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Abstract—Molecular Communication (MC) is a nano-scale
communication paradigm where the information is carried by
molecular signals. To establish information transmission using
molecules, biological nanomachines can be utilized as transmitters
and receivers. A bacteria can be programmed as a biotransceiver
by modifying their genetic code to implement biological circuits. In
this paper, genetically engineered bacteria-based biotransceivers
are investigated for MC, where bacteria can generate and re-
spond to the molecular signals. A biochemical model of biological
circuits is presented, and both analog and digital signaling are
studied. The challenges in connecting basic biological circuits to
build these blocks are revealed. A biotransceiver architecture is
introduced that combines sensing, transmitting, receiving and pro-
cessing blocks. Furthermore, biological circuit design framework
is proposed for transmission of signals with M-ary pulse amplitude
modulation. The biological circuits designed for biotransceiver are
elaborated via numerical results based on biochemical parameters
of the genetically engineered bacteria. The provided results show
that using biological circuits, bacteria can function as a transmit-
ter and receiver node for MC. Our work stands as a basis for
future biotransceiver design for MC.

Index Terms—Molecular communication, biological circuits,
biotransceiver design, nanonetworks.

1. INTRODUCTION

IOLOGICAL nanomachines and communication mech-

anisms, i.e, cells and intercell communication by
molecules, already existing in nature can be exploited to build
nanocommunication networks. This new communication con-
cept based on the exchange of information carrying molecules
is called Molecular Communication (MC) [1].

Most of the studies in the literature investigating MC mainly
focus on the channel in which molecular concentration signals
propagate and the channel effects on the communication per-
formance. To realize MC networks, it is imperative to develop
methods to generate these molecular signals for transmission
and to interpret them after reception. This motivates us to
study bacteria populations as nanomachines which inherently
communicate with each other through molecules.

In this study, we aim to design a biotransceiver hardware
as a communication device for MC nanonetworks by using
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Fig. 1. Genetically engineered bacteria population produced by inserting

genes to the plasmids of bacterial cells.

genetically engineered bacteria populations. The proposed bio-
transceiver is capable of sensing, processing, transmitting, and
receiving. To program the bacteria, molecular biologists modify
the genetic code, i.e., the DNA of bacteria plasmid (Fig. 1), such
that they can control the activity of the genes [2], [3]. Thus,
the gene expression, i.e., the production of the proteins coded
by those genes, can be controlled externally via changing the
environmental conditions, i.e., the stimuli, which is called gene
regulation [4]. A biological circuit provides signal transduc-
tion based on the modified gene sequences, the stimuli, and the
proteins coded by the genes.

Biological circuits can be engineered using various tech-
niques intervening in different stages of the gene expression
such as transcriptional regulation [5], translational regulation
[6] or spatial and temporal compartmentalization [7]. In our
work, we consider the transcriptional regulation, i.e., control-
ling the synthesis of mRNA from DNA by inserting promoters
before genes, which is one of the most studied regulation
techniques [8]. More complex biological circuits can be built
by combining all the above techniques.

Although there are several different biological circuit parts
implemented in bacteria, e.g., logic gates [7], toggle switches
[9], and concentration filters [10], there are several challenges
in combining these parts for a more complex circuit as follows:

e Orthogonality: When a biological circuit containing mul-
tiple parts is implemented on the plasmid of a bacteria,
all parts operate in the same cell environment simulta-
neously. If these parts include similar genes or proteins,
there will be interference. Thus, to isolate each part from
one another, a biological circuit design should consider
using orthogonal elements, i.e., a molecule used in one
biological circuit part should not interact with the rest of
the biological circuit. This challenge prevents the recurrent
use of the same circuit parts and modularity.

¢ Timing and Delay: Since each biological circuit part has
a different delay, synchronizing the signals in the circuit
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is challenging. Besides, the gene expression process takes
very long time, usually in the order of hours, which causes
huge delays in biological circuits. Hence, concatenation of
multiple biological circuit parts poses a severe limit on the
information processing speed.

Considering these challenges, we present a concrete design
for a complete nanomachine using MC for the first time in the
literature. Furthermore, we lay down the principles of biolog-
ical circuits from the view of electrical engineering for other
scientists who may use them as a tool in their own nanomachine
designs. Our work can be extended to form more complex bio-
transceivers or nanomachines by incorporating more detailed
gene regulation techniques and stochastic properties of gene
regulation. The salient features of our work can be listed as:

1) An overview of biochemical analysis of biological cir-
cuits: We present a mathematical model for gene reg-
ulation by using reaction-rate equations (RRE) which
include Hill functions. Then, we analyze biological cir-
cuits for analog and digital operations by approximating
Hill functions as a linear and a step function, respectively.
We present how biological circuit parts can be intercon-
nected to form more complex circuits.

2) Novel biotransceiver architecture: Since the biological cir-
cuits have very limited capabilities, the complex architec-
ture of electromagnetic transceivers cannot be adopted.
Taking into account the peculiarities of biological circuits,
anovel biotransceiver architecture with sensing, transmit-
ting, processing and receiving blocks is presented.

3) Biotransceiver design: Biological circuits are designed
for each block of the biotransceiver. The rates of different
steps of gene regulation process are adjusted to equalize
the delay of parallel paths and to ensure the timely
delivery of signals to the next stages. The output signals
of each part are designed such that the amplitudes of
these signals stays in the defined range ensuring analog
or digital operation of the consecutive circuit according
to Hill function approximations.

The rest of the paper is organized as follows. In Section II,
we review the principles of gene regulation, and we present a
basic biological circuit. Section III analyzes a basic biological
circuit unit and Section IV explains different gene-promoter
configurations which will be used to connect the basic units
together. In Section V, we propose a general transceiver archi-
tecture for genetically engineered bacteria based transceivers.
Then, biological circuit designs for each block are provided
in Section VI. Numerical results are presented in Section VII.
Finally we conclude our study in Section VIII.

II. BIOCHEMICAL MODEL FOR BIOLOGICAL CIRCUITS

To incorporate biological circuits into MC, the underlying
biological phenomena of gene regulation in bacteria must be
understood first. To regulate the expression of a gene, i.e.,
to control the production of the protein coded by that gene,
an external stimuli is applied to the environment where the
genetically engineered bacteria live. The external stimuli can be
created by adding reactive molecules in the environment or by
changing the environmental conditions such as light, pH, oxy-
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Fig. 2. Gene regulation processes. (a) The transcription factor (TF) forms
a polymer. (b) TF binds to the promoter helping RNAP to separate DNA.
(c) DNA is transcripted into mRNA. (d) Ribosomes read the mRNA and
produce the protein.
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gen level [4]. According to the amount of the external stimuli,
bacterial cell adjusts the production rate of the protein coded
by the gene. In MC, the information can be encoded in the
concentration, type, or arrival time of the molecules. Here, we
assume that the information is encoded in the concentration of
the molecules, and we investigate the gene regulation dynamics
for the application of molecular concentration signals as stimuli
to biological circuits.

Changes in bacterial gene expression are often mediated by
the regulator sites on DNA called promoter. The promoter sites
can bind to the molecules called transcription factors which
control the expression level of the genes coded in DNA after the
corresponding promoter site. The basic unit is composed of a
gene and its corresponding promoter specially designed to bind
and respond to a transcription factor, which acts as an activator
enhancing the protein production or repressor inhibiting the
protein production as illustrated in Fig. 2. The produced protein
as the output of this basic unit might act as a transcription factor
for another.

A. Chemical Kinetic Model of Gene Regulation

The regulation of a gene constitutes of multiple steps,
namely, polymerization, promoter binding, transcription, trans-
lation and natural decay illustrated in Fig. 2, [12]. In this
subsection, each step is explained in detail and the governing
chemical reaction for each step is provided.

1) Polymerization: Usually, the transcription factor added to
the medium as the input signal cannot bind the promoter
directly. Multiple molecules of the transcription factor
bind to each other to take an active form which is suitable
for binding. The combination process of n molecules of
transcription factor denoted with X is called polymeriza-
tion. When n increases, the cooperativity of that transcrip-
tion factor increases and the system becomes more robust
to the abrupt changes of X. The polymerization reaction
can be characterized as

kP
nX = X,. (1)
kpo
where k), is the rate of forward polymerization reaction,
and kg is the rate of the reverse reaction.
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2) Transcription factor-promoter binding: The polymer of X
binds to the promoter P on DNA next to its correspond-
ing gene forming a complex C. After this binding, the
promoter is activated and RNA polymerase denoted by

RNAP sticks to the promoter. The binding reaction is

kp
Xn+P:C

kpo

2

where k;, is the rate of forward binding reaction, and kpg

is the rate of the reverse reaction.

3) Transcription: If the transcription factor is an activator
then the chemical affinity of the promoter and RNAP
increases which means that RNAP binds to the promoter
more easily resulting in a boost in mRNA production
rate. If the transcription factor is a repressor, then the
chemical affinity decreases, so the mRNA production rate.
This step is called transcription since the information
about the protein coded on DNA is copied to mRNA. The
mRNA production from the unactivated promoter, i.e., P,
corresponding to the basal level of protein production is

described as

P+RNAP 2% P+ RNAP + mRNA

3)

where 0 is the basal mRNA production rate. The mRNA
production from the activated promoter, i.e., C, is de-

scribed as

C+RNAP 2% C + RNAP + mRNA

where o is the regulated mRNA production rate.

“4)

4) Translation: Ribosomes in the cell bind to the mRNA pro-
duced in the transcription step and read the information
on mRNA about the number, the order, and the type of the
aminoacids forming the output protein Y. Starting from
one end of the mRNA, ribosomes composed of rRNAs
form a chain of aminoacids which will fold and take its
final form as the output protein. As the sequence of bases
in mRNA are interpreted as the chain of aminoacids, this

step is called the translation which is described by

mMRNA + rRNA ~5 mRNA + rRNA + Y

where the transcription rate is given as k;.

®)

5) Natural Decay: All the proteins are degraded by the
enzymes in cell after they complete their lifetime. This

natural decay is described by
mRNA 5 0
y 250
x X0

X,
X, —>0

where decay occurs for ith species with rate ;.

(6)
(7
®)
(€))

B. Reaction-Rate Equation Model of Gene Regulation

Chemical processes in gene regulation consist of discrete and
stochastic components and exhibit a very noisy behavior. When
the number of molecules of each specie is large, the change in
concentrations can be accurately calculated by the law of mass
action using RRE [11]. Since in this work we are considering a
population of bacteria containing thousands of bacterium, the
number of molecules can be approximated by a continuous
molecular concentration and the chemical processes can be
approximated by an RRE model, which gives the mean of the
stochastic molecular signals. This approach is widely adopted
in MC literature based on genetically engineered nanomachines
and it is experimentally verified in [4], [20]. The use of RRE
model simplifies the analysis, where the effects of the number
of cells and the spatial distribution of cells are implicitly
captured in the reaction rates. The incorporation of these effects
into the model as additional parameters is beyond the scope of
this paper.

In our model, we consider that the differences between
each individual bacteria are assumed to be averaged out such
that we observe the mean response of the population [11].
Furthermore, the diffusion of the molecules into bacterium and
out of bacterium are not taken into consideration, since the
diffusion takes places very rapidly compared to translation and
transcription processes [14]. Besides, it is considered that the
environment contains plenty of oxygen and nutrients such that
the bacterial population density is maintained, and the bacteria
have enough energy to express the regulated genes. Also, it is
assumed that the biofilms formed by bacteria are weak and they
do not limit the diffusion of molecules.

The derivation of RRE from the chemical reactions using the
law of mass action is explained in the Appendix. Using this
method, we converted the chemical reactions of gene regulation
(1)—(6) into the reaction-rate (10)—(15). Accordingly the rate of
change of the input signal, i.e., the transcription factor, X, is
given by

dX
o p0Xn —nk, X" —yx X (10)

which is obtained by reactions (1) and (6).
The rate of change of the transcription factor polymer is

d(Xn)
dt

= kpX" + kpoC — kp X, P —vx, Xy, (11)

which is obtained based on reactions (1), (2) and (6).
The rate of change of the free promoter P is

dpP
n = kpoC — kp X, P (12)

whereas the rate of change of the bound promoter C is

dac
o kpXnP — kpoC (13)

which are obtained by reaction (2).
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The rate of change of mRNA is obtained from reactions (3)
and (4) as

d(mRNA)

pr = 0pP + 01C —yymRNA.

(14)

Finally, the rate of change of the output protein Y found from
reaction (5) is

& (mRNA)(rRNA) — Y.

dr (15)

The output protein concentration, Y, can be determined by
solving the ordinary differential equation (ODE) set (10)—(15).
However when there are multiple transcription factor-gene
pairs, multiple coupled sets of ODE’s should be considered
which is difficult to solve analytically. In Section III, methods
for simplifying this ODE set are introduced.

III. ANALYSIS OF REGULATED GENE EXPRESSION

RRE models capture the dynamical nature of biological
processes. However, these models are not easy to analyze
when the complexity of the biological circuit increases [17].
Here, we simplify (10)—(15) by using three approaches, namely,
elimination of irrelevant species, time-scale differences, and
Michaelis-Menten approximation [4].

The model in (10)—(15) captures also the concentration of
intermediate species like transcription factor-promoter com-
plexes and RNAP which are not the essential points of interests.
Thus, it is important to simplify the model by removing these
irrelevant species [4]. To do so, time scale differences between
the fast reaction of promoter binding (2) and the slow reactions
of translation (5) and transcription (3), (4) are exploited. We
consider that the fast reactions are in steady-state. Thus, we as-
sume that there is not a significant change in the concentrations
of X and X,,. Then, we combine the (10)-(13) as

d
dc =kpPX" — kpoC (16a)
dt

dP dc

= - 16b
dt dt (16b)

Due to the conservation of mass principle, the total amount
of free or bound promoter sites is constant, i.e., P+ C = Pr.
Setting the equations for C and P at quasi steady-state, i.e.,
dC/dt ~ 0, we obtain

Xn

C=P 17
"oy + X7 (172)

e}’l
P=P X 17b
Ton 4 xn (17b)

with Ox = (kp/kpo)". The amount of mRNA molecules depends
both on the concentration of promoter sites bound to an acti-
vator or repressor, and on the amount of free promoters. Since
the production of mRNA depends linearly on P and C, mRNA
decays at a constant rate Y.
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If the transcription factor is an activator, the contribution of
C to mRNA production is much larger than that of P, which
is represented by o > 0. Substituting the quasi-steady state
expressions for C and P in (17) into (14) yields:

d(mRNA) X"

=K K
dt N TS T

—yu(mRNA)  (18)

where Ko = (X()PT and K1 = (OLl — O(())PT.

If the transcription factor is a repressor, the contribution of C
to mRNA production is much smaller than that of P, i.e., o) <
0. In this case, (14) becomes

d(mRNA) 0"

=Ko+ K

di gy xn  OmRNA)
X

(19)

where Ko = o Pr and K; = (09 — o;)Pr. In both cases, the
parameter Ky, which is much less than x;, denotes a residual
or basal activity considered to be 0.

The next step is translation, shown with the following equa-
tion derived from (15) in the abundance of rRNA

Cg = k;(mRNA) — Y. (20)
So the simplified set of equations is
@ =x1.f*(0x,X,n) — Yu(mRNA),
62—5 =k (mRNA) —yyY (21

where k1 = (0t — 0) Pr. The expression f*(8y,X,n) is called
Hill function. For the activator case, Hill function becomes
fH(0x,X,n) = X"/(8% + X") while for the repressor case,
f(8x,X,n) = 0% /(0% +X"). For gene regulatory networks,
the exponent n is considered to be large (n >= 2) according
to the experimental data [18]. For large n, the parameter Ox
has therefore a special meaning: it is a threshold value below
which there is practically no activity and above which activity
is (almost) maximum. In the limit as n tends to infinity, the Hill
function becomes a step function.

Similar to electrical circuits, we can define analog and digital
operation for biological circuits too [22]. In this study, we dif-
ferentiate these two operation modes according to the operation
region of Hill function.

A. Analog Interpretation of Biological Circuits

For analog operation, we consider that the input concen-
tration falls down to the interval where the Hill function acts
almost as a linear function [21]. Assuming an oscillatory input
X = 0x + Xocos(2mfpt), we approximate the Hill function
as f*(6x,X,n) = 1/2+ z5-(X — Ox) calculated by Taylor’s
expansion for Xy < 0x. By applying Fourier transform to (21),
the transfer function of an activator can be found as

o K]k,n
40x (jo+ym) (jo+vy)’

The transfer function of an activator expressed in (22) shows
low-pass characteristics. Since mRNA decays much faster than

H(jo)

(22)
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Analog operation of the basic biological circuit unit. (a) Applied input signal, i.e., the concentration of the transcription factor X is presented which is

composed of the mixing of three different frequencies 0.005, 0.007 and 0.01 Hz. (b) The output signal, i.e., the concentration of the protein Y is presented, which
is smoother than the input signal. (c) The frequency spectrum of the input signal. (d) The frequency spectrum of the output signal whose higher frequencies are

suppressed.

the protein (yy > Vy), for frequencies higher than vy, H(j®)
decreases rapidly [23]. The analog operation of a basic bio-
logical circuit unit illustrated in Fig. 2 can be seen in Fig. 3
where an input concentration signal with multiple frequencies is
applied. We observe that the higher frequencies are suppressed
by the biological circuit due to the low-pass characteristics of
the biological circuit.

Since the repressor shows the same frequency domain char-
acteristics, we conclude that the basic biological circuit units
can follow input signals up to critical frequency, f, = yy /2w,
which settles an upper limit for the operation frequency of
biological circuits. For the linear approximation of Hill func-
tion, the biological activator circuit resembles a transistor which
operates as an amplifier biased with a DC voltage [23].

B. Digital Interpretation of Biological Circuits

In electrical circuits, transistors are also used as digital
switches. To obtain a switch from biological circuits, it is
considered that for the high cooperativity n, the Hill function
becomes a step function [2]. For an activator, it is assumed
that mRNA production is zero below the threshold 6x, and
mRNA production is maximum above the threshold Oy. It
is expressed as f(0x,X,n) = I(X > 0x) for an activator and
f(8x,X,n) = I(X < Ox) for a repressor, where I denotes the
unit step function. The step function approximation of the
Hill function may not fully describe the transient response
of a biological circuit but it describes the state information
of the circuit effectively [16]. For digital operation, the input
is defined as the molecular concentration signal alternating
between the levels “0” and “N,” umol/V representing “0” and
“1” bit according to the message. An input concentration signal
x(t) to an activator behaving like a switch is assumed to be a
pulse of amplitude N, and width T, i.e., x(t) = N, for r < T and
x(r) =0 for t > T. The output protein concentration y(¢) can
be calculated as y(r) = Y5 (1 — e ") by solving the differential
equation system in (21) where Y, = 1k, /(YyYm) and the delay
is T¢ = n(2) /.

For the given input, the maximum value of the output de-
pends on the duration of the input, 7. When the input pulse
finishes, the protein production stops and the output concentra-
tion starts to decrease due to natural decay. Thus, the maximum
value that y(¢) can reach is its concentration at # = T which is
Ymax = Yt (1 —e~WT). Then, the decaying output concentration
after r > T is expressed as y(t) = Yy (1 —e 0T )e-w(=T)),
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Fig. 4. Operation of the basic biological circuit unit. The output is produced
when a high enough input concentration is applied during a long enough time.

The output concentration y(z) decays exponentially. Even
though it will take long time to totally vanish because of
exponential decay, y(r) will be significantly reduced after T, =
1/vy. The digital operation of the basic biological circuit unit
can be seen in Fig. 4 where to obtain digital pulses as outputs,
the input molecule concentration should be long enough and
should have high enough amplitude.

Up to now, we considered a basic biological circuit unit
comprising only a single promoter and a single gene. By
combining these units we can build more complex circuits.

IV. INTERCONNECTING BASIC
B1oLOGICAL CIRCUIT UNITS

To build functional circuits we need to connect the basic units
together using three different configurations, namely, single
input single output (SISO), multiple input single output(MISO),
single input multiple output (SIMO) [2]. Using these configu-
rations, an input signal can be fed to different paths and signals
coming from different paths can be merged.

A. Single Input Single Output Configuration

In SISO configuration, there is a single input transcription
factor controlling the concentration of a single output protein.
The activating characteristic is shown by an arrow in Fig. 5(a)
while the repressing characteristic is shown by a flat-end arrow
in Fig. 5(b). In both figures, squares represent promoters,
rectangles represent genes, where A is the input transcription
factor and B is the output protein produced from that gene.
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Fig. 5. SISO Configuration. (a) The transcription factor A binds to the

promoter activating the production of the molecule B. (b) The transcription

factor A binds to the promoter and stops the production of B.

Fig. 6. Multiple input single output configuration.
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Fig. 7. SIMO configuration. The transcription factor A binds to the promoter
producing the proteins B and C proportionally.

B. Multiple Input Single Output Configuration

In this configuration illustrated in Fig. 6, a single gene is
controlled by two activator transcription factors A and C which
may activate the gene either collaboratively or additively. If they
work collaboratively, both of the transcription factors need to
be present to activate the gene and the mRNA production rate
K1 f(0x,X,n) in (21) is replaced by xacf(04,4,n)f(0¢c,C,n).
If they work additively, either of the transcription factors may
activate the gene independently and the total mRNA production
rate is the sum of the contributions of the two transcription
factors. The total mRNA production rate in this case is ex-
pressed as K4 f(04,A,n) +Kcf(0c,C,n). When one or both of
the transcription factors are repressors, the functions f(04,A,n)
and f(6¢,C,n) are replaced by the repressor Hill functions.
This configuration serves for merging two signals coming from
different sources.

C. Single Input Multiple Output Configuration

In this configuration illustrated in Fig. 7, a promoter is
controlling two different genes producing proteins B and C
simultaneously with the same rate. By using multiple outputs,
two molecular concentrations representing the same signal are
obtained, where one may be used for monitoring while the other
is propagated to the latter parts of the circuit.

V. BIOTRANSCEIVER ARCHITECTURE

A transceiver for MC should be capable of sensing the envi-
ronment, receiving signals from other MC devices, processing
the received and sensed information and finally transmitting the
processed information as molecular signals. To this end, we
propose the architecture illustrated in Fig. 8.

In our transceiver architecture, we adopt a baseband pulse
transmission scheme where the molecular signals are subject
to channel effects and noise. For the sake of simplicity we
adopt a coded modulation scheme. The transmitter modulates
the bit sequence {b;} received from the processor block and
generates the symbol sequence {a;}. Then, the transmit filter
gr(t) generates a pulse according to the symbol {a;} and pro-
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Fig. 8. Transceiver architecture for MC illustrating the connections between
its functional blocks.

duces the transmitted signal r(z). All types of MC channels such
as diffusion-based, flow-based or walkway-based distort the
transmitted signal (¢) and add noise. To reconstruct the original
signal from the distorted signal s(¢), a receiver filter followed by
a detector is used which regenerates the intended bit sequence
{dy} from y(t). The sensor block of the architecture collects
data from the environment and generates a bit sequence {my}.
Then, the processor block merges the information generated in
the sensor block {my} with the information coming from the
other nanomachines {d;} and produce an output bit sequence
{bx} to be transmitted.

The link between two different bacteria populations can be
constructed only if the transmitted signal of one population
is using the same type of molecule that the other bacteria
population is intended to receive. If all biotransceivers transmit
different types of molecules, the identity of the biotransceiver
will be inferred from the molecule type which solves the
addressing problem and also it will avoid self-interference.
However, this will require the production of different types of
biotranceivers which is not that easy from the biological point
of view. Furthermore, scalability problems may arise when
creating a nanonetwork with a large number of biotransceivers.
Otherwise, if all biotransceivers transmit the same type of
molecule, the production of biotransceivers will be relatively
easy despite the fact that it will cause inter-user interference,
addressing and medium access control problems. In our work,
we focus on the physical layer, these challenges about the link
layer will be addressed in future research.

VI. BIOLOGICAL CIRCUIT DESIGN
FOR A BIOTRANSCEIVER

Exploiting the mathematical abstraction provided in
Sections II and III, and the interconnections defined in
Section IV, we design representative biological circuits for
each block of the biotransceiver architecture introduced in
Section V for baseband pulse amplitude modulation.

A. Transmitter

The function of the transmitter is the generation of molecular
concentration signals r(¢) according to the data to be trans-
mitted represented by the bit sequence {b;}. It consists of a
modulator which creates symbols {a;} from the bit sequence
{bi} and a transmission filter g7 (¢). The transmitted signal at
the output of the transmitter can be expressed as

s()= Y axgr (i —kT)

k=0

(23)

where T is the bit duration.
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1) Modulator: In MC literature, there are numerous modu-
lation techniques such as concentration shift keying, frequency
shift keying, pulse position modulation, and molecular shift
keying. Since MC channels are often very slow [13], they do not
support utilization of high frequency carriers. The most suitable
modulations techniques are On-Off Keying (OOK) and M-ary
amplitude modulation, where the information is encoded on the
amplitude of baseband MC signal.

For this design, we adopt M-ary amplitude modulation.
Converting the consecutive bits into different amplitude levels
representing the symbols, requires many parallel biological
circuits. Here we consider a M-ary modulation scheme with
M=4. Since a concentration cannot be negative, all symbols are
positive and equally distant to each other assigned as follows:

4Ao, if (br,br—1) = (1,0)

_ ) 340, if (bg,br—1) = (1,1)
{ack =9 24, if (b, be_1) = (0,1) (24)

Ao, if (br,b—1) = (0,0)

where the Gray coding is used to minimize the error.

To implement this M-ary modulator, we propose the circuit
in Fig. 9 where the concentration of the protein X is the
input of the modulator representing bit sequence {b;} and
the concentration of the protein X3 is the output representing
symbol sequence {a; }. Here we assume that the circuit in Fig. 9
operates as a digital circuit as described in Section III-B.

The basic unit composed of P; and G pair serves as a unit
delay element. When k = i, X, represents the previous input
b;—1 where X represents the input b;. In all the four branches
depicted in Fig. 9, the previous input is compared with the
current input and each branch is activated only for one of
the possible input sequences {(1, 1), (0, 0), (1, 0), (0, 1)},
respectively from the top to the bottom, respectively.

When activated, each branch produces the same output
molecule but with different rates K’i which provides different
amplitude levels as symbols. In ideal case, {ay } is composed of
impulses. However, in the practical biological circuits, accord-
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Py Gg

Fig. 10. Transmit filter biological circuit operates in analog mode and shapes
the modulator output X3 into Xg.

ing to Section III-B, {a} corresponds to consecutive pulses
p'(t) of the form

Kk ooy .

p={mmt ek TR
Kkl —-Ty)  ifr > T
Yx3YM ’ =4

where i € {P,&P3, P4, Ps&Ps, P;&Pg } and the continuous signal
a(t) is expressed as a(t) = Y5 p'(t —kT). Thus, we can
map {ax} to K’i ki /(yx;Ym ). Since ki, Yx,, Y are the same for
all branches, we can find K} as follows Kfz&P3 = 3K O,Kf“ =
KlmeS&PG = 4K107Kf7&P8 =2Kj,-

Here, as the color coding in Fig. 9 indicates, each branch is
using different promoters to establish the orthogonality. Since
the delay of a basic biological circuits unit depends only on the
decay rate of the output protein as specified in Section III-B,
even though the four branches include different promoters, they
have the same delay 7; = [n(2) /yx,. So for all four branches, the
total delay is £7°¢ = In(2) /yx, +In(2) /vx,.

2) Transmit Filter: The symbols {ay } are fed to the transmit
filter g7 (1) which generates a rectangular pulse for each symbol
ideally. In this study, we consider a simple low-pass transmit
filter which corresponds to the activator configuration depicted
in Fig. 10 used in the analog operation mode described in
Section III-A. Using the equation (22), the transfer function of
87(t) can be expressed as

P
Gr(jo) = LR (26)
40y, (jo +yum) (jo+7vx,)

where the output of the transmit filter, i.e., the output of the
transmitter block is y(¢) = a(t) x g7 (¢). Note that since the
modulator block is not ideal, the actual transmit filter g7 (¢) is
expressed as g7 (1) =p(t) * g7 (¢). To guarantee that the transmit
filter operates always in the analog mode, the concentration of
input X3, i.e, the modulated signal a(¢) must be in the linear

range of the Hill function, thus 6y, — 26% >a(t) > 0x,+ 29: 2
should hold.

B. Sensor

Biological circuits can sense a variety of environmental
conditions such as light, temperature, and presence of food or
poison. When there is a change in the environmental conditions,
the rate that the promoters activate the genes changes resulting
in a change in the concentration of proteins.

A basic sensory block can be composed of a single activator
circuit operating in digital mode. When the stimuli is above a
threshold, the output protein concentration will go to high level
while the stimuli is below the threshold, the output concentra-
tion will drop to 0. By this sensor design, an on-off sensor or
a hypothesis testing sensor can be build. An example circuit is
shown in Fig. 11. The sensor design can be extended to more
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Fig. 11. Sensory biological circuit reports the changes in X4 to the processor

by producing the protein Xs.

ﬁj%f

Fig. 12. NOT gate composed of a repressing biological circuit where B is the
logical inverse of A.
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Fig. 13.  AND gate including two promoters which activate the gene collabo-
ratively. By is the logical ‘AND’ of A; and As.

A @®
A e ® B

Fig. 14.  OR gate composed of two parallel circuits which activate the same
gene independently. By is the logical ‘OR’ of A| and A5.

sensitive sensors with higher precision, by combining several
of these 1 bit sensors.

The bit sequence my, represents the output of the sensor block
and corresponds to the concentration of X5. The concentration
of X4 is denoted by d(r) and my is

= {8’0, if d(r) > Oy,

if d(r) < 0x,. @7

C. Processor

The processor considered in this study is composed of logic
gates and memory elements demonstrated to be implementable
by synthetic biology studies [24].

1) Logic Gates: Recently biologists have implemented all
the logic gates in bacteria. Although complex logic gates such
as NAND, NOR can also be constructed by biological circuits,
only NOT, AND and OR gates are described in this paper.

NOT: A NOT gate is a repressor circuit which produces
molecule B when it is not stimulated (See Fig. 12). When the
transcription factor A is present, the promoter is repressed so
the gene becomes deactivated and molecule B production stops.

AND: By the means of the MISO configuration described
in Section IV-B, an AND gate can be constructed using only
a single basic biological circuit unit (See Fig. 13). The gene is
activated only when both of the transcription factors are present.

OR: The OR gate constitutes of two basic biological circuit
units that produce the same output molecule (See Fig. 14).
When one or both of the inputs are present, the output protein
is produced.
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Fig. 15. Processor circuit having two promoters binding to inputs X5 and Xg
which are both required to activate the gene producing X7. This block acts as
an AND gate.
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Fig. 16. Receive filter biological circuit operating in analog mode which
filters the received signal Xg and outputs Xo.

Since there is no isolation between biological circuit units,
designing a circuit with multiple logic gates requires choosing
orthogonal, i.e., noninteracting promoters and genes for each
gate. This orthogonality problem prevents the multiple use
of the same gate. On the contrary, in electrical circuits, it is
favorable to use the same gate for the whole design due to
transistor fabrication simplicity.

2) Memory: Memory in biological circuits is achieved by a
toggle switch which includes two promoters which are effected
by two inducers [9]. One of the two inducers sets the switch into
one of the stable states, and the other sets it to the other stable
state. Then, the toggle switch holds the state even the inducers
are drawn back.

In this paper, an AND gate, combining the sensor data with
the received data is used as the processor as shown in Fig. 15.
For example, the sensor measures the food level. When the
food level is above the threshold, the sensor gives a high output
which allow the processor to transfer the received data to the
transmitter block. Thus, the bacterium relays a message only if
there is food.

D. Receiver

This block identifies the incoming molecular signal, measure
its amplitude and convert the information encoded in the ampli-
tude of the molecular signal to digital bits. For amplitude-based
modulation techniques, concentration band detector circuits
[12] can be used to identify different amplitude levels. The
received signal s(¢) is first passed through a receive filter gg(r)
and y(r) is obtained. Then, the detector determines the intended
bits by thresholding y(z).

1) Receive Filter: In classical communication the receive
filter is used to shape the pulse for optimal detection in the
presence of channel noise. The optimal filter is the matched
filter when the noise in the channel is additive white noise.
However, with biological circuits it is not easy to create the
matched filter. Thus, a low-pass filter illustrated in Fig. 16 is
used as the receive filter to lower complexity of the receiver yet
reducing noise. Using the (22), the transfer function of gg(r)
can be expressed as

P13
Kl k[n

= 46, (jo+ ) (JO+7x)

Gr(jo) (28)
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Fig. 17. Detector circuit compares the filtered received signal X9 with the
activation thresholds of the four branches’ promoters on the left-hand side to
detect which M-ary amplitude level was transmitted. Then, the right-hand side
generates the bit sequence according to the detector concentrations.

where the output of the receive filter is y(¢) = s(7) * gg(r). Note
that to avoid self-interference, the molecules used for r(¢) and
s(t) are different.

2) Detector: In classical communication the output of the
receive filter is sampled and applied to a threshold detector.
In this study, since sampling with biological circuits is not
feasible, we will directly apply thresholding to the filtered re-
ceived signal y(¢). To do so, four parallel branches of biological
circuits are designed as seen in Fig. 17 using activator circuits in
digital mode where the promoter of each branch has a different
activation threshold. If y(r) is above that threshold that branch
is activated and produce the output molecule representing the
bit sequences {my }.

Remembering (24) and assuming each symbol is equally
likely, detection thresholds of each branch expressed as 0p, =
3.5A0, Op,, = 2.5A0, Op 5 = 1.5A0, 6p,, = 0.5A0.

The proteins Xy, X19,X11,X12 are produced for the following
intended bit sequences

Xo — {(1,0)}

Xi0 — {(1,0),(1,1)}

X1 — {(1,0),(1,1),(0,1)}

X2 — {(1,0),(1,1),(0,1),(0,0)} 29)

from which we can deduce how to generate {my } according to
the these proteins. For the first bit of {m }, it is enough to check
X9 and X ;. If they are both present than they activate the gene
G11 which produces a pulse representing the first 1 bit of the
sequence. Then, for the second bit, it is enough to check Xjq. If
it is present, then the gene G, is activated. To adjust the timing
of the second bit, we include an intermediary stage after G»
such that it is expressed as the second bit after the expression of
the first bit.

VII. NUMERICAL RESULTS

In this section, we investigate the operation of the bio-
transceiver proposed in Section VI. The analytical expressions
in time domain given in Sections III and VI are evaluated.

In this study, E. Coli is assumed to be the host bacteria for
the biological circuits since the genetic manipulation of E. Coli
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Fig. 18. Concentration of the input bits Xj, intermediary signal X», and the
output M-ary modulated signal.

is well-studied in synthetic biology literature. The evaluation
parameters are taken from the literature and scaled up or down
in the same order. The promoter activity is x; = 10 [25],
translation rate is k, = 150 h~! [20], protein decay rate is
vy = 4.15 h™! [26], mRNA decay rate 7y, = 10.05 h~! [26],
and bit duration 7, = 30 min. For simplicity we assumed that
decay rates and translation rates for every promoter-gene pair
are equal which in turn equalize the delay of each basic unit.
Also, in the rest of this section, the molecular concentration
signals presented are all normalized such that the maximum
concentration of a pulse representing bit 1 is 1 uM.

Using libraries of genetic parts such as BioBricks [19],
promoter-gene pairs which have parameters in the order of
the designed values can be found. Then, to tune the param-
eters, three different techniques may be used [3]. The first
one is the iterative rational design where the performance is
experimentally evaluated at each step and the system design is
modified until a specific performance requirement is met. The
second technique is creating variants of the same circuits with
different elements such as different promoters and testing all
the variants until a suitable one is found. The third technique is
the directed evolution which is based on mutation and selection.
By using these techniques, the genetic circuit components used
in the abstract circuit design can be mapped to actual promoter-
gene pairs.

A. Transmitter

Let us consider that there are two biotransceivers A and B.
Assume that the processor of A generates a bit sequence by of
two consecutive bits with perfectly rectangular digital pulses
that A encodes and sends to B. Assuming that the bit duration
is T; and the line code is return-to-zero, the input X; and the
output X3 of the modulator described in Fig. 9 are considered
for two consecutive bits “11”. In Fig. 18, it is observed that
the symbol “3” is generated by the modulator according to
(24). Note that the concentration signal representing the symbol
peaks after the second bit finishes which indicates the delay
which is approximately equal to the bit duration of 30 min.

After the symbols are generated the transmitter filter shapes
the pulse as shown in Fig. 19. Here, X3, is the input signal
representing the symbol level and Xg is the output of the
transmitter, i.e., the signal put into the channel r(¢).
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Fig. 20. Concentration of the transmitted signal r(t), the received signal with
noise s(t), and the filtered signal y(t).

B. Receiver

The signal (¢) propagates through a diffusion based channel
and it is distorted by the channel noise assumed to be an
Additive White Gaussian with zero mean and 0.05 uM variance
[27]. In Fig. 20, both the signal given to the channel, r(¢), and
the distorted signal, s(¢), are shown. Furthermore, the output
of the receive filter y(¢) shown in Fig. 20 compensates for the
attenuation in the channel and filters the noise.

The filtered received signal y(z) is measured by the detector
described in Fig. 17 which selects the symbol “3”. Then, it
generates the corresponding bit sequence “117, i.e., the original
information sent by the transceiver A, as shown in Fig. 21. Note
that the generated bits do not have perfectly rectangular shapes
but the existence of two different peaks indicates the generation
of two consecutive “1” bits.

VIII. CONCLUSION

In this paper, a biotransceiver design for MC using genet-
ically engineered bacteria is presented. First, the operation
principles of biological circuits are modeled with RRE and
both the digital and analog interpretations of biological circuits
are provided. Then, the interconnections of basic biological
circuits are defined. Using this mathematical framework, a
biotransceiver architecture tailored for MC environment is pro-
posed. The biological circuit designs for every block of the
proposed biotransceiver are presented. Numerical results show
that biotransceivers have long delays and very low operation
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Fig. 21. The filtered signal s(t) and the signal representing the generated
digital bits dj by the detector.

speeds. However, they can operate in parallel within the small
cell volume. Therefore, genetically engineered bacteria can
achieve a very high computational density in terms of the
number of operations per time per volume [15]. Furthermore,
since the human body already contains billions of bacteria,
usage of genetically engineered bacteria as nanocommunica-
tion devices inside human body will reduce biocompatibility
problems. Thus, genetically engineered bacteria is a promising
candidate for biomedical applications of nanocommunication
networks such as diagnosis and treatment of lethal diseases,
health monitoring, drug delivery, bio-hybrid implants.

APPENDIX

A RRE model is composed of n chemical species {Si,...,S,}
and m chemical reactions {Ri,...,R,}. Each reaction R; has
the following form:

r ro Kb P
vljSl +...+vann\k—v1jSl +...+vann
where in reaction R;, v} ; denotes the stochiometry for S; as a
reactant and vf]- denotes the stochiometry for S; as a product.
When §; participates to a reaction neither as a reactant nor as
a product, then v;; and VZ are assigned 0. The forward rate
constant is denoted by ky while the reverse rate constant by k.
If the reaction is irreversible, then %, is O.

According to the law of mass action, the rate of a reversible
reaction is proportional to the product of the concentrations
of reactant molecules reduced by a value proportional to the
product of the concentrations of product molecules. Hence, the
reaction rate V; for reaction R; is defined as

n , n P
Vi =ke [ ]IS — k]IS (30)
i=1 i=1
where [S;] is the concentration of species S;. Then, RRE model
can be constructed as

dlSi] <
— V. 1<i<
; ;v,j 2 <i<n

d (3D

where v;; = vfj —v;; (i.e., the net change in species S; due to
reaction R;). RRE model devises one differential equation for
each species which is equal to the sum of the rates of change of
the species due to each reaction.



UNLUTURK et al.: GENETICALLY ENGINEERED BACTERIA-BASED BIOTRANSCEIVERS

REFERENCES

[1] I. E Akyildiz, J. M. Jornet, and M. Pierobon, “Nanonetworks: A new
frontier in communications,” Commun. of the ACM, vol. 54, no. 11,
pp. 84-89, Nov. 2011.

[2] U. Alon, An Introduction to Systems Biology: Design Principles of Bio-
logical Circuits. Boca Raton, FL, USA: CRC Press, 2006.

[3] P. E. M. Purnick and R. Weiss, “The second wave of synthetic biology:
From modules to systems,” Nature Rev. Mol. Cell Biol., vol. 10, pp. 410-
22,2009.

[4] C.J. Myers, Engineering Genetic Circuits.
Press, 2011.

[S] H. H. McAdams and A. Arkin, “Gene regulation: Towards a circuit
engineering discipline,” Current Biol., vol. 10, no. 8, pp. R318-R320,
Apr. 2000.

[6] T.Romeo, C. A. Vakulskas, and P. Babitzke, “Post-transcriptional regula-
tion on a global scale: Form and function of Csr/Rsm systems,” Environ.
Microbiol., vol. 15, no. 2, pp. 313-324, Feb. 2013.

[7]1 A. Tamsir, J. T. Jeffrey, and C. A. Voigt, “Robust multicellular comput-
ing using genetically encoded NOR gates and chemical wires,” Nature,
vol. 469, no. 7329, pp. 212-215, 2011.

[8] J. R. van der Meer, “Bacterial sensors: Synthetic design and application
principles,” Synthesis Lectures Synthetic Biol., vol. 2, no. 1, pp. 4-5,
Dec. 2010.

[9] T. S. Gardner, C. R. Cantor, and J. J. Collins, “Construction of a genetic
toggle switch in Escherichia coli,” Nature, vol. 403, no. 6767, pp. 339—
342, Jan. 2000.

[10] S. Basu et al., “A synthetic multicellular system for programmed pattern
formation,” Nature, vol. 434, no. 7037, pp. 1130-1134, Apr. 2005.

[11] G. Karlebach and R. Shamir, “Modelling and analysis of gene regulatory
networks,” Nature Rev. Mol. Cell Biol., vol. 9, no. 10, pp. 770-780,
Oct. 2008.

[12] R. Weiss et al., “Biological circuit building blocks for cellular computa-
tion, communications, and signal processing,” Natural Comput., vol. 2,
no. 1, pp. 47-84, 2003.

[13] M. Pierobon and I. F. Akyildiz, “Capacity of a diffusion-based molecular
communication system with channel memory and molecular noise,” IEEE
Trans. Inf. Theory, vol. 59, no. 2, pp. 942-954, Feb. 2013.

[14] C. W. Mullineaux, A. Nenninger, N. Ray, and C. Robinson, “Diffusion of
green fluorescent protein in three cell environments in escherichia coli,”
J. Bacteriol., vol. 188, no. 10, pp. 3442-3448, May 2006.

[15] H.H. McAdams and L. Shapiro, “Circuit simulation of genetic networks,”
Science, vol. 269, no. 5224, pp. 650-656, Aug. 1995.

[16] R. Alur et al., “Modeling and analyzing biomolecular networks,” Comput.
Sci. Eng., vol. 4, no. 1, pp. 20-31, Jan. 2002.

[17] A. Ay and D. N. Arnosti, “Mathematical modeling of gene expression:
A guide for the perplexed biologist,” Crit. Rev. Biochem. Mol. Biol.,
vol. 46, no. 2, pp. 137-151, Apr. 2011.

[18] G. Yagil and E. Yagil, “On the relation between effector concentration and
the rate of induced enzyme synthesis,” Biophys. J., vol. 11, no. 1, pp. 11—
27, Jan. 1971.

[19] D. Endy, T. Knight, and L. Ha, BioBricks Foundation, 2010. [Online].
Available: http://bbf.openwetware.org

[20] C. M. Austin et al., “Modeling and validation of autoinducer-mediated
bacterial gene expression in microfluidic environments,” Biomicrofluidics,
vol. 8, no. 3, 2014, Art. ID. 034116.

[21] C. Tan, F. Reza, and L. You, “Noise-limited frequency signal transmission
in gene circuits,” Biophys. J., vol. 93, no. 11, pp. 3753-3761, Dec. 2007.

[22] N. Roquet and T. K. Lu, “Digital and analog gene circuits for biotechnol-
ogy,” Biotechnol. J., vol. 9, no. 5, pp. 597-608, May 2014.

[23] M. L. Simpson, C. D. Cox, and G. S. Sayler, “Frequency domain analysis
of noise in autoregulated gene circuits,” Proc. Nat. Acad. Sci., vol. 100,
no. 8, pp. 4551-4556, Apr. 2003.

[24] P. Siuti, J. Yazbek, and T. K. Lu, “Synthetic circuits integrating logic and
memory in living cells,” Nature Biotechnol., vol. 31, no. 5, pp. 448-452,
2013.

Boca Raton, FL, USA: CRC

1281

[25] H. Zhang, Y. Chen, and Y. Chen, “Noise propagation in gene regulation
networks involving interlinked positive and negative feedback loops,”
PloS one, vol. 7, no. 12,2012, Art. ID. e51840.

[26] T. S. Moon, C. Lou, A. Tamsir, B. C. Stanton, and C. A. Voigt, “Genetic
programs constructed from layered logic gates in single cells,” Nature,
vol. 491, no. 7423, pp. 249-253, 2012.

[27] A. O. Bicen and I. F. Akyildiz, “End-to-end propagation noise and mem-
ory analysis for molecular communication over microfluidic channels,”
IEEE Trans. Commun., vol. 67, no. 7, pp. 2432-2443, Jul. 2014.

Bige D. Unluturk (S’12) received the B.Sc. and
M.Sc. degrees in electrical and electronics engineer-
ing from Middle East Technical University, Turkey,
in 2011, and from Koc University, Turkey, in 2013,
respectively. Currently, she is pursuing the Ph.D.
degree with the Broadband Wireless Networking
Lab at Georgia Institute of Technology, Atlanta,
GA, USA, under the supervision of Prof. Dr. Ian
F. Akyildiz. Her current research interests include
nanoscale communications and molecular communi-
cation networks.

A. Ozan Bicen (S’08) received the B.Sc. and M.Sc.
degrees in electrical and electronics engineering
from Middle East Technical University, Turkey, in
2010, and from Koc University, Turkey, in 2012,
respectively. He is currently a Graduate Research As-
sistant in the Broadband Wireless Networking Labo-
ratory and pursuing the Ph.D. degree at the School of
Electrical and Computer Engineering, Georgia Insti-
tute of Technology, Atlanta, GA, USA. His current
research interests include molecular communication
and nanonetworks.

Ian F. Akyildiz (M’86-SM’89-F’96) received the
B.S., M.S., and Ph.D. degrees in computer engi-
neering from the University of Erlangen-Nurnberg,
Germany, in 1978, 1981, and 1984, respectively.
Currently, he is the Ken Byers Chair Profes-
sor in Telecommunications with the School of
Electrical and Computer Engineering and the Di-
rector of the Broadband Wireless Networking
Laboratory and Chair of the Telecommunication
Group at Georgia Institute of Technology, Atlanta,
GA, USA. Dr. Akyildiz is an Honorary Profes-
sor with the School of Electrical Engineering at Universitat Politecnica de
Catalunya (UPC) in Barcelona, Catalunya, Spain, and founded the N3Cat
(NaNoNetworking Center in Catalunya). Since September 2012, Dr. Akyildiz
has also been a FiDiPro Professor (Finland Distinguished Professor Program
(FiDiPro) supported by the Academy of Finland) at Tampere University of
Technology, Department of Communications Engineering, Finland. He is the
Editor-in-Chief of Computer Networks (Elsevier), and the founding Editor-
in-Chief of the Ad Hoc Networks (Elsevier), the Physical Communication
(Elsevier), and the Nano Communication Networks (Elsevier). He is an ACM
Fellow (1997). He has received numerous awards from IEEE and ACM. His
current research interests are in terahertz band communication, nanonetworks,
software defined networking, 5G cellular systems, and wireless underground
sensor networks.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues false
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo true
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


