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Bioelectricity-integrated gene and reaction networks (BIGR) were modeled using the Bio-
Electric Tissue Simulation Engine (BETSE) software program. Details regarding discretiza-
tion of equations and computational grids can be found elsewhere [1]. BETSE has been ex-
tended, allowing creation of user-defined substances, the construction of regulatory network
models by specifying regulatory relationships between substances, substance participation
in standard chemical reactions, substance transmembrane transport reactions, and to allow
a substance to gate ion channels and modulate the activity of other model elements such as
gap junctions. The following supplies theoretical details relating to model details, ion chan-
nel, ion pump and transporter dynamics, and BIGR network models presented in the main
text.
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1 Model Details
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Figure 1: The general forms of geometric models explored in this work. Model geometries included: single
cell models (panel A); a circular cell cluster of variable number of gap junction connected cells, one cell layer
in thickness, with an internal patch of cells (red cells in B) in which Vj,y, is different in the patch due to
a difference in the sodium to potassium membrane permeability ratio (P)%, : PX,, ) for cells in the patch
(panel B); and an elliptical cell cluster of variable number of gap junction connected cells, one cell layer in
thickness, with an initial condition of an asymmetric concentration of a specific chemical substance (panel
Q).

Model Geometries

As shown in Fig 1, simulations utilized three different classes of model geometries: (1) sin-
gle cell models were used to explore fundamental relationships between V., and cytoso-
lic concentrations defined in regulatory networks (Fig 1A); (2) the direct, instructional in-
fluence of Vj,.m on regulatory network state and associated positional information profiles
was explored using a circular shaped cell cluster with an internal patch of cells (red cells
in B) in which a transient Vj,., perturbation was applied by temporarily altering the ratio
of the sodium to potassium membrane permeability ratio (P)%, : PX, ); and (3) emergent
Vinem regenerative dynamics and patterning were explored in simulations using an ellipti-
cal cell cluster, which has a small, initial asymmetric concentration of a chemical substance
(panel C). Cell clusters were constructed from a randomly perturbed hexagonal lattice of
seed points which were used to construct a Voronoi diagram, and contained from 1 to 500
cells (models measuring 20 to 500 pm in length).

Model Initial Ion Concentrations

The initial value of ion concentration inside cells and in the environment are summarized
in Table 1. Initial values in the extracellular space were also used as a fixed concentration
applied to the global boundaries. Simulations begin with net charge in cells and the environ-
ment equal to zero and Vi, =0.0 mV.

A summary of commonly used symbols and constants is provided in Table 2.
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Ton Intracellular (%%l) Extracellular (’;’:1—031)
Na* 8.0 145.0
K* 125.0 5.0
cr 20.0 105.0
CaZ" 1.0e™ 1.0
HCO;~ 13.0 36.0
P 100.0 10.0
H” 4.0 4067
ATPEZ 25 0.0
ADPY" 015 0.0
Pil- 0.15 0.0

Table 1: Initial values of default concentration inside cells and in the environment used for all simulations.

Symbol Description Value Units
F Faraday Constant 96,485 %
R Gas Constant 83145 ¢ rL 5l
T Temperature 310 K
i Substance index

Vinem Transmembrane potential mV
P; Chemical flux of substance i ;”l—zoi
p Rate of reaction b mT‘)l
[A] Concentration of substance A ”'7’1—%’
Z Charge of substance i
P; Membrane permeability to substance i n

AG° Change in Gibb’s free energy under standard conditions ﬁ

Kegm Equilibrium constant for reaction
K; Half-max rate constant for substance i %03[
Wi Electrochemical potential of substance i ﬁ

Table 2: A summary of mathematical symbols and constants commonly used in the supplementary material.
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2 Defining Equations of BIGR Networks

Ion pumps and transporters were modeled as reactions occurring across membranes. The
equilibrium constant for the ion pump or transporter reaction was stated in terms of the
standard Gibbs free energy change:

AG
Kegm = exp <— RT > 1)

The definition for free energy change of a general chemical reaction was taken as [2]:

AG = Zaiyi — Za]y] (2)

prod; reactj

However, instead of chemical potential, the electrochemical potential of each reactant or prod-
uct was utilized, which assumed voltage to be zero outside of the cell, meaning the voltage
inside the cell was equivalent to the value of Ve

Wi =po+z FV 3)

2.1 Specific transporter/ion pump models
Organic Cation Transporter OCT3

The OCT3 is a facilitated transporter for cationic monoamines such as serotonin and acetyl-
choline, and is found expressed outside of the brain [3-5]. The overall reaction utilized for
the OCT3 transporter moving serotonin (5HT ) was:

5HT), S 5HT), (4)

The electrochemical potential for SHT ' inside and out of the cell was defined using Eq 3,
the reaction free energy change was estimated using Eq 2, and using the definition of the
reaction equilibrium constant from Eq 1, the transporter equilibrium constant was expressed
as:

-z FV,
Kegm = exp <5HIT{ T mem) 5)

with zsyr = 1.0.
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Note that Eq 5 embodies the logical premise that transport of a positively charged substance
from the environment to the cell is more favorable for a negative V., and vice-versa for
negatively charged substances. Consistently, the reverse direction of transport out of the cell
to the environment is favored for negatively charged substances moving from the environ-
ment to the cell with more negative V.

The final rate expression for the flux from the reversible OCT3 transporter is:

@OCTS = (Dmﬂx f— _ [5HTemv] Kr—
OCT3 1+ ( 15HTow] exp(—zsuT F Vinem /R T) L+ (15Tl
K;H Tenv KEHTCB”

(6)

with Q% = 1.0e~8 mol /m?s, K;HT“’” = 1.0e3 mol /m3, K2HTell — 1.0e=2 mol /m3.

Consistent with the above model, the OCT3 transporter has been experimentally found to be
Vinem sensitive [5].

Sodium-potassium adenosine triphosphatase ion pump Na*/K*-ATPase

The overall reaction utilized for the Na*/K*-ATPase pump was:

3Naly +2Kj, + ATPY, = 3Naf, + 2K, + ADP

cell

o+ Pi, (7)

c cell

Using Eq 2, the overall free energy, AGpump, for the Na*/K*-ATPase pump reaction was
expressed:

The reaction quotient of the pump was expressed (with substance concentrations converted
to mol/L):

[ADPcell] [Picell] [NaenvP [Kcell]2
[ATPcell] [Nvacell}3 [Kenv]z

Q= ©)

Using Eq 5 an expression for the Na*/K"-ATPase pump reaction equilibrium constant in
terms of the standard free energy for ATP hydrolysis and cell Ve, is:
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—AGYrp+FV,
KNakarp = €Xp ( ATII; T mem) (10)
where AGYrp = —36.0e3 ] /mol was utilized.

An estimate for the rate of the reversible enzymatic pump reaction follows as:

Q
PnakaTP = PNakATP (Vf —g T (11)
eqm

where:

cATP (CNllin)3 (cKow)Z
rp= Karp Kna Kk . (12)
(1+ 4T8) (14 (N) )1+ (Fe))

4D [ (] ) (“("”)2

Ty = ' (13)
(1+ [ADP])(1+ [Pl}) = (1+ ([Naom}> )(1+([§;}> )

Kapp

Values for the constants Ky, = 5.0mol/m3, Kx = 0.2mol/m? and KATp = 0.15mol /m?
were obtained from [6]. Reverse reaction constants K,pp = 1.0 mol /m?, Kp; = 1.0 mol /m?3,
Kngo = 140 0mol/m3 and Kg; = 120.0 mol /m® were estimated. Values of Pk arp = 1.0e —
7 mol /m? s were roughly calibrated to Na*/K*-ATPase pump rates reported for Xenopus
oocytes ([7]).

The Vyyen-sensitivity of the Na* /K*-ATPase ion pump (which is related to increased cytosolic
Na® levels with V., depolarization via increased Na* membrane permeability), consistent
with the above model, has been experimentally noted [8, 9].

Divalent metal transporter DMT1

The overall reaction utilized for the DMT1 transporter assumed the transporter to be func-
tioning in an H*-independent transport modality, valid for pH 7.4 of the modeling context
[10], and was:

24+ 2+
Fe, < Fece”

(14)
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Following the same theoretical process as used for pumps and transporters discussed pre-
viously, the final rate expression for the flux from the reversible DMT1 transporter was de-
scribed by:

( [F;env] ) Eew% ( [F;celﬂ )

max €env r

omr = Pomr ((1 + ([{3@)) - (exp(zFevaem/R T)) (1 + (B )) (15
f

with zp, = 2.0, Fe[33ir1 = 5.0e 8 mol /s m2, Kf = 0.6e 3 mol/m3, K, = 1.0e 2 mol/m?>, ap-
proximately based on the parameters of the H"-uncoupled Fe** transport mechanism de-
scribed by Mackenzie et al. [10].

The Vyem-sensitivity of the DMT1 transporter consistent with the above model has been ex-
perimentally noted [10].

Sodium-dependent serotonin transporter SERT

The overall reaction utilized for the SERT transporter was:

Naj,, +5HT,, + Cl,,, + K, S Nat, +5HT, + CI,

cell

cel cell + K;w (16)
Following the same theoretical process described for other reversible pumps and trans-

porters described above, the flux from the SERT transporter was described as:

Dstr = Oty (11— o) 17)
eqm
Where:
Q [Nacell] [SHTcell] [Clcell] [Kenv] (18)
[Naenv] [SHTenv] [ env] [Kcell]
Kgqm =1.0 (19)

([I\Iffcezﬂ) ([SII;ITCezz]) ([(Zggu]> ([Igé,,v])
Na 5HT cl X
Tf= (1+ %) (1+ ([SHTMI})) (1+ ([Clm:])) (1+ ([Kenv])) (20)

Ksur




Pietak and Levin Supporting Information S1

(Beat) (56) () () on

" () o (S (5

Where @757 = 5.0e — 8 mol /m?s, Kna = 1.0 mol /m3, Kspyr = 1.0e3 mol /m3, Kc; = 1.0 mol /m?3,
Kg = 1.0 mol/m3, Kngo = 1.0 mol/m3, Ksyr, = 1.0e=2 mol/m3, K¢j, = 1.0 mol /m?3, and
Kg, = 1.0 mol/m?3, all parameters estimated.

The Vyen-sensitivity of the SERT transporter under conditions of low extracellular CI" and
absence of Cl" related transporters, consistent with the above model, has been experimentally
reported [11, 12].

2.2 Specific Ion channel Models

In BETSE, the behavior of any ion channel is handled by determining how the membrane
permeability for specific ions (Pfh‘m) is altered by the activity of the ion channel, and in turn
effects on transmembrane flux by ion channel activity may affect Vj,n, as described in the
main text. For all K* channel models described below, zx = 1.0.

KCNK9 and “K+ Channel” Potassium Leak Channels

Here the KCNKO is taken as a specific example of a K* channel with minimal voltage sen-
sitivity, although a number of potassium leak channels exist in the tandem pore domain K*
channel family [13]. Potassium leak channels are also referred to as simply “K* Channel” in
the main text, and are equivalent to the KCNK9 channel model. The K* flux for the KCNK9
or “K* Channel” is modeled assuming that the channel has a fixed K* membrane permeabil-
ity pII<<CNI<9 — pII<<Channel = 5.0e8 m/s:

11 2k Vipem F

pkenko _ 2K Vinem PRENKS. i — o exp (_KT) "

Koo RT v F (22)
1—exp (‘721( RT )

While the tandem pore domain K* leak channel family channels have minimal voltage sen-
sitivity, they are subject to regulation by a wide range of potential substances [13-15], which
may be accounted for in BIGR network models.
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Kir2.1 Inward Rectifying Potassium Channel

The Kir2.1 channel was modeled in terms of a voltage-sensitive cytosolic Mg?* ion block of
the channel [16, 17], using the following formula to describe channel activity:

. cell _ .env _ 2k VmemF
zK Vinem F PET21 [ €k — - €xp ( RT

(I)KirZ.l — .
K RT 1— exp (-%) ( )
i 1

P[I((er.l — Kmax ﬁ (24)

1+ <KM5>

[ —Vinem Z?\]/If F

Kir2.1 _ o <

g™ = KmgeP | — 7 (25)

Here P = 6.7e1%m/s, [Mg] = 0.5 mol/m3,K§’wg = 0.025 mol /m?, and zi{é =1.5.

ATP-Sensitive Inward Rectifying Potassium Channel (K-ATP, Kir6.1, Kir6.2)

The ATP-sensitive K™ Channels are inward rectifying potassium channels Kir6.1 and Kir6.2.
In this work, we apply ATP co-regulation to the base model of Kir2.1, to obtain a K* flux
component approximating the behavior of a K-ATP channel described by:

. cell _ .env _ zkVmemE
pyrekir (el — cf exp( s

GATPKir _ “K Vinem F (26)
K R T 1 —ex (_ZKVmemF)
p RT
PATPKir — Pmux 1 1 (27)
. A (L )4 s
ngr"gKW KII\Q;II‘;PKir
. . Ve 2 F
K]z(\/}éPKzr _ K;\l/gklro exp % 28)

Here P = 6.7¢ %m/s, [Mg] = 0.5 mol/m?’,K]“VIg = 0.025mol /m3, and zi{é = 1.5 and

ATPKir __
KATPKir — 10,

10
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Kv1.5 Voltage-Sensitive Potassium Channel

The delayed rectifier Ky1.5 calcium channel presented herein was based on the Hodgkin-
Huxley style model of Philipson et al. [18], which defines m;ys, mtay , hing and hiay as four
functions of V,,ei:

Ming = 1.0/ (14 exp(—(Vinem + 6.0)/6.4))
Mgy = —0.1163 Viyer, + 8.33

29
hinf = 10/(1+€xp((vmem+253)/35)) ( )
hfﬂbl - _15.5 Vmem + 1620.0
Where the parameters m and / change in time according to:
?Lm Mg —m
ot Mgy
30
ot B htau
And are used to modulate the membrane permeability to K* ions as:
P& = PP mh (31)
The Kv1.5 channel produces a component of transmembrane K* flux described by:
Kvl.5 Ccell — M ox _ 2kVimemF
o= RT 2k VinemF (32)
1—exp <—7K i )

Here P'™ = 6.7¢ 2 m/s.

Voltage Clamp simulations of the K,1.5 channel model

We found that voltage-gated channels such as the Kv1.5, are highly dynamic, and that the I-V
curves resulting from a particular simulated voltage clamp protocol can vary significantly in
form. In our simulations, we found this to primarily be the case for the Kv1.5 channel model
and not the KCNK or Kir channel models.

The primary voltage clamp protocol utilized to explore channel I-V curves in the main manuscript
utilized a hold voltage that changed sequentially as a function of time, spending 2 seconds

11
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Figure 2: Hold voltage as a function of time for “primary” voltage clamp protocol used to study the steady-
state behavior of ion channels discussed in the main text.

at each voltage in a series of voltages separated by 1 mV and running from -120 mV to + 40
mV. The temporal form of the voltage in our primary voltage clamp simulation assumed the
form shown in Figure 2. The objective of our primary voltage clamp protocol was to inves-
tigate the true steady-state behavior of our modeled channels, in order to understand how
these channels may alter resting V., in somatic systems.

Following a similar protocol to the one used in the experiments of McKay and Worley in [19]
to obtain “instantaneous activation” I-V curves for Kv1.5 channels, in our simulations, we
utilized a secondary voltage clamp protocol such that the hold voltage changed according
to a duty cycle as a function of time, spending 2 seconds at -80 mV, followed by 0.1 s at a
depolarized voltage in a series where a “recording” of K+ current was taken at the 0.1 s point,
before returning the voltage to -80 mV. The temporal form of the voltage in our secondary
“voltage clamp” simulation assumed the form shown in Figure 3.

Using both primary and secondary voltage clamp protocol to simulate the I-V curves of the
Kv1.5 channel, we found that the primary voltage clamp protocol reproduced the expected
steady-state behavior of the channel (Fig 4A), whereas the secondary voltage clamp protocol
closely reproduced the form of the I-V curves obtained by McKay and Worley [19] (Fig 4B).

Cay1.2 calcium channel

The L-type Cay1.2 calcium channel was based on the model of Avery et al. [20], which defines
Minf, Miau , Ning and hiay as four functions of Viyep:

12
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Figure 3: Hold voltage as a function of time for “secondary” voltage clamp protocol designed to follow the
electrophysiology methods of McKay and Worley (2001) [19].

1.2 1.2
- BETSE - BETSE
1.0 o) e0e m_infth_inf 1.0f eee McKay Fig 8A
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£ £
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Figure 4: Different I-V curves are obtained for the Kv1.5 channel model when simulated using the “pri-
mary” voltage clamp protocol (panel A) or the “secondary” voltage clamp protocol (panel B). Red cir-
cle series in panel A represents a sampling of the 'm_inf*h_inf” series representing the Philipson et
al Kv1.5 channel model’s steady-state behavior (original curves are available from Channelpedia from
http://channelpedia.epfl.ch/images/89.original). Red circle series in panel B represents experimental data
points for the Kv1.5 channel instantaneous activation I-V curve obtained from the control data series of Figure
8A in McKay and Worley (2001) [19].

13



Pietak and Levin Supporting Information S1

Minr = 1.0/ (1 +exp((Vipem +30.0)/ —6))
Miqy = (5.0 + 20.0/(1 + EX}?((Vmem + 25.0)/5)))
hing = 1.0/ (1 + exp((Vinem + 80.0)/6.4))

htay = (20.0 +50.0/ (1 + exp((Vinem +40.0)/7)))

(33)

In BETSE we use these four functions to describe the membrane permeability to calcium ions
as a function of time and V,,;;;, where:

aﬂ:minf—m

ot Mgy
4
at B htuu
and:
PCuVl 2 Pmax h (35)

During each time-step, the membrane permeability would be updated according to Eqs 33,
34, 35 and the flux contribution for this specific channel would be calculated using:

ll ﬂVm{’an
PLV12 — 2ca Vinem F PGV ( CCa — CCa €XP (_ZC RT ) ) (36)
R T HVmEWIF
1—exp ( =Copmem = )

Where z¢, = 2.0 and P2 = 1.0e ¥ m/s .

2.3 Metabolism

The Na*/K*-ATPase ion pump interfaces with cell metabolic processes via the hydrolysis of
ATP. In all models, a very basic, irreversible metabolic reaction was utilized to replenish ATP
consumed by the Na*/K*-ATPase ion pump:

ADP + Pi — ATP (37)
[ADP] [Pi]
Vimetabolism = rma;cb 1i Kapp Kr: (38)
metabolism [ADP] [pl]
1+ Kapp 1 Tx
where r7%%, . = 0.126 mol/m3s , Kapp = 0.1mol/m? and Kp; = 0.1 mol / m®.

14
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3 Network Models

3.1 Anterior-posterior polarity control network

The anterior-posterior polarity control network is a BIGR network describing the scale-invariant
regeneration of an instructive V., depolarization, as described and analyzed in the main
text.

Table 3 provides basic information about the additional substances included in the network
model (i.e. substances added in addition to core ions, ATP and ADP that are present by
default in all models with information listed in Table 1), Table 4 provides growth and decay
expressions for each substance of the network model.

All equations for the anterior-posterior polarity control network model were programmat-
ically generated from mathematical template equations on the basis of user-specified input
data in the form of a BETSE configuration file. The configuration file that can be used with
BETSE to run the anterior-posterior polarity control network is supplied as Supporting In-
formation S2.

Substance Charge GJ permeable?  Growth/decay? Dgj[m2/s]  Dyep [m2/s]  Initial C,; [mM]  Initial Cepp [mM]

A -2 True True 1.0e~12 0.0 0.0 0.0
B 0 True True 1.0e~12 0.0 0.0 0.0
X 0 False False 0.0 0.0 0.5 (gradient) 0.0

Table 3: Substances of the anterior-posterior polarity control network. The general ions Na*, K*, Cl-, Ca%*,
HCOj3", P, and the substances ATP, ADP and Pi were included in the model, with properties listed in Table
1.

Substance  Activators Inhibitors Rate Equation Parameters
) R = 2.5¢ 2 mol /m3s
A None None T =10 — 5, [A] ) 5
o4 = 1.00e™“ mol/m’s
(ﬂf K,A\:O.50mol/m3
B A None rg = g™ < E/[*A] )g> —0op[B] % = 25072 mol /ms
+( &

og = 2.5¢~2mol /ms

Table 4: Growth/decay expressions for the anterior-posterior polarity control network.

Channel Ions Regulation Channel Flux Expression

cell _ env _ zgVmemF
zK Vinem FP%C’”’""CI K K EXP( —RT
RT 2k Vmem F
1—exp (* T)

K" channel K7 ‘B’ and "X’
PKChanm’l — pmax 1 5 1
K K () 1+(£2)

Kz Kx

Ppo* =1.33¢ — 10m/s, Kg = 0.5mol /m?, Kx = 0.5mol /m>

Table 5: Channels of the anterior-posterior polarity control network.

15
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3.2 Emergent V., patterns network

The emergent V., patterns network describes the spontaneous emergence of non-trivial
Vinem Patterns in a collective of gap junction coupled cells, as presented and analyzed in the
main text. Table 6 provides basic information about the substances included in the network
model (i.e. substances added in addition to core ions, ATP and ADP that are present by
default in all models with information listed in Table 1), Table 7 provides growth and de-
cay expressions for each substance of the network model, and Table 8 provides information
about the ion channels included in the network.

All equations for the emergent V., patterns network model were programmatically gener-
ated from mathematical template equations on the basis of user-specified input data in the
form of a BETSE configuration file. The configuration file that can be used with BETSE to
run the emergent V;,.,, patterns network is supplied as Supporting Information S3.

Substance Charge G]J permeable Growth/decay Dg; [m2/s] Dinem [mZ/S] Initial C.,;; [mM] Initial C,;, [mM]
A 2 True True 1.0e712-1.0e"1 0.0 0.5 (gradient) 0.0
B 0 True False 1.0 13 0.0 0.5 0.0

Table 6: Substances of the emergent V., patterns network. The general ions Na*, K*, CI", Ca?>*, HCO;", P,
and the substances ATP, ADP and Pi were included in the model, with properties listed in Table 1.

Substance Activators Inhibitors Rate Equation Parameters
™ = 1.00e
A None None ra =1 — 5, [A] A )
J4 =1.00e”

Table 7: Growth/decay expressions for the emergent V., patterns network.

Channel Ions Regulation Channel Flux Expression

cell _ env _ zgVmemF
2K Vinem FP]I((C}zammI <CK i L’Xp( ES
RT

ey (- T

K* channel K* A
P]I((Chmmel — P[r(rmx < TA] .
1+(4)

A

PPo* = 1.33e — 10m /s, Ko = 0.5 — 0.75mol / m®

Table 8: Channels of the emergent V¢, patterns network.

16
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