher value of “cell number index” indicates that, 
for same type of the cells and cells under similar physi 
ological conditions, more cells are attached to the electrodes. 

In yet another example (F), the cell index can be calcu 
lated by: 

(F1) at each measured frequency, Subtracting the baseline 
resistance from the resistance of the electrode arrays 
when cells are attached to the electrodes to determine 
the change in the resistance with the cells present 
relative to the baseline impedance; (here the change in 
the resistance is given by 

AR(f)=R. (f)-R-basein (T,) for the frequency f. Rs-ceil 
and R are the serial resistances with the cells present 
on the electrode array and the baseline serial resistances, 
respectively); 

(F3) analyzing the frequency dependency of the change of 
the resistance to derive certain parameters that can 
quantify such dependency. In one example, Such 
parameters can be calculated as 

IX. AR(f). 

In another example, such parameter can be calculated as 

-ceil 

The parameter(s) are used as cell index or cell number index. 
In this case, "cell-number index' is derived based on the 

analysis of the frequency spectrum of the change in the 
resistance. Depending how the parameters are calculated, 
the cell index may have a dimension of ohm. 

In yet another example (G), the cell index can be calcu 
lated by: 

(G1) at each measured frequency, calculating the magni 
tude of the impedance (equaling to VR,+X, where R. 
and X are the serial resistance and reactance, respec 
tively). 

(G2) Subtracting the magnitude of the baseline impedance 
from the magnitude of the impedance of the electrode 
arrays when cells are attached to the electrodes to 
determine the change in the magnitude of the imped 
ance with the cells present relative to the baseline 
impedance; (here, the change in the magnitude of the 
impedance is given by AZ(f)=Z,(f)l-Z(f) for 

f. Z...(f)FVR...(f) +X...(f)”. 
R. and X being the serial resistance and reac 
tance with the cells present on the electrode arrays, 
respectively, Z(f) is the magnitude of the imped 
ance of the electrode array with cells present on the 
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30 
electrode arrays, Z(f) is the magnitude of the 
baseline impedance of the electrode array); 

(G3) analyzing the frequency dependency of the change 
of the magnitude of the impedance to derive certain 
parameters that can quantify such dependency. In one 
example, such parameters can be calculated as 

IX. AZ(f). 

In another example, Such parameter can be calculated as 

X|AZ(f). 

The parameter(s) are used as cell index or cell number index. 
In this case, “cell-number index' is derived based on the 

analysis of the frequency spectrum of the change in the 
magnitude of the impedance. Depending how the parameters 
are calculated, the cell index may have a dimension of ohm. 
As described in the U.S. patent application Ser. No. 

10/705,447, entitled “Impedance based devices and methods 
for use in assays, filed on Nov. 10, 2003 and PCT appli 
cation number PCT/US03/22557,entitled “Impedance based 
devices and methods for use in assays, filed on Jul. 18, 
2003, both herein incorporated by reference for disclosure of 
Cell Index or Cell Number Index and its calculation, there 
are different methods for calculating the parameter termed 
Cell Index or Cell Number Index from the measured cell 
Substrate impedance (resistance or reactance). Cell Index or 
Cell Number Index is a quantitative measure of cells in the 
wells under cell-substrate impedance measurement. 

It is worthwhile to point out that it is not necessary to 
derive such a “cell number index” for utilizing the imped 
ance information for monitoring cell conditions over the 
electrodes. Actually, one may choose to directly use imped 
ance values (e.g., at a single fixed frequency, or at a 
maximum relative-change frequency, or at multiple frequen 
cies) as an indicator of cell conditions. 

Still, deriving “cell index” or “cell number index' and 
using Such index to monitor cell conditions may have 
advantages. There are several advantages of using "cell 
number index” to monitor cell growth and/or attachment 
and/or viability conditions. 

First, one can compare the performance of different 
electrode geometries by utilizing such cell number index. 

Secondly, for a given electrode geometry, it is possible to 
construct “calibration curve' for depicting the relationship 
between the cell number and the cell number index by 
performing impedance measurements for different number 
of cells added to the electrodes (in such an experiment, it is 
important to make sure that the seeded cells have well 
attached to the electrode surfaces). With such a calibration 
curve, when a new impedance measurement is performed, it 
is then possible to estimate cell number from the newly 
measured cell number index. 

Thirdly, cell number index can also be used to compare 
different surface conditions. For the same electrode geom 
etry and same number of cells, a surface treatment given a 
larger cell number index indicates a better attachment for the 
cells to the electrode surface and/or better surface for cell 
attachment. 
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As shown above, for some methods of calculating cell 
index or cell number index, it is important to know the 
impedance (resistance and/or reactance) of the electrode 
structures with and without cells present on them. Based on 
the equation (1), the impedance of the electrode array (with 
or without cells present on the electrodes) is given by 

4electrode-array Zolar?, race 4 witch (5) 

Where Z, is the impedance of electronic Switch at its 
on stage, Z is the impedance of the electrical connection 
traces (or electrical conductive traces) on the Substrate 
between the connection pads and the electrode buses, Z. 
is the total impedance measured at the impedance analyzer. 
By choosing electronic Switches with good quality, it is 
possible to have all the electronic switches have a consistent 
on-impedance (mainly resistance). For example, the on 
resistance of electronic switches can be about 3 ohm (+/- 
10%) with the on reactance being negligible (for example, 
less than 0.2 ohm in the frequency range of interest). Thus, 
if the trace impedance is determined or calculated, then 
formula (5) can be used to calculate the impedance of the 
electrode arrays with or without cells present. 
A method is invented in the present application to deter 

mine the impedance of electrical conductive (electrical 
connection) traces (mainly trace resistance, trace reactance 
is very small for the thin conductive film trace) based on the 
relationships among two or more essentially identical arrays 
on a cell-substrate impedance monitoring device. In the 
following, the four electrode arrays A, B, C and D as 
indicated in FIG. 1A, are used to illustrate this method. The 
electrical reactance (serial reactance) of the electronic 
Switches and the electrical reactance (serial reactance) of the 
electrical connection traces are Small as compared with the 
corresponding electrical resistances (serial resistances). 
Thus, we focus on the analysis of the resistance of the 
electrical connection traces. The impedance determined 
from the impedance analyzer does contain both resistance 
(serial resistance, R) and reactance (serial reactance). For 
the electrode arrays A-D, the measured total resistance 
R., the resistance (R) of electrical conductive (con 
nection) trace, the Switch resistance (R) and the resis 
tance (R) of the electrode array satisfy the following 
equations: 

Re-array-4 Roal-A-Reace-A-Rswitch-A (6A) 

Re-array BR.oral B-Reace-B-Revitch B (6B) 

Re-array-cRoral-C-Reace-c-Revitch-c (6C) 

Re-array-D Rota-D-Reace-DRswitch-D (6D) 

With chosen electronic switches having consistent switch-on 
resistance, Rswitch-4: Rswitch-p: Rswitch-c and Rswitch-D have 
very similar values and can be assumed to be the same, 
R. Thus, in above equations, the known parameters are 
Rorai-4: Rorai-B- Rorai-c. and Rorai-D; and Rswitch-4: 
Richa, Ritch-c and Ritch-p and there are eight 
unknown parameters Re-array-4s Re-array-B: Re-array-c. and 
Re-array-D: and Rtrace-4: Rtrace-B- Rtrace-c and Rtrace-D It is 
impossible to solve these equations for the eight unknown 
variables from these four equations directly. Additional 
relationships between these variables are needed to solve for 
them. Each trace resistance (R-4. Re-, R, and 
R.) depends on the metal film type used, and the 
geometry of the trace Such as the how many rectangular 
segments the trace has, the film thickness(es) of the seg 
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32 
ments, the width(s) of the segments, the length(s) of the 
segment(s). For example, 

(7) 

where N is the number of the segments of the trace-A, t 
d and L is the thickness, width and length of the i-th 
segment of the traces for the electrode array A, and p is the 
resistivity of the thin film. The equation here applies to the 
film comprising a single type of metal. The equation can be 
readily modified to be applicable to the film comprising two 
or more metal types (e.g. gold film over chromium adhesion 
layer). 

If the film thickness is reasonably uniform (for example, 
less than 10% in thickness variation) across the substrate, 
then the relationship among the trace resistances is simply 
determined by the pre-determined geometrical shapes (e.g. 
the length, width of the segments). For example, it would be 
straightforward to calculate the ratio C. between the 
resistance of the electrically conductive traces for the elec 
trode array A to the resistance of the electrically conductive 
traces for the electrode array D as below, where the film 
thickness is assumed to be the same everywhere on these 
traces and the resistivity is also the same everywhere on 
these traces, 

& La-i 's LA- (8) 
Rtrace. A XP, * dA- i=1 d 

CAD Rtrace D = , LD- = , LD 

XP, 8 dip- do 

Similarly, one can determine the ratio C- and C- based 
on the pre-determined geometrical relationships for the 
traces of the electrode arrays B, C and D. Note that above 
equations can be similarly derived for the cases where the 
thin film in these traces comprises more than one metal type. 
Thus, based on the equalities 

Rswitch-A-R switch-BRswitch-c-R switch-D-R switch (9A) 

Reace-A-CA-D'Reace-D; (9B) 

Reace-B-C-B-D'Reace-D; (9C) 

and Reace-cClc-D'Reace-D (9D) 

equations (6A)–(6D) can be re-written in the following 
format: 

Re-array-A-Rolal-A-CA-DReace-D-Rswitch (10A) 

Re-array BRoal-B-C-B-D'Reace-D-Rswitch (10B) 

Re-array-cRoral-C-C-C-D'Rirace-D-Rswitch (10C) 

Re-array-D Rota-D-Reace-D-Rsrich-D (1OD) 

For equations (10A) through (10D), there are five unknown 
variables, Rearray-4s Re-array-B: Re-array-c. and Re-array-D and 
R. Mathematically, these unknown variables cannot be 
determined from these equations. Additional information is 
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needed to solve for these variables R. 
Re-array-c. and Rearray-D and Reace-D 
One approach is invented and described in the present 

invention. In this approach, same biological or chemical 
Solutions or Suspensions are applied to the electrode-arrays 5 
A through D. Because the electrode arrays A through D have 
essentially identical electrode structures, the electrode array 
resistances Re-array-4s Re-array-B: Re-array-c. and Re-array-D 
should be of same, or very similar value for such a condition 
when all the electrode arrays are exposed to the same 
biological or chemical Solutions or Suspensions, i.e.: 
Re-array-4-Re-array-a-Re-array-c-Re-arra-D- If We aSSU the 
averaged electrode array resistance is R then these 
approximate relationship exists R-R- as 
Re-arra-c-Re-arra-D-Reagar. Thus, equations (10A-10D) 15 
can be changed to the following: 

e-arra-B 

10 

e-array 

(11A) Re-array-Rocal-A-CA-D'Reace-D-Rswitch 

(11B) Re-arra Roal-B-C-B-DReace-D-Rsvitch 

Re-arra Roal-C-C-C-DReace-DRswitch (11C) 

Re-arra?sR total-D-Rarace-DRswitch-D (1 1D) 

that Thus, we would need to find R, and R 
satisfy the above approximate equality as close as possible. 
One mathematical approach is to find R, and R 
that would result in the minimum value for the following 
expression—an expression that quantifies the differences 
between the two sides of the approximate equality in (11A, 
11B, 11C and 11D), 

F(Race D. Rearray) (Re-arra (Rorai-ACA-DR race-D 
Rswitch) I? +/Re-array (Rotal B-O-B-DR race-D 
Rswitch) I? +/Re-array (Rotal-C-C-C-DReace-D 
Rswitch ) 2 +IR e-array (R total-D-R trace-D-Rswitch) 2 

25 

30 

(12) 
35 

The expression F(R. R.) is the sum of the 
squared-differences between the two-sides of the approxi 
mate equality in (11A, 11B, 11C and 11D). The smaller 
F(R, R-), the closer the two sides of the approxi 
mate equality (11A, 11B, 11C and 11D). Thus, values of 
R, and R... that result in the minimum value of 
F(R, R) should be determined. Mathematical 
approach involves in the calculation of the first order deriva 
tive of F(Race-D Re-array) tO Rtrace-D and tO Re-array and let 
such first order derivatives equal to zero. The values of 45 
R, and R, that result in Zero for these first-order 
derivatives are those that result in the minimum value of 
F(R,--D. R ). The first order derivatives are as fol 
lows: 

40 

e-array 

50 

6LF(Race-D, Re-aaray) (13A) 
= 2 aA-D Re-arra R y trace 

(Rotat-A - OA-DR race-D - 55 

Rswitch) + 2 a B-D- 

LRe-array (Rotat-B 

a B-D Race-D - Rswitch) + 
60 

2 ac-DLRe-array - (Rota-C - 

a C-D Race-D - Rswitch) + 

2LRe-array - 
65 

(Rota-D - Rurace-D - Rswitch) 

-continued 
= 0; 

6LR(Race-D, Re-aaray) 2. R (13B) 
Re-array e-array 

(Rotat-A - CA-DR race-D - 

Rswitch) + 2 LRe-array - 

(Rotat-B - a B-DRtrace-D - 

Rswitch) + 2 LRe-array - 

(Rota-C - a C-D Rtrace-D - 

Rswitch) + 2 LRe-array - 

(Rota-D - Race-D - Rswitch) = 0. 

Equations (13A) and (13B) can be re-written as 
Re-array (c. p"capticip" 11+Race-dlo-A-D'+ 

Cp d'+cc-p+1 J-CA-D'? Real-A-Richl+Cle-D 
(Rotal-B-Rswitchl-C-C-D'ARcoal-C-R switch 
I.R total-D-Rswitch) ( 1 4A) 

4 Re-array+Race-DC-4-D+C-B-D+Clc-D+lffReal-4- 
RswitchtfReal-B-Rswitch+Rota- C-Rswitch-- 
(Rota-D-Rswitch) (14B) 

Thus, we can solve for R, as follows: 

4. S1 - A1: S2 (15) 
R, n = - H 
trace- 4. A 12 - A11. B12 

where A11-C4 D+Cap+CCD+1): 

2 2 2, 1 I. A 12-LCL d’--Clad’--Cic d’-1): 

SOA-D'? Roal-A-Richl+C-B-D' (Real B-Richl+Clc 
D'ARcoal-C-RswitchffRoal-D-Rswitchl: 

S2 FR total-4 -Richi-IR total-B-Rswitch+(R tota-C 
Rswitch+IR tota-D-Rswitch) 

Thus, with the determined R, the trace resistances of 
R,-4, R, , and R.C. can be calculated using equa 
tions (9B), (9C) and (9D). Furthermore, the electrode array 
resistance Re-array-4s Re-array-B: Re-array-c. and Re-array-D Ca 
be calculated from the measured resistance R. R. 
R, and R, respectively using equations (10A). 
(10B), (10C) and (10D). 

Thus, one aspect of the present invention is directed to a 
method of calculation of the resistances of the electrical 
connection traces S from the measured, total resistances for 
two or more essentially identical electrode arrays (such as, 
for example arrays A–D in FIG. 1A), comprising the fol 
lowing steps: 

(1) exposing the electrode arrays to the solutions having 
same or similar solutions or Suspensions; 

(2) with an impedance analyzer or impedance measure 
ment circuit, measuring the resistance (serial resis 
tance) for each electrode array, such resistance being 
the sum of the resistance of electronic switches, the 
resistance of the electrical connection traces between 
the connection pads and the electrode structures (for 
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example, between the connection pads and the elec 
trode buses, for the electrode structures in FIG. 1A), 
and the resistance of the electrode array with the 
Solutions or Suspensions present; 

(3) Solving for the resistances of electrical connection 
traces using equation (15) and equations (9B), (9C) and 
(9D), noting in the calculation with equation (15), the 
geometrical relationships between the electrode arrays 
are used to determine the factor C. C. and C. 

Another aspect of the present invention is directed to a 
method of calculating the resistance of the electrode arrays 
from the measured, total electrode resistances for two or 
more essentially identical electrode arrays (such as, for 
example arrays A–D in FIG. 1A) if the same or similar 
Solutions or Suspensions are added to be in contact with the 
electrode assays, comprising the following steps: 

(1) exposing the electrode arrays to the solutions having 
same or similar solutions or Suspensions; 

(2) with an impedance analyzer or impedance measure 
ment circuit, measuring the resistance (serial resis 
tance) for each electrode array, Such resistance being 
the sum of the resistance of electronic switches, the 
resistance of the electrical connection traces between 
the connection pads and the electrode structures (for 
example, between the connection pads and the elec 
trode buses, for the electrode structures in FIG. 1A) and 
the resistance of the electrode arrays with the solutions 
or Suspensions present; 

(3) Solving for the resistances of electrical connection 
traces using equation (15) and equations (9B), (9C) and 
(9D), noting in the calculation with equation (15), the 
geometrical relationships between the electrode arrays 
are used to determine the factor C. C., and C-: 

(4) calculating the resistances of the electrode arrays 
using equations (10A, 10B, 10C and 10D)). 

In many applications, the Solutions or Suspensions (for 
example, cell Suspension) applied to each electrode array 
may have different compositions. For example, cell Suspen 
sions of different cell numbers may be used so that the 
Suspensions applied to each electrode array are quite differ 
ent. Under Such cases, the determination of the resistance of 
the electrode arrays with the cells present would require the 
determination of the resistance of the electrical connection 
traces by performing a “reference run or “calibration run 
in which the electrode arrays are exposed to a same, refer 
ence solution. From the “reference run', the resistances of 
the electrical connection traces can be determined. In a 
separate test, the electrode arrays are exposed to the Solu 
tions or cell Suspensions of interest and the resistances for 
the electrode arrays under Such conditions are measured 
with an impedance analyzer or impedance measuring circuit. 
The resistance of the electrode arrays with such cell sus 
pensions present can be determined (or continuously deter 
mined) from the measured resistance by Subtracting the Sum 
of the resistance of the electronic switches and the resistance 
of the electrical connection traces for corresponding elec 
trode arrays from the measured resistances. 

Thus, another aspect of the present invention is directed 
to a method of calculating the resistance of the electrode 
arrays from the total electrical resistances measured at an 
impedance analyzer for essentially identical electrode arrays 
(such as electrode arrays A–D in FIG. 1A used as an 
example) if different Solutions or Suspensions of interest are 
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36 
applied to the electrode assays, comprising the following 
steps: 

(1) exposing the electrode arrays to the solutions having 
same or similar solutions or Suspensions (reference 
Solutions); 

(2) with an impedance analyzer or impedance measure 
ment circuit, measuring the resistance (serial resis 
tance) for each electrode array, such resistance being 
the sum of the resistance of electronic switches, the 
resistance of the electrical connection traces between 
the connection pads and the electrode structures (for 
example, between the connection pads and the elec 
trode buses, for the electrode structures in FIG. 1A) and 
the resistance of the electrode arrays with the reference 
Solutions present; 

(3) Solving for the resistances of electrical connection 
traces using equation (15) and equations (9B), (9C) and 
(9D), noting in the calculation with equation (15), the 
geometrical relationships between the electrode arrays 
of FIG. 1A are used to determine the factor C. C. 
and Co-o: 

(4) applying the Solutions or Suspensions of interest to 
each electrode array; and with an impedance analyzer 
or impedance measurement circuit, measuring the 
resistance (serial resistance) of each electrode array, 
Such resistance being the Sum of the resistance of 
electronic switches, the resistance of the electrical 
connection traces between the connection pads and the 
electrode structures, the resistance of the electrode 
arrays with the solutions or Suspensions of the interest 
present, 

(5) Calculating the resistance of the electrode arrays using 
equations (10A), (10B), (10C) and (10D) by subtract 
ing the electronic Switch resistances and the resistances 
of electrical connection traces from the measured resis 
tances in the step (4). 

Note that in above method, the steps of exposing the 
electrode arrays to reference solutions for the determination 
of the resistances of electrically conductive traces (step (1), 
(2) and (3)) may be performed before or after the steps of 
applying the Solutions or Suspensions of interest to the 
electrode arrays and measuring the total electrical resistance 
(step (4)). For example, step (4) may be performed first. 
After that, the solutions or Suspensions of the interest may 
be removed from the electrode array. The reference solutions 
can then be added to the electrode arrays (step (1)). Step (2) 
and step (3) can be then performed to determine the resis 
tances of electrical connection traces. Finally, Step (5) can 
be done. 

In another approach, step (1) and (2) can be performed 
ahead of step (4). 

Another aspect of the present invention is directed to a 
method of determining the resistance of the electrode arrays 
with the cells present for a cell-based assay based on the 
total electrical resistance measured at an impedance analyzer 
for essentially identical electrode arrays. In this method, the 
electrode arrays are exposed to a same, reference Solution 
(for example, a same cell culture medium that does not 
contain any cells) and electrical measurement is conducted 
to determine the resistance of electrical connection traces. 
With the resistances of the electrical connection traces 
determined, electrical resistances of the electrode arrays 
with cell Suspensions added to electrode arrays can be 
calculated from the total electrical resistances measured at 
an impedance analyzer. Such total electrical resistance 
would include the resistance of the electrode arrays with 
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cells present, the resistance of electronic Switches and the 
resistance of electrical connection traces. The method com 
prises following steps 

(1) exposing the electrode arrays to the solutions having 
same or similar solutions or Suspensions (reference 
Solutions); 

(2) with an impedance analyzer or impedance measure 
ment circuit, measuring the resistance (serial resis 
tance) for each electrode array, Such resistance being 
the sum of the resistance of electronic switches, the 
resistance of the electrical connection traces between 
the connection pads and the electrode structures (for 
example, between the connection pads and the elec 
trode buses, for the electrode structures in FIG. 1A) and 
the resistance of the electrode arrays with the reference 
Solutions present; 

(3) Solving for the resistances of electrical connection 
traces using equation (15) and equations (9B), (9C) and 
(9D), noting in the calculation with equation (15), the 
geometrical relationships between the electrode arrays 
in FIG. 1A are used to determine the factor C. C. 
and Co-o: 

(4) applying the cell Suspensions of interest to each 
electrode array; and with an impedance analyzer or 
impedance measurement circuit, measuring the resis 
tance (serial resistance) of each electrode array, Such 
resistance being the Sum of the resistance of electronic 
Switches, the resistance of the electrical connection 
traces between the connection pads and the electrode 
structures, the resistance of the electrode arrays with 
the cell Suspensions of the interest present, 

(5) Calculating the resistance of the electrode arrays using 
equations (10A), (10B), (10C) and (10D) by subtract 
ing the electronic Switch resistances and the resistances 
of electrical connection traces from the measured resis 
tances in step (4). 

Note that in above method, the steps of exposing the 
electrode arrays to reference solution for the determination 
of the electrical resistance of electrically conductive traces 
(step (1), (2) and (3)) may be performed before or after the 
steps of applying the solutions of interest or cell Suspensions 
of interest to the electrode arrays and measuring the total 
electrical resistance (step (4)). For example, step (4) may be 
performed first, followed by steps (1) and (2). In one 
approach, after step (4), the cell Suspensions of the interest 
may be removed from the electrode array. Then reference 
solutions can be added to the electrode arrays. In another 
approach, after step (4), the cells are all lysed with some cell 
lysis Solutions so that the electrodes are exposed to the same, 
reference solutions for the measurement and calculation of 
step (2) and (3). And then, step (5) is performed to determine 
the electrical resistance of electrode arrays with the cell 
Suspensions of interest present. 
The determination of the resistances of the electrical 

conductive traces for the electrode arrays that essentially 
identical electrode arrays may be, or may not be, part of the 
monitoring of cell-substrate impedance for cell-based 
assays. It depends on how the impedance data (measured at 
a single frequency or multiple frequencies, measured at 
multiple time points) of the electrode arrays is analyzed. 

In some assays, one is interested in the relative change in 
the resistance or impedance of the electrode arrays with the 
cells present relative to the baseline resistance or impedance. 
For such cases, it is preferred to determine the resistance (or 
impedance) of the electrode arrays from the total, measures 
resistance (or impedance) by Subtracting the resistance of 
the electrical conductive traces and the resistance of elec 
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tronic Switches. Thus, determination of the resistances or 
impedance of the electrically conductive traces may be 
required. 

In some other assays, one is interested in the absolute 
changes in the resistance (or impedance) of the electrode 
arrays with cells present relative to the baseline resistance 
(or impedance). In these cases, one can directly subtract the 
measured resistance or impedance for the baseline condition 
from the measured resistance or impedance for the condition 
that the cells are present on the electrode arrays. The 
contribution of the resistance (or impedance) of the elec 
tronic Switches and the resistance (or impedance) of the 
electrically conductive traces to the total measured resis 
tance (or impedance) values is cancelled out in Such Sub 
tractions. Thus, there is no need for determining the resis 
tances of the electrically conductive traces. 

In some assays, one is interested in calculating the Cell 
Index or Cell Number Index based on the monitored imped 
ance values. Depending on which method is used for cal 
culating the Cell Index, it may, or may not, be necessary to 
determine the resistances of the electrically conductive 
traces. For example, for the Cell Index calculation method 
(A) described above, the resistances of the electrically 
conductive traces are needed, in order to remove the effect 
of the resistance of the electrically conductive traces on the 
analysis of the relative change of the resistance or imped 
ance. In another example, for the Cell Index calculation 
method (F) described above, there is no need to determine 
the resistances of the electrically conductive traces since the 
effect of the resistance of the electrically conductive traces 
is canceled out in the calculations. 

The monitoring of the cell-substrate impedance may be or 
may not be based on the change with respect to the baseline 
impedance (or resistance). For example, a cell-based assay 
is performed to assess the effect of a test compound on the 
cells. One method in performing Such an assay is by 
monitoring of the cell-substrate impedance and determining 
the change in the cell-substrate impedance before and after 
the addition of the test compound to the cells. The moni 
toring of cell-substrate impedance can be performed at a 
single frequency point or multiple frequency points, at a 
single time point or multiple time points after drug addition. 
For example, the impedance is first measured at a single 
frequency or multiple frequencies for the electrode arrays 
with the cells present just before addition of test compound. 
The test compound is then added to the cells. The impedance 
is then measured again at the same single frequency or 
multiple frequencies for the electrode arrays with the cells 
after the addition of test compound. Such post-compound 
addition measurement may be performed for many time 
points continuously in a regular or irregular time intervals. 
The change in the cell-substrate impedances can be deter 
mined or quantified by Subtracting the impedance(s) (resis 
tance and/or reactance) measured before addition of the test 
compound from the impedance(s) (resistance and/or reac 
tance) measured after addition of the test compound. If the 
measurement is done at multiple frequencies, a single 
parameter or multiple parameters may be further derived for 
each time point after compound addition based on the 
calculated change in the cell-substrate impedances. Such 
parameters are used to quantify the cell changes after 
compound addition. Such approaches can be used further to 
analyze the responses of the cells to a test compound at 
multiple concentrations to derive dose-dependent response 
CUWCS. 
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D. Methods for Performing Real-time Cell-based Assays 
The present invention provide cell-based assays that can 

be performed in real time to assess cell proliferation, cell 
growth, cell death, cell morphology, cell membrane prop 
erties (for example, size, morphology, or composition of the 
cell membrane) cell adhesion, and cell motility. Thus the 
assays can be cytotoxicity assays, proliferation assays, apo 
ptosis assays, cell adhesion assays, cell activation assays, 
anti-cancer compound efficacy assays, receptor-ligand bind 
ing and signal transduction analysis, assays of cytoskeletal 
changes, assays of cell structural changes (including but not 
limited to, changes in cell membrane size, morphology, or 
composition), assays of cell differentiation or de-differen 
tiation, assays of cell adhesivity, assays of cell-cell interac 
tions, analysis of microbial and environmental toxins, etc. 
The assays are real-time assays in the sense that cell behav 
ior or cell condition being assayed can be assessed continu 
ously at regular or irregular intervals. Depending on the 
applications, cell behaviors, cell responses, or cell condi 
tions being assayed can be within seconds to minutes of their 
occurrence. The cell response during an assay can be moni 
tored essentially continuously over a selected time period. 
For example, a culture can be monitored every five to fifteen 
minutes for several hours to several days after addition of a 
reagent. The interval between impedance monitoring, 
whether impedance monitoring is performed at regular or 
irregular intervals, and the duration of the impedance moni 
toring assay can be determined by the experimenter. 

Thus, the cell-based impedance assays of the present 
invention avoid inadvertently biased or misleading evalua 
tion of cell responses due to the time point or time points 
chosen for sampling or assaying the cells. In addition, the 
assays do not require sampling of cell cultures or addition of 
reagents and thus eliminate the inconvenience, delay in 
obtaining results, and error introduced by many assays. 

Descriptions of cell-substrate monitoring and associated 
devices, systems and methods of use have been provided in 
U.S. provisional application No. 60/379,749, filed on Jul. 
20, 2002; U.S. provisional application No. 60/435,400, filed 
on Dec. 20, 2002; U.S. Provisional application 60/469,572, 
filed on May 9, 2003, PCT application number PCT/US03/ 
22557,entitled “Impedance based devices and methods for 
use in assays, filed on Jul. 18, 2003; PCT application 
number PCT/US03/22537,entitled “Impedance based appa 
ratuses and methods for analyzing cells and particles', filed 
on Jul. 18, 2003: U.S. patent application No. 10/705,447. 
entitled “Impedance based devices and methods for use in 
assays, filed on Nov. 10, 2003: U.S. patent application No. 
10/705,615,entitled “Impedance based apparatuses and 
methods for analyzing cells and particles, filed on Nov. 10, 
2003, all incorporated herein by reference for their disclo 
Sure of cell-substrate impedance devices, systems, and meth 
ods of use. Additional details of cell-substrate impedance 
monitoring technology is further disclosed in the present 
invention. 

In brief, for measurement of cell-substrate or cell-elec 
trode impedance using the technology of the present inven 
tion, cell-substrate impedance monitoring devices are used 
that have microelectrode arrays with appropriate geometries 
fabricated onto the bottom surfaces of wells such as micro 
titer plate wells, or have a similar design of having multiple 
fluid receptacles (wells) having electrodes fabricated on 
their bottom surfaces facing into the wells. Cells are intro 
duced into the wells of the devices, and make contact with 
and attach to the electrode Surfaces. The presence, absence 
or change of properties of cells affects the electronic and 
ionic passage on the electrode sensor Surfaces. 
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Measuring the impedance between or among electrodes 

provides important information about biological status of 
cells present on the sensors. When there are changes to the 
biological status of the cells analogue electronic readout 
signals can be measured automatically and in real time, and 
can be converted to digital signals for processing and for 
analysis. In a system of the present invention, a cell index 
can be automatically derived and provided based on mea 
sured electrode impedance values. The cell index obtained 
for a given well reflects: 1) how many cells are attached to 
the electrode surfaces in this well, 2) how well (tightly or 
extensively) cells are attached to the electrode surfaces in 
this well. Thus, the more the cells of same type in similar 
physiological conditions attach the electrode surfaces, the 
larger the cell index. And, the better the cells attach to the 
electrode Surfaces (e.g., the cells spread-out more to have 
larger contact areas, or the cells attach tighter to electrode 
Surfaces), the larger the cell index. 

In one aspect of the present invention, a method is 
provided for performing cell-based assays, comprising: a) 
providing a cell-substrate impedance monitoring system of 
the present invention; b) introducing cells into one or more 
wells of a device of the system, wherein at least one of the 
one or more wells comprises an electrode array; and d) 
monitoring cell-substrate impedance of at least one of the 
wells that comprise an electrode array and cells. 
The method can be used to assay cell status, where cell 

status includes, not limited to, cell attachment or adhesion 
status (e.g. the degree of cell spread, the attachment area of 
a cell, the degree of tightness of cell attachment, cell 
morphology) on the Substrate including on the electrodes, 
cell growth or proliferation status; number of viable cells 
and/or dead cells in the well; cytoskeleton change and 
re-organization and number of cells going through apoptosis 
and/or necrosis. The cell-based assays that be performed 
with above methods include, but are not limited to, cell 
adhesion, cell apoptosis, cell differentiation, cell prolifera 
tion, cell Survival, cytotoxicity, cell morphology detection, 
cell quantification, cell quality control, time-dependent cyto 
toxicity profiling, IgE-mediated cell activation or stimula 
tion, receptor-ligand binding, viral and bacterial toxin medi 
ated cell pathologic changes and cell death, detection and 
quantification of neutralizing antibodies, specific T-cell 
mediated cytotoxic effect, cell-based assay for Screening and 
measuring ligand-receptor binding. 

In preferred embodiments of this aspect of the present 
invention, cells are added to at least two wells of a device, 
each of which comprises an electrode array, and impedance 
is monitored from at least two wells that comprise cells and 
an electrode array. 
The cells used in the assay can be primary cells isolated 

from any species or cells of cell lines. The cells can be 
engineered cells. In some embodiments, different cell types 
are added to different wells and the behavior of the cells is 
compared. 

Impedance can be monitored at regular or irregular time 
intervals. Preferably, impedance is monitored at three or 
more time points, although this is not a requirement of the 
present invention. In one embodiment of the above cell 
based assay, the cell-substrate impedance is monitored at 
regular time intervals. Impedance can be monitored at one 
frequency or at more than one frequency. For example, in 
Some preferred embodiments, impedance is monitored over 
a range of frequencies for each time point at which imped 
ance is monitored. Preferably, impedance is monitored at at 
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least one frequency between about 1 Hz and about 100 MHz, 
more preferably at at least one frequency between about 100 
HZ and about 2 MHZ. 

FIG. 7 depicts results of the use of methods of the present 
invention to monitor cell proliferation. In this experiment, 
H460 cells were introduced into wells of a 16 well device of 
a cell-substrate impedance monitoring system of the present 
invention, with different wells receiving different initial cell 
seeding numbers. The device was engaged with a device 
station of the system that was in a tissue culture incubator 
that kept a temperature of 37 degrees C. and an atmosphere 
of 5% CO. Cell-substrate impedance was monitored at 15 
minute intervals for 125 hours. The cell index was calculated 
by the system for each time point and displayed as a function 
of time to give cell growth (proliferation) curves for each 
cell seeding number. The cell growth curves were plotted on 
a log scale showing exponential growth phases and station 
ary phases. 

FIG. 8 depicts results of real-time monitoring of cell 
attachment and spreading of NIH3T3 cells. The cells were 
seeded onto cell-substrate impedance monitoring devices of 
the present invention that were coated with either poly-L- 
lysine or fibronectin. The device was engaged with a device 
station that was in a tissue culture incubator that kept a 
temperature of 37 degrees C. and an atmosphere of 5% CO. 
Cell attachment and cell spreading on the difference coating 
Surfaces were monitored by measuring impedance on the 
cell-substrate monitoring system. Impedance was monitored 
in real time every 3 minutes for 3 hours. The cell index for 
each time point was calculated by the impedance monitoring 
system and plotted as a function of time. 

FIG. 9 shows the results of an experiment monitoring 
morphological changes in CoS-7 cells in response to stimu 
lation with epidermal growth factor (EGF). Cells were 
seeded in wells of a 16 well monitoring device of the present 
invention that engaged a device station of a cell-substate 
monitoring system. The device station was positioned in an 
incubator held at 37 degrees C. and 5% CO. The cells were 
serum starved for 8 hours and then stimulated with 50 
nanograms/mL of EGF. Control cells did not receive EGF. 
Impedance was monitored at 3 minute intervals for 2 hours 
and then at 1 hour intervals for 14 hours. The cell index was 
calculated by the system and plotted as a function of time. 
An initial jump in cell index is seen in EGF-treated cells due 
to membrane ruffling and actin dynamics in response to 
EGF. The arrow indicated the point of EGF addition. 
D. 1. Cell-based Assays to Test the Effects of Compounds on 
Cells 

In yet another aspect, the present invention provides a 
method for performing a cell-based assay investigating the 
effect of one or more test compounds on cells, comprising: 
a) providing a cell-substrate impedance monitoring system 
of the present invention; b) introducing cells into at least one 
of the well of the device that comprises an electrode array: 
c) adding at least one test compound to one or more of the 
wells comprising cells and an electrode array; and d) moni 
toring cell-substrate impedance of the one or more wells 
before and after adding the compound, in which changes in 
impedance can provide information about cell responses to 
the one or more compounds. 

Information about cell responses to the one or more 
compounds includes, but is not limited to, information about 
cell attachment or adhesion status (e.g. the degree of cell 
spread, the attachment area of a cell, the degree of tightness 
of cell attachment, cell morphology) on the Substrate includ 
ing on the electrodes, cell growth or proliferation status; 
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number of viable cells and/or dead cells in the well; cytosk 
eleton change and re-organization and number of cells going 
through apoptosis and/or necrosis. Information about cell 
status may also include any compound-cell interaction lead 
ing to any change to one or more of above cell status 
indicators. For example, if the compound binds to a receptor 
on the cell Surface and Such binding leads to a change in cell 
morphology, then the binding of compound to the receptor 
can be assayed by the monitored cell-substrate impedance. 
The cell-based assays that be performed with above methods 
include, but not limited to, cell adhesion, cell apoptosis, cell 
differentiation, cell proliferation, cell survival, cytotoxicity, 
cell morphology detection, cell quantification, cell quality 
control, time-dependent cytotoxicity profiling, IgE-medi 
ated cell activation or stimulation, receptor-ligand binding, 
viral and bacterial toxin mediated cell pathologic changes 
and cell death, detection and quantification of neutralizing 
antibodies, specific T-cell mediated cytotoxic effect, cell 
based assay for screening and measuring ligand-receptor 
binding. 
The cells used in the assay can be primary cells isolated 

from any species or can be cells of cell lines. The cells can 
be genetically engineered cells (For example, cells from a 
genetically modified organism, such as for example from a 
'gene knockout' organism, or cells that have been engi 
neered to overexpress an endogenous gene or a transgene, or 
cells whose normal gene expression has been manipulated 
by use of antisense molecules or silencing RNA.) In some 
embodiments, different cell types are added to different 
wells and the behavior of the different cell types in response 
to one or more compounds is compared. 
A test compound can be any compound, including a small 

molecule, a large molecule, a molecular complex, an organic 
molecule, an inorganic molecule, a biomolecule Such as but 
not limited to a lipid, a steroid, a carbohydrate, a fatty acid, 
an amino acid, a peptide, a protein, a nucleic acid, or any 
combination of these. A test compound can be a synthetic 
compound, a naturally occurring compound, a derivative of 
a naturally-occurring compound, etc. 

In preferred methods of the present invention, cells are 
added to at least two wells of the cell-substrate impedance 
monitoring device that comprise an electrode array, and at 
least one well that comprises an electrode array and com 
prises cells does not receive a test compound. A control well 
that does not receive a test compound can be monitored, and 
its impedance data can be compared with that of wells that 
do receive compound to determine the effect of the one or 
more test compounds on cells. 

Impedance can be monitored at regular or irregular time 
intervals. Preferably, impedance is monitored at three or 
more time points, at least one of which is prior to the 
addition of one or more test compounds. In one embodiment 
of the above cell-based assay, the cell-substrate impedance 
is monitored at at least one time point prior to addition of the 
test compound, and at regular time intervals thereafter. For 
example, impedance can be measured at one or more inter 
vals before adding the compound and at a regular 2 hour, 1 
hour, 30 min or 15 min time intervals after adding the 
compound. Preferably, impedance is measured at three or 
more time points spaced at regular intervals. In the present 
application, a real-time assay means allows one to perform 
the measurement on cell-substrate impedance with various 
time resolutions, for example, measurement taking place at 
a longer time interval Such as every hour or every two hours, 
or at a shorter time interval every minute or a few minutes. 

Impedance can be monitored at one frequency or at more 
than one frequency. For example, in some preferred embodi 
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ments, impedance is monitored over a range of frequencies 
for each time point at which impedance is monitored. 
Preferably, impedance is monitored at at least one frequency 
between about 1 Hz and about 100 MHz, more preferably at 
at least one frequency between about 100 Hz, and about 2 
MHZ. 

Preferably, data from impedance monitoring of a well that 
comprises cells and a test compound is compared with data 
from impedance monitoring of a well that comprises cells in 
the absence of a test compound, however, this is not a 
requirement of the present invention. For example, it is also 
possible to compare impedance measurements from one or 
more time points prior to the addition of compound to 
compare impedance measurements from one or more time 
points after the addition of compound. Such comparisons 
can be used directly to assess the cells response to a 
compound. It is also possible to calculate a cell index (or cell 
number index) using the impedance values obtained. Meth 
ods of calculating a cell index (cell number index) are 
disclosed herein as well as in parent application U.S. patent 
application Ser. No. 10/705,447, herein incorporated by 
reference for disclosures relating to cell number index and 
its calculation. The cell index calculated from impedance 
measurements of wells receiving compound can be com 
pared with the cell index calculated from impedance mea 
Surements of control wells to assess the effect of a compound 
on cells. Alternatively, cell index calculated from impedance 
measurements of wells from one or more time points after 
the addition of a compound can be compared with the cell 
index calculated from impedance measurements of wells 
from one or more time points prior to the addition of a 
compound to assess the effect of a compound on cells. In 
some preferred embodiments, the cell index can be used as 
an indicator of cytotoxicity. 
The present invention includes assays in which different 

concentrations of a compound are added to wells of a device. 
The method includes: a) providing a cell-substrate imped 
ance monitoring system of the present invention; b) intro 
ducing cells into at least two wells of the device that each 
comprise an electrode array; c) adding to at least one well of 
the device comprising cells and an electrode array a first 
concentration of a test compound; d) adding to at least one 
other well of the device comprising cells and an electrode 
array a second concentration of a test compound; and e) 
monitoring cell-substrate impedance of the two or more 
wells before and after adding the compound, in which 
changes in impedance can provide information about cell 
responses to the compound. 

Information about cell responses to the compound 
includes, but is not limited to, information about cell attach 
ment or adhesion status (e.g. the degree of cell spread, the 
attachment area of a cell, the degree of tightness of cell 
attachment, cell morphology) on the Substrate including on 
the electrodes, cell growth or proliferation status; number of 
viable cells and/or dead cells in the well; cytoskeleton 
change and re-organization and number of cells going 
through apoptosis and/or necrosis. Information about cell 
status may also include any compound-cell interaction lead 
ing to any change to one or more of above cell status 
indicators. For example, if the compound binds to a receptor 
on the cell Surface and Such binding leads to a change in cell 
morphology, then the binding of compound to the receptor 
can be assayed by the monitored cell-substrate impedance. 
The cell-based assays that be performed with above methods 
include, but not limited to, cell adhesion, cell apoptosis, cell 
differentiation, cell proliferation, cell survival, cytotoxicity, 
cell morphology detection, cell quantification, cell quality 
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control, time-dependent cytotoxicity profiling, IgE-medi 
ated cell activation or stimulation, receptor-ligand binding, 
viral and bacterial toxin mediated cell pathologic changes 
and cell death, detection and quantification of neutralizing 
antibodies, specific T-cell mediated cytotoxic effect, cell 
based assay for screening and measuring ligand-receptor 
binding. 
The cells and test compound used in the assay can be as 

described above for assays testing effects of test compounds. 
In preferred methods of the present invention, cells are 
introduced into at least three wells of the device that each 
comprise an electrode array, and at least one well that 
comprises an electrode array and comprises cells does not 
receive test compound. A control well that does not receive 
a test compound can be monitored, and its impedance data 
can be compared with that of wells that do receive com 
pound to determine the effect of the one or more test 
compounds on cells. 

Impedance monitoring can be as described immediately 
above for assays testing effects of test compounds. 

Preferably, data from impedance monitoring of wells that 
comprise cells and different concentrations of test com 
pounds are compared. Such comparisons can be used 
directly to assess the cells response to increasing concen 
trations of a compound. It is also possible to calculate a cell 
index (or cell number index) using the impedance values 
obtained. Methods of calculating a cell index (cell number 
index) are disclosed herein as well as in parent application 
U.S. application Ser. No. 10/705,447, herein incorporated by 
reference for disclosure of cell index number and method of 
calculating cell index number. In some preferred embodi 
ments, the cell index can be used as an indicator of cyto 
toxicity. 
The cell index calculated from impedance measurements 

of wells receiving different concentrations of compound can 
be compared to assess the effect of a compound on cells. 
Alternatively, cell index calculated from impedance mea 
Surements of wells comprising different concentrations of a 
compound can be compared. Dose response relationships 
can be derived from Such comparisons. In some preferred 
embodiments, time dependent IC50 values may be calcu 
lated from cell index values for compounds that exhibit 
cytotoxicity or inhibit particular cell responses. 

In one embodiment of the method, analyzing the cyto 
toxicity response may include derivation of the slope of 
change in the time dependent cytotoxicity response at a 
given compound concentration. In yet another embodiment 
of the method, analyzing real-time cytotoxicity response 
may include derivation of high-order derivatives of the time 
dependent cytotoxicity response with respect to time at a 
given compound concentration. 

Cell-based Assays with More Than One Compound 
In yet another aspect, the present invention provides a 

method for performing a cell-based assay investigating the 
effect of two or more test compounds on cells. The method 
includes: a) providing a cell-substrate impedance monitor 
ing system of the present invention; b) introducing cells into 
at least two wells of the device that each comprise an 
electrode array; c) adding to at least one well of the device 
comprising cells and an electrode array a first test com 
pound; d) adding to at least one other well of the device 
comprising cells and an electrode array a second test com 
pound; and e) monitoring cell-substrate impedance of at 
least one well comprising cells and a first compound and at 
least one well comprising cells and a second compound, in 
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which changes in impedance can provide information about 
cell responses to the first and second compounds. 

Preferably, time-dependent responses of cells to the first 
compound and the second compound are compared to see 
how similar or different the responses from the two com 
pounds are. In one preferred embodiment of this method, 
time-dependent cytotoxic responses are compared. 

The cells and test compound used in the assay can be as 
described above for assays testing effects of test compounds. 
In preferred methods of the present invention, cells are 
introduced into at least three wells of the device that each 
comprise an electrode array, and at least one well that 
comprises an electrode array and comprises cells does not 
receive a test compound. A control well that does not receive 
a test compound can be monitored, and its impedance data 
can be compared with that of wells that receive a compound 
to determine the effect of the test compounds on cells. 

Impedance monitoring can be as described immediately 
above for assays testing effects of test compounds. 

Preferably, data from impedance monitoring of wells that 
comprise different test compounds are compared. In one 
preferred embodiment impedance monitoring is performed 
for the first compound at multiple dose concentrations. In 
another embodiment, time-dependent cellular responses are 
determined for the second compound at multiple dose con 
centrations. In yet another embodiment, time-dependent 
cellular responses are determined for both first compound 
and second compound at multiple dose concentrations. 

In another embodiment of above method, the first com 
pound is a compound with a known mechanism for its 
cytotoxic effect and the second compound is a compound 
with an unknown mechanism for its cytotoxic effect. If the 
time dependent cytotoxic responses from the second com 
pound are similar to that of the first one, the second 
compound may follow a similar mechanism for its cytotoxic 
effect to the first compound. 

Various approaches may be used in comparing the cyto 
toxic responses of the compounds. A cell index (or cell 
number index) can optionally be calculated using the imped 
ance values obtained. In one embodiment of the method 
described above, time dependent IC50 may be derived for 
the compounds and comparison between their cytotoxic 
responses is done by comparing their time dependent IC50 
curves based on cell index values. If the IC50 curves follow 
a similar time-dependent trend, the two compounds may 
follow a similar mechanism for inducing cytotoxicty effects. 
In another embodiment of the method described, direct 
comparison of time-dependent cytotoxic responses of two 
compounds are done where the concentrations for the two 
compounds may be the same or may be different. Direct 
comparison between time-dependent cytotoxic responses 
may be done by analyzing the slope of change in the 
measured responses (that is equivalent to the first order 
derivative of the response with respect to time) and com 
paring the time-dependent slopes for the two compounds. In 
another approach, the time-dependent cytotoxic responses 
may be analyzed for their higher order derivatives with 
respect to time. Comparing Such high order derivatives may 
provide additional information as for the mechanisms of 
compound-induced cytotoxicity. 

Cell-based Assays with More Than One Cell Type 
In yet another aspect, the present invention provides a 

method for cytotoxicity profiling for a compound on mul 
tiple cell types, comprising: a) providing a cell-substrate 
impedance monitoring system of the present invention; b) 
introducing a first type of cells into at least one well of the 
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device that comprises an electrode array; c) introducing a 
second type of cells into at least one other well of the device 
that comprises an electrode array; d) adding a test compound 
to at least one well comprising cells of a first type and to at 
least one well comprising cells of a second type; and e) 
monitoring cell-substrate impedance of at least one well 
comprising cells of a first type and test compound and of at 
least one well comprising cells of a second type and test 
compound, in which changes in impedance can provide 
information about cell responses to the first and second 
compounds. 

Preferably, time-dependent responses of the first and 
second types of cells are compared to see how similar or 
different the responses from the two types of cells are. In one 
preferred embodiment of this method, time-dependent cyto 
toxic responses are compared. 
The cell types used in the assay can be primary cells 

isolated from any species or can be cells of cell lines. In 
some preferred embodiments, the different cell types are the 
same type of cell from different individuals, and thus have 
different genotypes. One or more of the cell types can be 
genetically engineered (For example, cells from a geneti 
cally modified organism, such as for example from a 'gene 
knockout' organism, or cells that have been engineered to 
overexpress an endogenous gene or a transgene, or cells 
whose normal gene expression has been manipulated by use 
of antisense molecules or silencing RNA.) In these cases, 
genetically modified cells can be compared with control 
cells. In some embodiments, three or more different cell 
types are added to different wells and the behavior of the 
three or more different cell types in response to one or more 
compounds is compared. 
The test compound or compounds used in the assay can be 

as described above for assays testing effects of test com 
pounds. In preferred methods of the present invention, cells 
are introduced into at least three wells of the device that each 
comprise an electrode array, and at least one well that 
comprises an electrode array and comprises cells does not 
receive a test compound. A control well that does not receive 
a test compound can be monitored, and its impedance data 
can be compared with that of wells that receive a compound 
to determine the effect of the test compounds on cells. In 
preferred embodiments of the present invention, for each 
cell type tested there is a control performed in which the 
control does not receive test compound. 

Impedance monitoring can be as described immediately 
above for assays testing effects of test compounds. 

Preferably, data from impedance monitoring of wells that 
comprise different cell types are compared. In one preferred 
embodiment impedance monitoring is performed for differ 
ent cell types exposed to multiple dose concentrations of a 
compound. In some embodiments, multiple compounds can 
be tested with multiple cell types. In some embodiments, 
multiple compounds at multiple concentrations can be tested 
with multiple cell types. 

In one embodiment of the method, analyzing real-time 
cytotoxicity response may include the derivation of time 
dependent IC50 values for the compound on the multiple 
cell types. In another embodiment of the method, analyzing 
real-time cytotoxicity response may include derivation of 
the slope of change in the time dependent cytotoxicity 
response at a given compound concentration. In yet another 
embodiment of the method, analyzing real-time cytotoxicity 
response may include derivation of high-order derivatives of 
the time dependent cytotoxicity response with respect to 
time at a given compound concentration. 
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In one embodiment of the method, analyzing real-time 
cytotoxicity responses may include the derivation of time 
dependent IC50 values for the compound on the multiple 
cell types. In yet another embodiment, the above methods 
are applied to perform cytotoxicity profiling of multiple 
compounds on multiple cell types. 

In another embodiment of the method, analyzing real 
time cytotoxicity response may include derivation of the 
slope of change in the time dependent cytotoxicity response 
at a given compound concentration. In yet another embodi 
ment of the method, analyzing real-time cytotoxicity 
response may include derivation of high-order derivatives of 
the time dependent cytotoxicity response with respect to 
time at a given compound concentration. 
Some examples of compound assays that can be per 

formed using a cell-substrate impedance system of the 
present invention are provided by way of illustration with 
reference to the figures. In these examples, cell index is 
calculated using the same method as the Cell Index calcu 
lation method (A) as described in Section C of the present 
application. In some of the figures of the present application, 
Normalized Cell Index was plotted. The Normalized Cell 
Index at a given time point is calculated by dividing the Cell 
Index at the time point by the Cell Index at a reference time 
point. Thus, the Normalized Cell Index is 1 at the reference 
time point. 
As described in the present application, if the cell attach 

ment conditions remain unchanged or exhibit little change 
over the course of an assay that uses impedance monitoring, 
then the larger the cell index, the larger the number of the 
cells in the wells. A decrease in cell index Suggests that some 
cells are detaching from the substrate surface or dying under 
the influence of the compound. An increase in cell index 
Suggests that more cells are attaching to the Substrate 
Surfaces, indicating an increase in overall cell number. 

FIG. 10 shows curves that represent the time-dependent 
cell index for H460 cells treated with different concentra 
tions of the anticancer drug paclitaxel. In this experiment, 
H460 cells were introduced into wells of a 16x cell-substrate 
impedance monitoring device. The device was positioned on 
a device station that was located in an incubator maintaining 
conditions of 37 degrees C. and 5% CO. The cells were 
cultured and treated at their exponential growth phase with 
different concentrations of paclitaxel. The dynamic response 
of the cells to different doses of paclitaxel was monitored by 
monitoring cell-substrate impedance in real time every 15 
minutes for 50 hours after treatment using a cell-substrate 
impedance monitoring system. The cell-substrate impedance 
monitoring system calculated the cell index at each time 
point monitored and plotted the cell index as a function of 
time. For paclitaxel concentrations between 67 nanomolar 
and 500 nanomolar, H460 cells exhibited a gradual decrease 
in cell index after compound addition. However, the cell 
index reached a minimum at a time dependent on the 
compound concentration, between about 15 hours and 20 
hours after compound addition. After that point, there was a 
gradual increase in cell index in these wells. The cell index 
for compound concentration of 33 nanomolar exhibited a 
near-constant value for up to about 15 hours after compound 
addition. After 15 hours following compound addition, the 
cell indeX exhibited a gradual increase. 

FIG. 11 shows curves that represent the time-dependent 
cell index for H460 cells treated with anticancer drug AC 
101103. H460 cells were introduced into wells of a 16x 
cell-substrate impedance monitoring device. The device was 
positioned on a device station that was located in an incu 
bator maintaining conditions of 37 degrees C. and 5% CO. 
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The cells were cultured and treated at their exponential 
growth phase with different concentrations of AC101103. 
The dynamic response of the cells to different doses of 
AC101103 was monitored by measuring impedance in real 
time every 30 minutes for about 20 hours after treatment on 
the cell-substrate monitoring system. 

Notably, the time-dependent cell index in FIG. 11 is 
significantly different from those shown in FIG. 10. For 
compound concentrations at 3.125 microgram/ml, 6.25 
microgram/ml and 12.5 microgram/ml, the cell indeX exhib 
ited a near-constant value for about 5 hrs, about 15 hrs and 
>20 hrs respectively. For compound concentrations at 3.125 
microgram/ml and 6.25 microgram/ml, the cell index started 
to increase after about 5 hrs and about 15 hrs following 
compound addition. For the compound concentration of 25 
microgram/ml, there was a gradual, yet slow decrease in the 
cell index after compound addition. For the compound 
concentration of 50 microgram/ml, there was an about 10hr 
time period over which the cell index remained near-con 
stant, and after that, the cell index decreased steadily. 

FIG. 12 shows dynamic drug response curves of A549 
cells treated with doxorubicin. 10,000 A549 cells were 
seeded into each well of a 16x device. The device was 
positioned on a device station that was located in an incu 
bator maintaining conditions of 37 degrees C. and 5% CO. 
Cell attachment and cell growth were monitored on a 
cell-substrate impedance system in real time before treat 
ment by monitoring impedance at regular intervals. When 
the cells were in exponential growth phase, doxorubicin at 
different concentrations was added to the wells. The same 
volume of the solvent used to dissolve the drug was added 
to some wells as a control. The time, and drug dose 
dependent cell response (calculated as cell index) to doXo 
rubicin was recorded in real time on the cell-substrate 
impedance monitoring system as shown in this figure. 
E. Cell-Substrate Impedance Assays to Monitor IgE-Medi 
ated Cell Activation 
The present invention also includes methods of monitor 

ing cell-substrate impedance of cells stimulated by IgE. The 
method is based on quantifying in real time the cytoskeletal 
changes that result from antigen binding to the IgE-Fc 
(epsilon)RI complex on the Surface of responsive cells, such 
as, but not limited to, mast cells. The electronic assays 
provided rely on cytoskeletal dynamics that are an intrinsic 
mast cell response to antigen and an essential part of the 
mast cell activation program, and precludes the need for 
establishing reporter cell lines or using other assay reagents. 
Furthermore, since the assay is performed in real time, both 
antigen-dependent and antigen-independent response to 
IgE-mediated activation of mast cells can be monitored in 
the same assay. 
The assays described herein that monitor cell-substrate 

impedance of cells stimulated by IgE can use any cell 
Substrate impedance measuring device, including but not 
limited to those described in parent U.S. patent application 
Ser. No. 10/705,447 and herein. A cell-substrate impedance 
device useful in the methods of the present invention refers 
to any device that has a surface suitable for cells and has 
electrodes that cells can settle on and interact with. The 
measurement on the electrode impedance can reflect the cell 
status such as cell number, cell morphology, or cell adhe 
Sion. In preferred embodiments, a cell-substrate impedance 
device useful in the methods of the present invention com 
prises a Substrate that comprises one or more electrode 
arrays on its Surface, in which each of the one or more 
electrode arrays comprises two electrodes or electrode struc 
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tures, where the two electrodes or electrode structures have 
Substantially the same Surface area. In operation, a cell 
substrate impedance device used in the methods of the 
present invention can detect impedance changes at one or 
more frequencies due to changes in cell number, cell size, 
cell morphology, cell attachment to the Substrate, and the 
quality of cell attachment to the Substrate. 

Preferably a cell-substrate impedance device used in the 
methods of the present invention comprises at least one fluid 
container that Surrounds an electrode array of the device and 
provides a fluid-impermeable container for cells being moni 
tored. In preferred embodiments, a device comprises at least 
two arrays and at least two receptacles in the form of wells, 
where each array of the device is encompasses by a well. 
More preferably, a device used in the screening methods 
described in the present application comprises at least 8 
wells (for example, devices comprising 16 or 96 wells), of 
which the majority comprise electrode arrays, so that assays 
can be performed in a high-throughput fashion. Cells can 
optionally be assayed in multiple multi-well devices simul 
taneously (for example, connected to the same impedance 
analyzer, engaged with a device station that can engage more 
than one multi-well device, or connected to separate imped 
ance analyzers) to increase high-throughput capacity. 

Systems for monitoring cell-substrate impedance that 
comprise one or more multiwell devices, an impedance 
analyzer, and a device station are described herein and are 
preferred but not required for use in the methods of the 
present invention. 
The cells used in the IgE stimulation assays can be any 

cells, isolated from one or more organisms or from cell lines. 
Cells can be isolated from blood or other tissues of one or 
more organisms. Preferably the cells are mammalian cells. 
Preferably the cells are mast cells, basophils, or eosinophils, 
but that is not a requirement of the present invention. The 
cells can be genetically engineered cells of any type that 
express components of the IgE response pathway. Cells can 
be engineered to inappropriately express or overexpress 
components of the IgE response pathway. Cells can also be 
engineered to express dominant negative or other altered 
versions of components of the IgE response pathway, or to 
ablate expression of components of the IgE response path 
way (for example, by use of homologous recombination 
knockouts, antisense or silencing RNA technologies). As 
used herein, "components of the IgE response pathway also 
includes molecules Suspected of being components of the 
IgE response pathway. 

In some embodiments of some aspects of the present 
invention, RBL-2H3 rat mast cells can be used investigate 
the IgE-mediated signaling mechanism and also to assess the 
effect of various inhibitors on the signaling pathways lead 
ing to mast cell degranulation and mediator release. RBL 
2H3 cells offer the advantage of being maintained and 
expanded in culture and a large body of literature which has 
utilized this cell line as a model system for IgE-mediated 
mast cell activation. However, the methods and systems of 
the present invention can readily be adapted to other cells 
that may be of academic and pharmaceutical interest. The 
cells include but are not limited to mouse bone marrow mast 
cells, human lung mast cells, human skin mast cells, and 
mast cells and basophils from other mammalian species. 
The following Subsections disclose assays that use imped 

ance monitoring devices that can measure both IgE binding 
and antigen-mediated IgE-Fc(epsilon)RI cross-linking lead 
ing to mast cell morphological changes and degranulation. 

5 

10 

15 

25 

30 

35 

40 

45 

50 

55 

60 

65 

50 
The assays can be performed in high-throughput format, in 
real time and without the need for any other reagents or 
cellular manipulation. 
E.1. Methods for Monitoring Changes in Cell-substrate 
Impedance in Response to IgE Stimulation 

IgE-mediated cell stimulation has been shown to lead to 
dramatic morphological changes in cells Such as mast cells. 
For example, RBL-2H3 mast cells are transformed from 
spindle shape morphology to flattened and fibroblastic cell 
morphology. Cell-substrate impedance monitoring devices 
of the present invention can be used to detect cell shape 
changes and changes in cell-substratum interaction that 
result from IgE-mediated stimulation of responsive cells. 
The method comprises: a) providing a device for cell 

Substrate impedance monitoring that comprising at least one 
well that comprises at least one electrode array; b) connect 
ing an impedance analyzer to the device; c) introducing cells 
into one or more wells of the device that comprise an 
electrode array; d) adding IgE to the one or more wells 
comprising cells; e) adding at least one antigen, at least one 
allergen, or at least one IgE crosslinker to the one or more 
wells comprising cells; and e) monitoring cell-substrate 
impedance of the one or more wells comprising cells. 

In the methods of the present invention, a device for 
cell-substrate impedance monitoring is a device that com 
prises a Substrate having one or more electrode arrays on its 
Surface each of which is encompassed by a fluid container in 
the form of a well. Each of the one or more electrode arrays 
comprises two electrodes or electrode structures, where the 
two electrodes or electrode structures have substantially the 
same Surface area, in which the device, when connected to 
an impedance analyzer, can detect impedance changes at one 
or more frequencies due to changes in cell number, cell size, 
cell morphology, cell attachment to the Substrate, or the 
quality of cell attachment to the Substrate. 
The cells can be any cells whose response or possible 

response to IgE stimulation is of interest. Preferred cells are 
mast cells, eosinophils, basophils, or genetically engineered 
cells. In some preferred embodiments, the cells are of 
mammalian origin. 
IgE can be added before, after, or simultaneous with the 

addition of the antigen, allergen, or IgE crosslinker. IgE can 
be added to wells at a concentration of from about 10 
nanograms per milliliter to about 1 microgram per milliliter. 
Preferably, one well of the device that comprises an elec 
trode array and cells does not receive IgE to provide at least 
one control well, but this is not a requirement of the present 
invention. 

Antigens, allergens, or crosslinkers can be known or 
Suspected antigens, allergens, or crosslinkers. The concen 
tration added to the wells can be from about 1 nanogram per 
milliliter to about 1 microgram per milliliter. Different wells 
may receive different concentrations of an antigen, allergen, 
or crosslinker. Or, for replica purposes, multiple wells may 
receive same concentrations of an antigen, allergen or 
crosslinker. Preferably, one well of the device that comprises 
an electrode array and cells does not receive antigen, aller 
gen, or crosslinker to provide at least one control well, but 
this is not a requirement of the present invention. 
The method can be used to assess and quantify the 

morphological changes that occur in mast cells as a result of 
IgE stimulation and IgE cross-linking with an antigen by 
using cell-substrate impedance technology. Impedance is 
preferably monitored during two or more phases of the 
experiment. For example, in one embodiment, impedance is 
monitored before and after the addition of IgE to the wells. 
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In another embodiment, impedance is monitored before and 
after the addition of antigen, allergen, or crosslinker to the 
wells. In yet another embodiment, impedance can be moni 
tored before and after the addition of IgE plus antigen, 
allergen, or crosslinker to the wells. Impedance can be also 
be monitored after the addition of IgE to the wells and before 
the addition of antigen, allergen, or crosslinker to the wells, 
as well as after the addition of antigen, allergen, or 
crosslinker to the wells. In some preferred embodiments, 
impedance is monitored before addition of IgE to the wells, 
after the addition of IgE to the wells and before the addition 
of antigen, allergen, or crosslinker to the wells, and after the 
addition of antigen, allergen, or crosslinker to the wells. 

Impedance can be monitored at two or more time points. 
Preferably, impedance is monitored at at least three time 
points. Preferably, impedance is monitored at at least three 
time points at two or more phases of the assay. Impedance 
at each time point can be monitored at one or at more than 
one frequency. Data obtained from impedance monitoring 
can be used to assess morphological changes to cells that 
result from IgE stimulation. For example, impedance before 
and after addition of IgE, and/or before and after addition of 
antigen, allergen, or crosslinker can be compared for each 
well. Impedance data can be compared for wells that receive 
IgE and control wells that do not receive IgE. Impedance 
data can be compared for wells that receive antigen, aller 
gen, or crosslinker and control wells that do not receive 
antigen, allergen, or crosslinker. Impedance data can be used 
to calculate a cell index, which can be used for comparisons. 
One exemplary protocol is as follows: 
(1) Add a predetermined number of mast cells to the wells 
of either a 16-well or 96 well cell-substrate impedance 
measurement device that is attached to an impedance 
analyzer. 

(2) Allow the cells to attach and grow for 16–20 hours 
while recording the IgE anywhere from 10 nanogram/ 
mL to 1 microg/mL final concentration and continue 
recording the cellular response using a cell-substrate 
impedance monitoring system as described herein. 

(3) At 16–20 hours after IgE stimulation, change media to 
serum free media. Allow the cells to recover for 30 
minutes and then stimulate with antigen. Continue 
monitoring the cellular response to antigen on the 
impedance monitoring system. 

E.2. Methods of Screening for Compounds that can Modu 
late a Cellular Response to IgE Stimulation 
The present invention also includes methods of assessing 

the effect of one or more compounds on one or more cellular 
responses to IgE-mediated Stimulation. The methods com 
prise: a) providing a device for cell-substrate impedance 
monitoring that comprising at least one well that comprises 
an electrode array; b) connecting an impedance analyzer to 
the device; c) introducing cells into one or more wells of the 
device that comprise an electrode array; d) adding at least 
one test compound to one or more of the one or more wells 
that comprise cells; e) adding IgE to the one or more wells 
comprising cells and at least one test compound; e) adding 
at least one antigen, at least one allergen, or at least one IgE 
crosslinker to the one or more wells comprising cells and at 
least one test compound; and e) monitoring cell-substrate 
impedance of the one or more wells comprising cells and at 
least one test compound. 

In the methods of the present invention, a device for 
cell-substrate impedance monitoring is a device that com 
prises a Substrate having one or more electrode arrays on its 
Surface, each of which is encompassed by a fluid container 
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in the form of a well. Each of the one or more electrode 
arrays comprises two electrodes or electrode structures, 
where the two electrodes or electrode structures have sub 
stantially the same Surface area. The device, when connected 
to an impedance analyzer, can detect impedance changes at 
one or more frequencies due to changes in cell number, cell 
size, cell morphology, cell attachment to the Substrate, or the 
quality of cell attachment to the Substrate. 

Preferably, a device used in the methods of the present 
invention is part of a cell-substrate impedance monitoring 
system as described herein. 
The cells can be any cells that have a detectable response 

to IgE stimulation. Preferred cells are mast cells, eosino 
phils, basophils, or genetically engineered cells. In preferred 
embodiments, the cells are of mammalian origin. 
IgE can be added before, after, or simultaneous with the 

addition of the antigen, allergen, or IgE crosslinker. IgE can 
be added to wells at a concentration of from about 10 
nanograms per milliliter to about 1 microgram per milliliter. 
Optionally, one well of the device that comprises an elec 
trode array and cells does not receive IgE to provide a 
control well. 

Antigens can be known or Suspected antigens, allergens, 
or crosslinkers. The concentration added to the wells can be 
from about 1 nanogram per milliliter to about 1 microgram 
per milliliter. Different wells may receive different concen 
trations of an antigen, allergen, or crosslinker. Or, for replica 
purposes, multiple wells may receive same concentrations of 
an antigen, allergen or crosslinker. Optionally, one well of 
the device that comprises an electrode array and cells does 
not receive antigen, allergen, or crosslinker to provide a 
control well. 
A test compound can be any compound, including a small 

molecule, a large molecule, a molecular complex, an organic 
molecule, an inorganic molecule, a biomolecule Such as but 
not limited to a lipid, a steroid, a carbohydrate, a fatty acid, 
an amino acid, a peptide, a protein, a nucleic acid, or any 
combination of theses. A test compound can be a synthetic 
compound, a naturally occurring compound, a derivative of 
a naturally-occurring compound, etc. The structure of a test 
compound can be known or unknown. One or many com 
pounds can be assayed in a single experiment. Compounds 
can be tested in combination. Different concentrations of a 
given compound can be assayed using the methods of the 
present invention. 
The advent of combinatorial chemistry has allowed for 

the generation of large and diverse compound libraries that 
can be used to screen for potential inhibitors of IgE-medi 
ated mast cell activation. Assays can be performed in 
cell-substrate impedance monitoring systems of the present 
invention to screen compound libraries for potential inhibi 
tors in high-throughput manner. 

Test compounds can be compounds that interfere with 
IgE-mediated signaling through the Fc(epsilon)RI receptor 
expressed on the surface of mast cells and basophils. For 
example, a test compound can be an antibody raised against 
the IgE. or a recombinant protein comprising all or a portion 
of the antigen binding domain of Fc(epsilon)RI that can be 
tested for its ability to specifically bind to the IgE and 
prevent it from interacting with the endogenous Fc(epsilon) 
RI. Test compounds can also be candidates for Small mol 
ecule inhibitor compounds that can bind to the IgE-binding 
pocket of Fc(epsilon)RI and block its interaction with the 
IgE molecule. Test compounds can also be siRNAs that can 
be tested for their ability to down-regulate the expression of 
Fc(epsilon)RI on the surface of mast cells. 
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Test compounds can also be screened to identify com 
pounds that can act intracellularly to inhibit cellular 
response to IgE stimulation. For example, test compounds 
can be screened to identify inhibitors of kinases or lipases 
that have a role in cell signaling in response to IgE stimu 
lation. For example, the methods of the present invention 
can be used to screen for compounds that can inhibit protein 
kinase C, SRC, Syk, or PLC(gamma). 
A test compound is preferably added to wells prior to the 

addition of IgE, but can also be added after the addition of 
IgE and before the addition of antigen, or after the addition 
of IgE and antigen. In embodiments where IgE and antigen 
are added at the same time, a test compound can be added 
after but is preferably added after the addition of IgE and 
antigen. 
The method can be used to assess and quantify the effects 

of a compound on the response of cells, such as but not 
limited to mast cells, as a result of IgE by using cell 
Substrate impedance technology. Impedance is preferably 
monitored during two or more phases of the experiment. 
Depending on the experimental protocol, impedance is 
preferably monitored after adding IgE to the one or wells, 
and is preferably monitored before and after adding IgE to 
the one or wells. Impedance is preferably monitored after the 
addition of test compound, before and after the addition of 
IgE. Impedance can also be monitored after the addition of 
test compound and IgE, before and after addition antigen. In 
Some preferred embodiments, impedance is monitored after 
the addition of test compound and before addition of IgE to 
the wells, and after the addition of IgE to the wells and 
before the addition of antigen, allergen, or crosslinker to the 
wells, and after the addition of antigen, allergen, or 
crosslinker to the wells. 

Impedance is preferably monitored at two or more time 
points. Preferably, impedance is monitored at at least three 
time points. Preferably, impedance is monitored at at least 
three time points at two or more phases of the assay. 
Impedance at each time point can be monitored at one or at 
more than one frequency. Data obtained from impedance 
monitoring can be used to assess the effects of a test 
compound on the morphological changes to cells that result 
from IgE stimulation. For example, impedance before and 
after addition of test compound, and/or before and after 
addition of IgE, and/or before and after addition of antigen, 
allergen, or crosslinker can be compared for each well. 
Impedance data can be compared for wells that receive test 
compound and control wells that do not receive test com 
pound Impedance data can be used to calculate a cell index, 
which can be used for comparisons. Such comparisons can 
be used to identify compounds that inhibit the response of 
cells such as mast cells to IgE stimulation. For example, 
IC50s can be calculated from recorded impedance values for 
one or more test compounds that inhibit a cellular response 
to IgE stimulation 
One exemplary protocol for compound screening is as 

follows: 
(1) A predetermined number of mast cells is added to the 

wells of either a 16-well or 96 well cell-substrate 
impedance measurement device that is part of a cell 
impedance monitoring system. 

103. The attachment and growth of the cells is monitored 
using the impedance monitoring system. 

104. The cells are pre-incubated with increasing concen 
trations of one or more potential inhibitors of interest 
(anti-IgE antibody, recombinant fragment of the Fc(ep 
silon)RI antigen binding domain or Small molecular 
compounds) for a defined length of time. 
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105. IgE specific for the cell line used is administered and 

the transient morphological changes of the cells due 
IgE stimulation is electronically monitored by the sys 
tem. The extent of inhibition and IC-50 determination 
is assessed by comparing the peak response of the 
recording of the cells in the presence of increasing 
concentrations of the inhibitor. 

In another example of the methods of the present inven 
tion, mast cells or other cells of interest are dispensed into 
a 96 well device either by liquid handling station or by 
multi-channel pipette. Cell attachment and growth is moni 
tored as above. To assess the effect of the inhibitors on 
IgE-alone mediated signaling, inhibitors at a single concen 
tration or multiple concentrations are pre-incubated with the 
cells prior to IgE application. The cellular response to IgE in 
the presence of the drug is then monitored as described 
above. Alternatively, if the effect of the drugs are to be 
assessed in response to the antigen cross-linking of the 
IgE-Fc(epsilon)RI complex, the inhibitors are preincubated 
with the cells just prior to the addition of the antigen as 
described above. 

E.3 Methods for Target Validation of Enzymes and Proteins 
Involved in the Signaling Pathway Initiated by Engagement 
of the High-affinity Fc(epsilon)RI Receptor in the Presence 
or Absence of IgE Cross-linking by Antigen Using the 
Cell-substrate Impedance Technology 
The intracellular signaling pathway that is stimulated by 

engagement of the Fc(epsilon)RI by IgE involves the acti 
Vation of key enzymes such as but not limited to kinases, 
phosphatases and phospholipases. These downstream 
mediators of the cellular response to IgE are potential targets 
for pharmaceutical drug discovery. However, prior to 
screening for potential inhibitors of these target proteins and 
enzymes, they must be validated to ascertain that they can 
interfere with IgE-mediated signaling. This can be achieved 
by introducing into responsive cells by transfection, elec 
troporation or viral infection the DNA encoding for the 
dominant negative versions of Suspected target proteins or 
one or more siRNAs that target and reduce the expression of 
these proteins. Alternatively, antisense reagents can be used 
to reduce or ablate expression of a suspected target. 
The method includes: a) providing a device for cell 

Substrate impedance monitoring that comprising at least one 
well that comprises an electrode array; b) connecting an 
impedance analyzer to the device; c) introducing cells into 
one or more wells of the device that comprise an electrode 
array, wherein said cells are genetically modified to alter the 
function of, or reduce or ablate the expression of a Sus 
pected target molecule; d) adding IgE to the one or more 
wells comprising cells; e) adding at least one antigen, at least 
one allergen, or at least one IgE crosslinker to the one or 
more wells comprising cells; and e) monitoring cell-Sub 
strate impedance of the one or more wells comprising cells. 

In the methods of the present invention, a device for 
cell-substrate impedance monitoring is a device that com 
prises a Substrate having one or more electrode arrays on its 
Surface, each of which is encompassed by a fluid container 
in the form of a well. Each of the one or more electrode 
arrays comprises two electrodes or electrode structures, 
where the two electrodes or electrode structures have sub 
stantially the same Surface area. The device, when connected 
to an impedance analyzer, can detect impedance changes at 
one or more frequencies due to changes in cell number, cell 
size, cell morphology, cell attachment to the Substrate, or the 
quality of cell attachment to the Substrate. 
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Devices for measuring cell-substrate impedance are 
described in parent U.S. patent application Ser. No. 10/705, 
447 and in the present application. Preferably a cell-sub 
strate impedance device used in the methods of the present 
invention comprises at least one fluid container that Sur 
rounds an electrode array of the device and provides a 
fluid-impermeable container for cells being monitored. In 
preferred embodiments, a device comprises at least two 
arrays and at least two receptacles in the form of wells, 
where each array of the device is encompassed by a well. 
More preferably, a device used in the screening methods 
described in the present application comprises at least 8 
wells (for example, devices comprising 16 or 96 wells), of 
which the majority comprise electrode arrays, so that assays 
can be performed in a high-throughput fashion. Cells can 
optionally be assayed in multiple multi-well devices simul 
taneously (for example, connected to the same impedance 
analyzer, engaged with a device station that can engage more 
than one multi-well device, or connected to separate imped 
ance analyzers) to increase high-throughput capacity. 

Systems for monitoring cell-substrate impedance that 
comprise one or more multiwell devices, an impedance 
analyzer, and a device station are described herein and are 
preferred but not required for use in the methods of the 
present invention. 
The genetically modified cells can be any type of cells that 

is responsive to IgE stimulation. Preferably, mast cells are 
used, such as RBL-2H3 rat mast cells. Methods of geneti 
cally modifying cells are well known in the art, and include 
introducing expression constructs that direct the expression 
of altered versions of the supsected target protein (for 
example, dominant negative versions of a protein), intro 
ducing expression constructs that direct the expression of 
antisense RNAs that can reduce or ablate the expression of 
a target protein, and introducing expression constructs that 
direct the expression of silencing RNAs that can reduce of 
ablate the expression of a target protein. Antisense or gene 
silencing reagents can also be added to cultured cells before 
or after adding the cells to a device of the present invention. 

Preferably, control cells that have not been genetically 
modified are also assayed alongside genetically modified 
cells. 
IgE can be added before, after, or simultaneous with the 

addition of the antigen, allergen, or IgE crosslinker. IgE can 
be added to wells at a concentration of from about 10 
nanograms per milliliter to about 1 microgram per milliliter. 
Optionally, one well of the device that comprises an elec 
trode array and cells does not receive IgE to provide a 
control well. 

Antigens used in the assays can be antigens, allergens, or 
crosslinkers. The concentration added to the wells can be 
from about 1 nanogram per milliliter to about 1 microgram 
per milliliter. 
The method can be used to assess and quantify the effects 

of a compound on the response of cells, such as but not 
limited to mast cells, as a result of IgE by using cell 
Substrate impedance technology. Impedance is preferably 
monitored during two or more phases of the experiment. 
Depending on the experimental protocol, impedance is 
preferably monitored after adding IgE to the one or wells, 
and is preferably monitored before and after adding IgE to 
the one or wells. Impedance is preferably monitored after the 
addition of test compound, before and after the addition of 
IgE. Impedance can also be monitored after the addition of 
test compound and IgE, before and after addition antigen. In 
Some preferred embodiments, impedance is monitored after 
the addition of test compound and before addition of IgE to 
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the wells, and after the addition of IgE to the wells and 
before the addition of antigen, allergen, or crosslinker to the 
wells, and after the addition of antigen, allergen, or 
crosslinker to the wells. 

Impedance is preferably monitored at two or more time 
points. Preferably, impedance is monitored at at least three 
time points. Preferably, impedance is monitored at at least 
three time points at two or more phases of the assay. 
Impedance at each time point can be monitored at one or at 
more than one frequency. For example, impedance values 
before and after addition of IgE, and/or before and after 
addition of antigen can be compared for each well. Imped 
ance data can be compared for wells that comprise geneti 
cally manipulated cells and control wells comprise cells that 
are not genetically manipulated. Impedance data can be used 
to calculate a cell index, which can be used for comparisons. 
Such comparisons can be used to identify genes that affect 
the response of cells to IgE stimulation. 

Data obtained from impedance monitoring can be used to 
assess the effects of a genetic manipulation (Such as expres 
sion knockdown, expression knockout, or dominant nega 
tive expression) on the morphological changes to cells that 
result from IgE stimulation. Identification of a genetic 
manipulation that affects the morphological changes to cells 
that result from IgE stimulation is used to identify a gene, 
and thus a gene product, that has a role in the IgE response. 
One example of an assay of the present invention for 

validating a target is as follows: 
(1) Provide cells having either the DNA for the dominant 

negative version of a protein of interest or for siRNA 
targeting of a protein of interest. 

(2) Transfer cells to wells of a device of an impedance 
monitoring system and monitor the attachment and 
growth of the cells as described above. Alternatively, 
gene interfering reagents can be directly introduced 
into the cells in the wells of the device. 

(3) Cells are stimulated with IgE in the presence or 
absence of antigen and the cellular response is recorded 
by the impedance monitoring system as previously 
discussed. The ability of a genetic construct or reagent 
to interfere with the response of cells to IgE stimulation 
by antigen will allow identification of the molecule the 
construct or reagent acts against as a potential target for 
drug discovery. 

E.4 Method for Screening Genetic Markers that Determine 
or Influence Engagement of High-affinity Fc(epsilon)RI 
Cross-linking and Subsequently Mast Cell Activation 

It is well known that host genetic background determines 
the types and severity of allergic response to similar anti 
gens. The present invention also includes methods of com 
paring the responses of cell of different genotypes to anti 
gen-mediated IgE stimulation. The responses of cells of 
different genotypes to antigen-mediated IgE stimulation can 
be correlated with any of a number of genetic markers that 
the cells of different genotypes display. 
The method includes: a) providing a device for cell 

Substrate impedance monitoring that comprising at least one 
well that comprises an electrode array; b) connecting an 
impedance analyzer to the device; c) introducing cells of a 
first genotype into at least one well of the device; d) 
introducing cells of a second genotype into at least one other 
well of the device; e) adding IgE to at least one well 
comprising cells of a first genotype and at least one well 
comprising cells of a second genotype; e) adding at least one 
antigen to the one or more wells comprising cells of a first 
genotype and to the one or more wells comprising cells of 
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a second genotype; e) monitoring cell-substrate impedance 
of the one or more wells comprising cells of a first genotype 
and of the one or more wells comprising cells of a second 
genotype; and f) comparing the cell-substrate impedance 
values of the one or more wells comprising cells of a first 
genotype with the cell-substrate impedance values of the one 
or more wells comprising cells of a second genotype. 

Preferably, the method further includes: correlating at 
least one genetic marker with the cell Substrate impedance 
values obtained from monitoring cells of said first genotype 
and cells of said second genotype. 

In the methods of the present invention, a device for 
cell-substrate impedance monitoring is a device that com 
prises a Substrate having one or more electrode arrays on its 
Surface, each of which is encompassed by a fluid container 
in the form of a well. Each of the one or more electrode 
arrays comprises two electrodes or electrode structures, 
where the two electrodes or electrode structures have sub 
stantially the same surface area. The device, when connected 
to an impedance analyzer, can detect impedance changes at 
one or more frequencies due to changes in cell number, cell 
size, cell morphology, cell attachment to the Substrate, or the 
quality of cell attachment to the Substrate. 

Devices for measuring cell-substrate impedance are 
described in parent U.S. patent application Ser. No. 10/705, 
447 and in the present application. Preferably a cell-sub 
strate impedance device used in the methods of the present 
invention comprises at least one fluid container that Sur 
rounds an electrode array of the device and provides a 
fluid-impermeable container for cells being monitored. In 
preferred embodiments, a device comprises at least two 
arrays and at least two receptacles in the form of wells, 
where each array of the device is encompassed by a well. 
More preferably, a device used in the screening methods 
described in the present application comprises at least 8 
wells (for example, devices comprising 16 or 96 wells), of 
which the majority comprise electrode arrays, so that assays 
can be performed in a high-throughput fashion. Cells can 
optionally be assayed in multiple multi-well devices simul 
taneously (for example, connected to the same impedance 
analyzer, engaged with a device station that can engage more 
than one multi-well device, or connected to separate imped 
ance analyzers) to increase high-throughput capacity. 

Systems for monitoring cell-substrate impedance that 
comprise one or more multiwell devices, an impedance 
analyzer, and a device station are described herein and are 
preferred but not required for use in the methods of the 
present invention. 
The cells used in the methods of the present invention can 

be any IgE responsive cells, but are preferably mast cells 
isolated from different individuals. In addition to impedance 
monitoring, mast cells isolated from individuals can be 
analyzed for genetic markers. These genetic markers 
include, as nonlimiting examples, SNPs, mutations, alterna 
tive RNA splicing variants, gene expression profiles, and 
protein expression profiles. Methods of analyzing genetic 
markers using cell isolated from individuals is well-known 
in the art. 

In the assay procedure, IgE can be added before, after, or 
simultaneous with the addition of the antigen. IgE can be 
added to wells at a concentration of from about 10 nano 
grams per milliliter to about 1 microgram per milliliter. 
Optionally, one well of the device that comprises an elec 
trode array and cells does not receive IgE to provide a 
control well. 

Antigens used in the assays can be antigens, allergens, or 
crosslinkers. The concentration added to the wells can be 
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from about 1 nanogram per milliliter to about 1 microgram 
per milliliter. Antigens can be chosen for their characteristic 
propensity to be identified as allergens among members of 
a population. 
The method can be used to correlate a genetic marker with 

the antigen-IgE response of cells, such as but not limited to 
mast cells, as a result of by using cell-substrate impedance 
technology. Impedance is preferably monitored during two 
or more phases of the experiment. Depending on the experi 
mental protocol, impedance is preferably monitored after 
adding IgE to the one or wells, and is preferably monitored 
before and after adding IgE to the one or wells. Impedance 
is preferably monitored after the addition of test compound, 
before and after the addition of IgE. Impedance can also be 
monitored after the addition of test compound and IgE, 
before and after addition antigen. In some preferred embodi 
ments, impedance is monitored after the addition of test 
compound and before addition of IgE to the wells, and after 
the addition of IgE to the wells and before the addition of 
antigen, allergen, or crosslinker to the wells, and after the 
addition of antigen, allergen, or crosslinker to the wells. 

Impedance is preferably monitored at two or more time 
points. Preferably, impedance is monitored at at least three 
time points. Preferably, impedance is monitored at at least 
three time points at two or more phases of the assay. 
Impedance at each time point can be monitored at one or at 
more than one frequency. For example, impedance values 
before and after addition of IgE, and/or before and after 
addition of antigen can be compared for each well. Imped 
ance data can be compared for wells that comprise geneti 
cally manipulated cells and control wells comprise cells that 
are not genetically manipulated. Impedance data can be used 
to calculate a cell index, which can be used for comparisons. 
Such comparisons can be used to identify genetic markers 
that affect the response of cells to IgE stimulation. 

Data obtained from impedance monitoring can be used to 
correlate genetic markers assigned to the cells with the 
responses of the cells to IgE stimulation. Identification of a 
genetic marker that correlates with the responsiveness of 
cells to IgE can be used to develop strategies for developing 
therapies that moderate the IgE response. 
An exemplary assay is as follows: 
1) Isolate mast cells from two or more individuals potent 

to allergic reactions 
2) Identify genetic markers of interest in the individuals 
3) Incubate the mast cells (or differentiate stem cells to 

mast cells in the presence of specific differentiation 
factors) 

4) Transfer the cells to impedance monitoring devices and 
monitor the cell growth 

5) Add IgE (human) with or without an allergen 
6) Ouantify mast cell impedance response 
7) Correlate genetic markers with mast cell response 
Genetic analysis can be conducted using standard RFLP 

and SNP analysis, RNA and protein expression profiling, 
and RNA splicing detection methods as they are known in 
the art. Preferably, assays are performed in a high throughput 
manner using cells from a very large number of individuals 
to provide robust correlations of genetic markers and IgE 
responses. 

E.4 Method for Screening Discovering and Validating 
Chemical Structures of Antigen (Allergen) or Half Antigen 
Binding the IgE Receptor Leading to Receptor Cross-linking 
The present invention also provides methods of identify 

ing antigens or half-antigens that can cause an allergic 
response. The method comprises: a) providing a device for 
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cell-substrate impedance monitoring that comprising at least 
one well that comprises at least one electrode array; b) 
connecting an impedance analyzer to the device; c) intro 
ducing cells into one or more wells of the device that 
comprise an electrode array; d) adding IgE to the one or 
more wells comprising cells; e) adding at least one Suspected 
antigen or at least one Suspected allergen or half-allergen to 
the one or more wells comprising cells; and e) monitoring 
cell-substrate impedance of the one or more wells compris 
ing cells. 

In the methods of the present invention, a device for 
cell-substrate impedance monitoring is a device that com 
prises a Substrate having one or more electrode arrays on its 
Surface each of which is encompassed by a fluid container in 
the form of a well. Each of the one or more electrode arrays 
comprises two electrodes or electrode structures, where the 
two electrodes or electrode structures have substantially the 
same Surface area, in which the device, when connected to 
an impedance analyzer, can detect impedance changes at one 
or more frequencies due to changes in cell number, cell size, 
cell morphology, cell attachment to the Substrate, or the 
quality of cell attachment to the Substrate. 
The cells can be any cells whose response or possible 

response to IgE stimulation is of interest. Preferred cells are 
mast cells, eosinophils, basophils, or genetically engineered 
cells. In some preferred embodiments, the cells are of 
mammalian origin. In some preferred embodiments, the 
cells are mast cells isolated from individuals. 

IgE can be added before, after, or simultaneous with the 
addition of the antigen, allergen, or half-allergen. IgE can be 
added to wells at a concentration of from about 10 nano 
grams per milliliter to about 1 microgram per milliliter. 
Preferably, one well of the device that comprises an elec 
trode array and cells does not receive IgE to provide at least 
one control well, but this is not a requirement of the present 
invention. 

Antigens, allergens, or half-allergens can be known or 
Suspected antigens, allergens, or allergens. The concentra 
tion added to the wells can be from about 1 nanogram per 
milliliter to about 1 microgram per milliliter. Different wells 
may receive different concentrations of an antigen, allergen, 
or half-allergens. Or, for replica purposes, multiple wells 
may receive same concentrations of an antigen, allergen or 
crosslinker. Preferably, one well of the device that comprises 
an electrode array and cells does not receive antigen, aller 
gen, or half-allergen to provide at least one control well, but 
this is not a requirement of the present invention. 

The method can be used to assess and quantify the 
morphological changes that occur in mast cells as a result of 
IgE stimulation and IgE cross-linking with an allergen by 
using cell-substrate impedance technology. Impedance is 
preferably monitored during two or more phases of the 
experiment. For example, in one embodiment impedance is 
monitored before and after the addition of antigen, allergen, 
or half-allergen to the wells. In another embodiment, imped 
ance is additionally monitored before and after the addition 
of IgE to the wells. In yet another embodiment, impedance 
can be monitored before and after the addition of IgE plus 
antigen, allergen, or half-allergen to the wells. Impedance 
can be also be monitored after the addition of IgE to the 
wells and before the addition of antigen, allergen, or half 
allergen to the wells, as well as after the addition of antigen, 
allergen, or half-allergen to the wells. In some preferred 
embodiments, impedance is monitored before addition of 
IgE to the wells, after the addition of IgE to the wells and 
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before the addition of antigen, allergen, or half-allergen to 
the wells, and after the addition of antigen, allergen, or 
half-allergen to the wells. 

Impedance can be monitored at two or more time points. 
Preferably, impedance is monitored at at least three time 
points. Preferably, impedance is monitored at at least three 
time points at two or more phases of the assay. Impedance 
at each time point can be monitored at one or at more than 
one frequency. Data obtained from impedance monitoring 
can be used to assess morphological changes to cells that 
result from IgE stimulation. For example, impedance before 
and after addition of IgE, and/or before and after addition of 
antigen, allergen, or half-allergen can be compared for each 
well. Impedance data can be compared for wells that receive 
IgE and control wells that do not receive IgE. Impedance 
data can be compared for wells that receive antigen, aller 
gen, or half-allergen and control wells that do not receive 
antigen, allergen, or crosslinker. Impedance data can be used 
to calculate a cell index, which can be used for comparisons. 
One exemplary protocol is as follows: 
(1) Mast cells are seeded into wells of an impedance 

monitoring device. 
(2) The cells are monitored electronically using an imped 

ance monitoring system for a given amount of time. 
(3) The IgE that is specific for the allergen or the half 

allergen will be added to the cells. 
(4) Cellular response will be monitored by using the 

system 
(5) After a pre-determined increment of time, the antigen 

or half antigen that is specific for the IgE in step (3) will 
be added. 

(6) Cellular response will continue to be monitored using 
the system. 

EXAMPLE 1. 

As an example, we describe here the use of the use of a 
cell-substrate impedance monitoring system of the present 
invention to measure and monitor the morphological 
changes that occur as a result of IgE-mediated Stimulation of 
RBL-2H3 cells (ATCC) in the presence or absence of an 
antigen. The cell-substrate impedance monitoring system 
has a device station that can engage 6 16x devices as 
depicted in FIG. 4. It also has an impedance analyzer, and 
Software that directs impedance measurement-and recording 
and analysis of impedance data. 
RBL-2H3 cells were seeded in the 16x device chamber 

(depicted in FIG. 2) at 20,000 cells/well and the attachment 
and growth of the cells in the 37°C. tissue culture incubator 
were monitored in real-time using the cell-substrate moni 
toring system. After 22 hours mouse monoclonal anti 
dinitrophenyl (DNP) antibody (Clone SPE-7, Sigma) was 
added at final concentration of 1 microgram/mL. As a 
control, a non-specific mouse IgG was added at a final 
concentration of 1 microgram/mL. The device chambers 
were returned to the incubator and recording was resumed. 
At 24 hours post-IgE stimulation the media in the chamber 
was aspirated and 150 microliters of fresh media was added 
to the cells. Recording was resumed for 1 hour followed by 
the addition of DNP-albumin (Sigma) at a final concentra 
tion of 1 microgram/ml. The recording was continued for an 
additional 4 hours. 
RBL-2H3 mast cells have been used extensively as a 

model system to investigate the signaling pathways that are 
initiated as a result of IgE-mediated binding to and stimu 
lation of the high affinity Fc(epsilon)RI receptors located on 
the membrane. Mast cell degranulation is accompanied by 
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distinct morphological changes which involve the actin 
cytoskeleton (Pfeiffer et al. J Cell Biol. 1985 December; 
101(6):2145–55.). Engagement of Fc(epsilon)RI by IgE, 
even in the absence of cross-linking by an antigen, leads to 
dose-dependent degranulation and morphological changes 
(Oka et al. Am J Physiol Cell Physiol. 2003 Sep. 17). This 
IgE-mediated dose-dependent phenomenon is also observed 
using the impedance system as shown in FIG. 13. It is 
observed as an abrupt shift in the trace of the cell index 
number at 22 hours, immediately after the administration of 
the IgE. The duration of the signal for the IgE concentrations 
that illicit a change lasts for approximately 6 hours. Such 
dynamic changes are consistent with morphological dynam 
ics observed by microscopy and degranulation detected by 
enzymatic assays. Importantly, the shift in the trace does not 
occur in those wells which have IgG, indicating that the 
response is specific for IgE. The peak amplitude of the 
recording is directly dependent on the concentration of the 
IgE used to stimulate the cells. The duration of the signal for 
the IgE concentrations that illicit a change lasts for approxi 
mately 6 hours. 
Once RBL-2H3 mast cells have been sensitized with IgE, 

further degranulation and actin-mediated morphological 
dynamics can be elicited by the administration of the antigen 
to which the IgE has been raised against. In RBL-2H3 cells 
this has been observed by immunofluorescence microscopy 
as extensive membrane ruffling and lamellapodia formation 
on the apical surface of the cells. The phenomenon of 
antigen-mediated IgE-dependent mast cell degranulation 
and morphological dynamics can also be monitored and 
measured using cell-impedance monitoring system. 20 hours 
after IgE addition the media is removed and replaced by 
fresh media. The change in media also induces a non 
specific transient change in the signal which immediately 
returns to baseline after 30 minutes. Application of DNP 
albumin at this point induced an abrupt shift in the recording 
which peaks at about 15–20 minutes and returns to baseline 
about 1 hour later. The duration of the shift in the signal is 
much more transient under these conditions, when compared 
to IgE alone stimulation (3 hours vs. 6 hours). 

EXAMPLE 2 

The following example is provided to show how a real 
time cell electronic sensing system and methods can be used 
in real-time monitoring of IgE-mediated mast cell activa 
tion. The methods and devices of the present invention are 
not limited to those described in the Examples. Indeed, 
within the scope of the present invention, there are other 
specific methods and approaches to conduct assays for 
monitoring IgE-mediated mast cell signaling and activation. 
Introduction 
The work presented here describes an assay for IgE 

mediated mast cell activation using measurements of cell 
Substrate impedance. The method is based on quantification 
in real time of the morphological, cytoskeletal and cell 
adhesion changes that arise as a response to multivalent 
antigen aggregation of the IgE-Fc(epsilon)RI complex on 
the Surface of mast cells. Because the electronic assay 
readout relies on morphological, cytoskeletal and adhesive 
dynamics, which are intrinsic mast cell responses to the 
antigen and an essential part of the mast cell activation 
program, it precludes the need for establishing reporter cell 
lines or using any other reagent or cellular manipulation. 
Since the assay is performed in real time, both antigen 
dependent and independent responses to IgE-mediated acti 
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Vation of mast cells can be monitored in the same assay. The 
assay is readily adaptable to a 96 well format and as shown 
here can be used to assay for pharmacological inhibitors of 
mast cell activation in high throughput manner. 
Materials and Methods 

Cells and Reagents 
The RBL-2H3 cell line was purchased from American 

Type Culture Collection (ATCC) and maintained in DMEM 
containing 10% fetal bovine serum at 37° C. and 5% CO. 
Mouse monoclonal anti-dinitrophenyl IgE antibody (Clone 
SPE-7) and DNP-HSA were purchased from Sigma Aldich 
(St. Louis, Mo.). The Src-specific inhibitor SU6656, MEK 
specific inhibitor PD98059 and the PLC-specific inhibitor 
U73122 were purchased from Calbiochem (La Jolla, Calif.). 
The PKC-specific inhibitor Bisindolylmaleimide and the 
Syk inhibitor Piceatannol were purchased from Sigma. 
Rhodamine phalloidin was obtained from Molecular Probes 
(Eugene, Oreg.). Lab-Tek chamber slides were purchased 
through VWR Scientific. 
Cell-substrate Impedance Monitoring System 
The real-time cell-substrate impedance monitoring sys 

tem comprises three components, an impedance analyzer, a 
device station, and one or more 16X microtiter devices. 
Microelectrode sensor arrays were fabricated on glass slides 
using lithographical microfabrication methods and the elec 
trode-containing slides were assembled to plastic trays to 
form 16 electrode-containing wells. The device station of the 
system receives the 16x microtiter devices and is capable of 
electronically Switching any one of the wells to the sensor 
(impedance) analyzer for impedance measurement. In 
operation, the devices with cells cultured in the wells are 
placed into a device station that is located inside an incu 
bator. Electrical cables connect the device station to the 
sensor (impedance) analyzer. Under the impedance moni 
toring system's Software control, the impedance analyzer 
can automatically select wells to be measured and continu 
ously conduct impedance measurements. The impedance 
data from the analyzer is transferred to a computer, analyzed 
and processed by integrated Software. 

Impedance measured between electrodes (electrode ele 
ments) in an individual well depends on electrode geometry, 
ionic concentration in the well and whether there are cells 
attached to the electrodes. In the absence of cells, electrode 
impedance is mainly determined by the ion environment 
both at the electrode/solution interface and in the bulk 
solution. In the presence of cells, cells attached to the 
electrode sensor surfaces will alter the local ionic environ 
ment at the electrode/solution interface, leading to an 
increase in the impedance. The more cells there are on the 
electrodes, the larger the increase in cell-electrode imped 
ance. Furthermore, the impedance change also depends on 
cell morphology and the extent to which cells attach to the 
electrodes. 
To quantify cell status based on the measured cell-elec 

trode impedance, a parameter termed Cell Index is derived, 
according to 

Rceu (fi) 
R., (f) - 1) C = max ( 

i=1,... W 

where R(f) and R.(f) are the frequency dependent elec 
trode resistances (a component of impedance) without cells 
or with cell present, respectively. N is the number of the 
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frequency points at which the impedance is measured. Thus, 
Cell Index is a quantitative measure of the status of the cells 
in an electrode-containing well. Under the same physiologi 
cal conditions, more cells attached on to the electrodes leads 
to larger R.(f) value, leading to a larger value for Cell 
Index. Furthermore, for the same number of cells present in 
the well, a change in the cell status Such as morphology will 
lead to a change in the Cell Index. For example, an increase 
in cell adhesion or cell spreading leads to larger cell 
electrode contact area which will lead to an increase in 
R.(f) and thus a larger value for Cell Index. 
Fluorescence Microscopy 
RBL-2H3 cells were seeded in 16 well Lab-Tec chamber 

slides and allowed to attach and spread for 6 hours. The cells 
were stimulated with anti-DNP IgE at a final concentration 
of 100 ng/mL or a non-specific mouse IgG at 100 ng/mL and 
then 16 hours later, the media was aspirated, replaced with 
fresh media and treated with 100 ng/mL DNP-BSA for the 
indicated time and then fixed with 4% parafarmaldehyde. 
The cells were washed 3x with PBS, permeablized in PBS 
containing 0.2% TX-100 and blocked in PBS containing 
0.5% BSA. The cells were then stained with rhodamine 
phalloidin for 30 minutes, washed 3x with PBS and visu 
alized and imaged using the tritic filter on a Nikon E400 
epi-fluorescence microscope and Nikon ACT software. 
2.5. Beta-hexosaminidase Assay 
RBL-2H3 cells growing in 96 well plates were washed 

and incubated in Tyrode buffer (10 mM Hepes, pH 7.4, 130 
mM NaCl, 5 mM KC1, 1.4 mM CaCl2, 1 mM MgCl2, 5.6 
mM Glucose, and 0.1% BSA) and stimulated with 100 
ng/mL anti-DNP IgE. After 2 hours the supernatant was 
removed and the cell monolayer was lysed in Tyrode buffer 
containing 0.5% TX-100. Hexosaminidase activity was 
measured in both Supernatant and the cell monolayer using 
the Substrate 4-nitrphenyl-2acetamido-2-deoxy-b-D-glu 
copyranoside (1 mg/mL). After 1 hour incubation at 37° C. 
the reaction was stopped by the addition of 2 volumes of 0.4 
M glycine pH 10.7. The absorbance at 405 nm was read in 
Molecular Devices ELISA reader. 

Impedance Assay 
20,000 RBL-2H3 cells were seeded per well of a 16x 

microtiter device and monitored by the impedance measur 
ing system. The cells were allowed to attach and spread for 
5–24 hours prior to the addition of IgE at the indicated final 
concentration. The cell-electrode impedance was continu 
ously measured and the corresponding, time dependent 
Cell-Index values were derived and recorded. 

Impedance Monitoring of RBL-2H3 Mast Cell Activation 
IgE-mediated RBL-2H3 mast cell activation in the pres 

ence of antigen leads to initiation of signaling cascade 
resulting in degranulation of secretory vesicles which con 
tain mediators of allergic reaction Such as histamine. In 
addition, IgE-mediated stimulation through Fc(epsilon)RI 
also leads to dramatic remodeling of the actin cytoskeleton 
(Oliver et al., 1997). Since monitoring of cell-electrode 
impedance provides information about the parameters of cell 
morphology and adhesion we sought to determine the 
impedance response of RBL-2H3 mast cells that were 
pre-sensitized with IgE in the presence of antigen applica 
tion. 
RBL-2H3 mast cells were seeded onto the surface of 16x 

microtiter plate devices having integrated microelectronic 
sensor arrays in the bottom of each well. The cells were 
allowed to adhere to the surface of the sensors and 18 hours 
later were sensitized with anti-DNP IgE (FIG. 14). Approxi 
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mately 24 hours later DNP-BSA at a final concentration of 
100 ng/mL was applied to the cells to induce oligomeriza 
tion of the IgE-bound Fc(epsilon)RI receptor and induce 
mast cell activation. The cell-electrode impedance measure 
ments were continuously monitored using the impedance 
monitoring system. As shown in FIG. 14, DNP-BSA appli 
cation induced an immediate and transient increase in the 
impedance value which was detectable within 5 minutes of 
DNP-BSA application, maximal by 30 minutes and returned 
to baseline in approximately 2.5 hours. IgE-mediated acti 
Vation of mast cells not only led to dramatic morphological 
changes (Pfeiffer et al., 1985) but also to augmentation of 
integrin-mediated cell adhesion (Wyczolkowska et al., 
1994), both of which contributed to cell-electrode imped 
ance measurements using the impedance monitoring system. 
Impedance Measurement of Mast Cell Activation Correlates 
with Cytoskeletal Dynamics and Degranulation 
To determine if the IgE-mediated cell-electrode imped 

ance increase correlates with RBL-2H3 mast cell activation, 
both IgE-mediated morphological dynamics and mediator 
release were monitored. 
RBL-2H3 mast cells were sensitized and activated as 

described above and at the indicated time points, fixed with 
parafarmaldehyde and stained with rhodamine-phalloidin to 
visualize the actin cytoskeleton (FIG. 15A). As seen in FIG. 
15A and shown previously (Pfeiffer et al., 1985; O'Luanaigh 
et al., 2002: Powner et al., 2002), DNP-BSA-mediated 
cross-linking of the Fc(epsilon)RI receptor leads to time 
dependent remodeling of the actin cytoskeleton. The cells 
undergo extensive ruffling which is apparent as early as 2.5 
minutes post IgE stimulation, followed by morphological 
changes which lead to cell spreading and formation of 
lamellapodia. The peak cytoskeletal reorganization is 
observed at 30–45 minutes post-IgE stimulation which cor 
relates directly with the peak cell-electrode impedance 
response using the impedance monitoring system. As a 
control, RBL-2H3 mast cells were also sensitized with an 
irrelevant IgG and subsequently cross-linked with DNP 
BSA. No obvious cytoskeletal and morphological changes 
were observed. 
As an additional marker for RBL-2H3 mast cell activa 

tion, beta-hexosaminidase activity was also measured in 
response to IgE stimulation in the presence of antigen 
cross-linking. The enzyme beta-hexosaminidase is stored 
within the secretory vesicles and is a marker for mast cell 
degranulation. It has been shown that beta-hexosaminidase 
is released into the culture media in response to antigen 
mediated cross-linking of IgE-bound Fc(epsilon)RI on the 
surface of mast cells (Razin et al., 1983). RBL-2H3 cells 
were sensitized with anti-DNP IgE, activated by application 
of DNP-BSA and beta-hexoseaminidase activity was mea 
Sured as described in materials and methods section. Antigen 
cross-linking leads to a two and a half to 4 fold increase in 
beta-hexosaminidase depending on the experiment (FIG. 
15B). Taken together, IgE-mediated mast cell-electrode 
impedance increase correlates directly with morphological 
changes and degranulation which is characteristic of mast 
cell activation. Therefore, cell-electrode impedance mea 
Surements can be used as readout for mast cell activation. 

Cell-substrate Monitoring of RBL-2H3 Sensitization Step 
It has recently been shown that high concentrations of 

monomeric IgE induce mast cell activation in the absence of 
antigen cross-linking (Oka et al., 2004). Accordingly, we 
wanted to determine if high concentrations of IgE alone may 
induce an increase in cell-electrode impedance response. 
RBL-2H3 mast cells growing on the surface of 16x micro 
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titer cell-substrate impedance monitoring devices were 
stimulated with increasing amounts of IgE-ranging from 15 
nanogram/mL to 1 micrograms/mL and their impedance 
response was continuously monitored (FIG. 16A). IgE appli 
cation alone leads to a dose-dependent increase in cell 
electrode impedance response which correlated with mor 
phological dynamics and mediator release. To determine if 
the initial concentration of IgE used to sensitize the cells 
influences the Subsequent antigen-mediated response, RBL 
2H3 cells were sensitized with the indicated concentrations 
of anti-DNPIgE and after 16 hours were incubated with 100 
nanograms/mL final concentration of DNP-BSA. As shown 
in FIG. 16B, the DNP-BSA-mediated response is inversely 
proportional to the initial anti-DNP IgE concentration used 
to sensitize the cells. Sensitizing with 1 microgram/ml 
anti-DNP IgE leads to negligible increase in cell-electrode 
impedance response when cross-linked with the multi-valent 
antigen DNP-BSA while sensitization with 15 nanograms/ 
mL anti-DNP IgE resulted in a robust increase in cell 
electrode (cell-substrate) impedance in the presence of 
DNP-BSA aggregation. Furthermore, if the increment of 
time between High IgE application and DNP-BSA addition 
is increased to 24 hours, then the cell will undergo antigen 
mediated activation. 

In conclusion these experiments illustrate that IgE con 
centration and the timing between IgE sensitization and 
Subsequent antigen stimulation is critical and should be 
taken into account. Additionally, these experiments further 
illustrate the advantage of real-time monitoring of mast cell 
activation on microelectronic cell-substrate impedance sen 
sor arrays with respect to cell status and response at any 
given time point. 
Pharmacological Inhibition of Mast Cell Activation as 
Detected by the Cell-substrate Impedance Monitoring Sys 
tem 

Antigen-mediated aggregation of the IgE-bound Fc(epsi 
lon)RI triggers a signaling cascade which involves a number 
of signaling proteins such as protein kinases, protein phos 
phatases, and phospholipases amongst others whose activity 
and function is indispensable for mast cell activation (Turner 
and Kinet, 1999). Accordingly, we were interested in deter 
mining if pharmacological inhibitory effects of some of 
these signaling proteins can be monitored by mast cell 
electrode impedance measurement. 
RBL-2H3 cells were seeded in a 16x microtiter plate 

device and pre-stimulated with anti-DNP-IgE were incu 
bated for 1 hour with the indicated doses of the PKC-specific 
inhibitor Bisindolylmaleimide and subsequently treated with 
100 ng/mL DNP-BSA (FIG. 17). The dose-dependent inhi 
bition of RBL-2H3 mast cell activation by Bisindolylmale 
imide can be monitored on the cell-substrate monitoring 
system in real-time. A number of other pharmacological 
agents such as SU6656, specific for Src family kinases, 
U73122, specific for phospholipase C, Piceatannol, specific 
for Syktyrosine kinase and PD98059 specific for MEK were 
also tested. The IC-50 value for these pharmacological 
inhibitors at peak response was calculated and is shown in 
Table I. All the inhibitors with the exception of PD 98.059 
dose dependently inhibited antigen-mediated RBL-2H3 
mast cell activation. The PLC-specific inhibitor U73122 
displayed potent inhibitory effect with an IC-50 value of 
around 1 microM. The Src and Syk specific inhibitors also 
inhibited the antigen-mediated response although at higher 
concentrations (Table I). The MEK-specific inhibitor PD 
98.059 had minimal effect on IgE-mediated RBL-2H3 
response at the concentrations tested. 
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In order to ascertain that inhibitor-mediated abrogation of 

the cell-electrode impedance response correlates with inhi 
bition of mast cell activation, the beta-hexosaminidase activ 
ity of IgE stimulated RBL-2H3 cells were measured in the 
presence of pharmacological agents. According to FIG. 18. 
SU6656, U73122, Bisindolylmaleimide and Piceatannol 
abrogated the anti-DNP IgE mediated stimulation of beta 
hexosaminidase activity in the presence of antigen aggre 
gation whereas the MEK specific inhibitor had minimal 
effect. These findings are in agreement with previously 
published data indicating that the Src, PLC, PKC and Syk 
specific inhibitors completely block IgE-mediated mast cell 
degranulation and activation (Oliver et al., 1994. Amouiet 
al., 1997: Moriya et al., 1997; Tedeschi et al., 2000). In 
Summary, the results presented here indicate that real-time 
monitoring of IgE-mediated mast cell activation on micro 
electronic cell sensor arrays offer a convenient way of 
assessing mast cell activation. The assay does not require 
any cellular manipulation Such as labeling, fixation or lysis. 
The assay was validated by demonstrating that the cell 
electrode (cell-substrate) impedance measurement corre 
lates directly with IgE-mediated mast cell activation as 
measured by actin cytoskeleton dynamics and mediator 
release. Furthermore, previously characterized specific 
inhibitors of mast cell activation pathway inhibit mast cell 
activation as measured by the cell-substrate impedance 
monitoring system, further validating this assay. 

TABLE I 

IC-50 determination of pharmacological agents inhibiting 
mast cell activation monitored by cell-substate impedance monitoring. 

Compound Target IC50 + SD (M) 

Bisindolylmaleimide Protein Kinase C 2.9 + 1.7 (N = 3) 
SU6656 SRC 5.8 + 3.5 (N = 5) 
U73122 Phospholipase C 0.93 + 0.6 (N = 5) 
Piceatannol Syk 1 (N = 1) 

Discussion 
Cell-electrode impedance reading is primarily influenced 

by three main parameters: the number of cells seeded on 
microelectronic sensor arrays, the shape of the cell and the 
strength of cell adhesion to the electrode surface. IgE 
mediated RBL-2H3 mast cell activation is accompanied by 
an increase in effective Surface area due to fusion of Secre 
tory granules, dramatic actin cytoskeleton rearrangement as 
well as an increase in integrin-mediated adhesion (Pfeiffer et 
al., 1985; Wyczolkowska et al., 1994). Morphological 
dynamics combined with an increase in adhesive interaction 
of the cell with the electrode surface leads to an increase in 
antigen-dependent IgE-mediated mast cell electrode imped 
ance value. Furthermore, pharmacological inhibitors of sig 
naling proteins which participate in IgE-mediated mast cell 
activation inhibit IgE-mediated mast cell activation in a 
dose-dependent manner (FIG. 17 and Table I). 

According to the current paradigm for mast cell activa 
tion, antigen-mediated cross-linking of the IgE-bound 
FcDRI leads to phosphorylation of critical tyrosines in the 
immunoreceptor tyrosine-based activation motifs (ITAM) 
by Src family kinase, Lyn (Turner and Kinet, 1999). Phos 
phorylation of the ITAMS serves as a docking site for the 
Syk protein tyrosine kinase, which Subsequently leads to its 
activation and phosphorylation of its downstream Substrates 
Such as phospholipase C gamma (PLCgamma). PLCgamma 
catalyzes the hydrolysis of membrane phospholipids to 
generate inositol 1,4,5-trisphosphate (IP) and diacylglyc 
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erol (DAG). IP mobilizes calcium from internal reserves in 
the endoplasmic reticulum and both calcium and DAG lead 
to general activation of protein kinase C (PKC) family as 
well as other kinases and signaling proteins. Activation of 
IgE-mediated kinase pathways ultimately results in mast cell 
degranulation and release of inflammatory mediators. 
Accordingly pharmacological inhibitors of Src, Syk, 
PLCgamma and PKC led to a dose-dependent inhibition of 
IgE-mediated RBL-2H3 mast activation which can be moni 
tored by the cell-electrode impedance measurement. The 
cell-electrode impedance values of the mast cells treated 
with these pharmacological inhibitors correlated with mast 
cell degranulation as measured by beta-hexosaminidase 
activity (FIG. 18). Utilization of these pharmacological 
inhibitors further validates this assay and indicates that the 
cell-substrate impedance monitoring system can be used to 
assess mast cell activation. 

Several lines of recent evidence indicate that IgE-alone 
mediated interaction with mast cells has crucial biological 
functions that surpass its role as merely a sensitizer of mast 
cells (Kawakami and Galli, 2002). Two different groups 
have shown that application of monomeric IgE without 
antigen-mediated aggregation induces phosphorylation and 
activation of mitogen activated protein kinases (MAPKs) 
and AKT leading to enhanced mast cell Survival (Asai et al., 
2001; Kalesnikoff et al., 2001; Kitaura et al., 2003). How 
ever, the same papers also showed that monomeric IgE did 
not induce mast cell degranulation. In contrast, another 
recently published report indicates that high concentrations 
of monomeric IgE can induce mast cell activation in itself 
without the need for antigen-mediated ligation (Oka et al., 
2004). According to the authors, IgE alone-mediated mast 
cell activation as measured by mediator release and actin 
cytoskeleton rearrangement was indistinguishable from anti 
gen-mediated cross-linking (Oka et al., 2004). According to 
our results application of high concentrations of monomeric 
IgE alone also elicited an increase in mast cell-electrode 
impedance value, indicating mast cell activation (FIG. 16). 
However, the duration of the response was prolonged when 
compared to the antigen-mediated mast cell activation. 
While the molecular mechanism of antigen-independent and 
antigen-dependent mast cell activation response remains to 
be clarified, it is clear that monomeric IgE can illicit 
biologically important responses. We've also determined 
that the initial IgE concentration used to sensitize the cells 
ultimately determines the amplitude and duration of the 
Subsequent antigen-mediated mast cell activation. Sensiti 
Zation with high concentrations of IgE (1 microgram/mL) 
resulted in very low antigen-dependent mast cell response, 
while sensitization with low concentrations of IgE (15 
nanogram/mL) resulted in mast cell response with much 
higher duration and amplitude (FIG. 16B). The lack of a 
significant antigen-mediated mast cell response with high 
concentration of IgE-sensitized mast cells more likely is due 
to the fact that mast cells have not had an opportunity to fully 
reform their secretory granules after IgE-mediated activa 
tion and this is supported by the fact that increasing the time 
increment between sensitization with 1 microgram/mL IgE 
and the cross-linking step will ultimately result in antigen 
mediated mast cell activation. 

In summary, the real-time and label-free IgE mediated 
mast cell activation assay described here should provide 
researchers in pharmaceutical industry as well as academia 
with a new and convenient tool to assess and quantify 
IgE-mediated mast cell activation. The adaptability of this 
assay to 96X microtiter plates with microelectronic sensors 
integrated in the bottom of the wells makes it ideal for high 
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throughput analysis to Screen large chemical compound 
libraries. Furthermore, microelectronic cell sensor technol 
ogy in general can be used to assess other receptor ligand 
interactions. 

All of the references cited herein, including patents, 
patent applications, and publications, and including refer 
ences cited in the Bibliography, are incorporated by refer 
ence in their entireties. 

Headings are for the convenience of the reader and do not 
limit the scope of the invention. 
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We claim: 
1. A system for monitoring cell-substrate impedance, 

comprising: 
a) one or more multiple well cell-substrate impedance 

monitoring devices, wherein at least two of the multiple 
wells of said device comprise an electrode array at the 
bottom of the well, wherein said electrode array is 
individually addressed, further wherein said device can 
be used to measure differences in impedance values 
that relate to cell behavior; 

b) an impedance analyzer, 
c) a device station comprising electronic circuitry that can 

engage said device and selectively connect said two or 
more electrode arrays of said device to said impedance 
analyzer, and 

d) a software program that can control said device station 
and record and analyze data obtained from said imped 
ance analyzer; 

wherein said electrode array has an approximately uni 
form electrode resistance distribution across said elec 
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trode array so that the electrode resistances between 
two locations on said array do not differ by more than 
30%. 

2. The system of claim 1, wherein said device station 
comprises electronic Switches that can Switch on and off 5 
connections of each of said two or more electrode arrays to 
said impedance analyzer. 

3. The system of claim 1, wherein said software program 
can direct said device station to measure impedance values 
at regular or irregular time intervals from one or more of said 
two or more electrode arrays. 

4. The system of claim 1, wherein said impedance ana 
lyZer can measure impedance at one or more frequencies. 

5. The system of claim 1, wherein said software program 
can store said data. 

6. The system of claim 1 wherein said system can display 
said data. 

7. The system of claim 1, wherein said software can 
calculate a cell index for one or more time points for one or 
more wells of said multi-well plate based on impedance 
values measured from said one or more electrode arrays 
localized to said one or more wells. 

8. The system of claim 6 wherein said system can display 
said cell index for said one or more time points data for said 
one or more wells. 

9. The system of claim 1, wherein said software is 
programmable to direct impedance monitoring of any of said 
two or more electrode arrays at chosen time intervals. 

10. The system of claim 5, wherein said software allows 
entry and display of experimental parameters. 

11. A method of performing an assay that monitors 
cell-substrate impedance, comprising: 

providing the system of claim 1: 
introducing cells into at least one well of said system; 
monitoring cell-substrate impedance of said at least one 

well. 
12. The method of claim 11, wherein said monitoring 

comprises analyzing impedance changes at three or more 
time points. 

13. The method of claim 12, wherein at least three of said 
three or more time points are spaced at regular intervals. 

14. A method of performing an assay that monitors 
cell-substrate impedance in response to one or more test 
compounds, comprising: 

providing the system of claim 1: 
introducing cells into one or more wells of said system 

that comprise electrode arrays; 
adding at least one test compound to said one or more 

wells; and 
monitoring cell-substrate impedance of said one or more 

wells before and after adding said at least one test 
compound. 
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15. The method of claim 14, wherein impedance is 

monitored at three or more time points. 
16. The method of claim 14, further comprising analyzing 

impedance values before and after adding said at least one 
test compound. 

17. The method of claim 14, further comprising introduc 
ing cells to at least one well to which a test compound is not 
added to create a control well. 

18. The method of claim 16, wherein said analyzing 
comprises calculating a cell index. 

19. The method of claim 16, wherein said analyzing can 
provide information on cell proliferation, cell death, cell 
adhesion, cell apoptosis, cell differentiation, cell Survival, 
cytotoxicity, cell morphology, cell quantity, cell quality, 
time-dependent cytotoxicity of a compound, IgE-mediated 
cell activation or stimulation, receptor-ligand binding, viral 
and bacterial toxin mediated cell pathologic changes, pres 
ence and quantity of neutralizing antibodies, specific T-cell 
mediated cytotoxic effects, presence and affinity of ligand 
receptor binding. 

20. The method of claim 18, wherein said cell index is 
used as an indicator of cytotoxicity. 

21. A method for monitoring changes in cell-substrate 
impedance in response to IgE stimulation, comprising: 

providing a system of claim 1: 
introducing cells into one or more wells of said system, 

wherein each of said one or more wells comprises an 
electrode array; 

adding IgE to said one or more wells of said system; 
adding an antigen to said one or more wells of said 

system; and 
monitoring cell-substrate impedance of at least one of said 

one or more wells of said system. 
22. The method of claim 21, wherein said cells are mast 

cells, eosinophils, basophils, or genetically engineered cells. 
23. The method of claim 22, wherein said cells are mast 

cells. 
24. The system of claim 1, wherein said electrode array is 

electrically connected to two connection pads. 
25. The system of claim 1, wherein said electrode resis 

tances between said two locations on said array do not differ 
by more than 15%. 

26. The system of claim 1, wherein said electrode resis 
tances between said two locations on said array do not differ 
by more than 5%. 

27. The system of claim 1, wherein said electrode resis 
tances between said two locations on said array do not differ 
by more than 3%. 
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