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Figure S1: Time series bodily concentrations after initial exposure to an environment with a constant
concentration of 1,2-dichloroethane. (A) The full body concentration of chemical as a function of time. The
black, red, and blue curves represent the average accumulation of chemical throughout the body in the 7C,
6C, and 1C models, respectively. The error bars represent the standard deviation in the concentrations at
each time point from n=103 simulations. For each simulation we varied the body parameters tested in the
sensitivity tests over a log-normal distribution with a mean equal to the literature-derived values. (B) The
chemical concentration in the brain as a function of time for the 6C (red) and 7C (black) models. (C) The
chemical concentration in the gonads as a function of time for the 6C (red) and 7C (black) models. (D) The
chemical concentration in the liver as a function of time for the 6C (red) and 7C (black) models.
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Figure S2: Relaxation dynamics of the PBTK models, exposure to 1,2-dichloroethane . (A) The kernel
density plot of the relaxation half-lives of the whole-body chemical concentrations in the 7C (black), 6C (red),
and 1C (blue) models. The sample populations of half-lives were taken from n=10% simulations varying the
body parameters in a fashion similar to that described for Fig. 4 of the main text. The differences in the
means from the 7C vs. 1C and 6C vs. 1C are statistically significant (p j 0.01, Student’s t-test). Note that
the relaxation half-lives are plotted on a log;o scale. (B) The kernel density plot of the relaxation half-lives
of the whole body (black) and tissue-specific chemical concentrations for the brain (red), gonads (blue),
poorly perfused tissue (green), richly perfused tissue (orange), liver (purple), arterial blood (magenta), and
venous blood (cyan). Note that the relaxation half-lives are plotted on a logyg scale. (C) The kernel density
plot of the relaxation half-lives of the whole body (black) and tissue-specific chemical concentrations for the
brain (red), gonads (blue), liver (purple), other tissues (green), arterial blood (magenta), and venous blood
(cyan). Note that the relaxation half-lives are plotted on a logyq scale.
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Figure S3: Relaxation dynamics sensitivity analyses. Each model was run 1000 times varying each of the
indicated body parameters using a logs normal distribution with an average equal to the literature-derived
value similar to the sensitivity analyses presented in section 5. From these 1000 simulations we calculated
the variance in the relaxation half-lives for the whole body and each of the individual tissue compartments.
These variances are presented as a set of heat maps with the colorbar based on the logig of the variance.
The hotter the color, the more sensitive the relaxation of that compartment/whole body concentration is to
changes in the magnitude of the parameter. The results for the 7C model are presented in A, 6C model in
B, and 1C model in C.



2 Generalized Conceptual Model for an Organ with Metabolism

Before designing the physiologically-based toxicokinetic models, we must first examine the
conceptual basis for such models. On an organismal scale, such models typically include different
tissues and organs as a system of connected, well-mixed tanks (Fig. S4) [Peters, 2012]. The
chemical is ingested and enters the organism’s arterial blood. The chemical in the arterial blood
can then be distributed to each of the organs. Some of the chemical can also leave the organs in
venous blood, which can then potentially exit the body or be recycled into the arterial blood.
Alternatively, in tissues and organs such as the liver and kidneys the chemical can either be
transformed or metabolized, removing it from the system.
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Figure S4: An example diagram depicting a well-mixed tank toxicokinetic model for an organism.

However, the organism-level depiction does not take into account the biological mechanics of
transferring the chemical from the arterial blood into the organ or tissue and back into the venous
blood or removed through biotransformation or metabolism. When a chemical in the arterial
blood reaches a tissue, it must first filter down into the capillaries, which have thin walls to make
transfer out of the blood easier (See Fig. S5). The chemical can then transfer from within the
capillaries into the interstitial fluid and back. Chemical in the interstitial fluid can then enter the
cell membranes and bulk cellular material and pass to and from the tissue cell’s cytoplasm. It is
within the cytoplasm in which the chemical may be metabolized, if that possibility exists for the
given tissue.
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Figure S5: Cartoon depicting the relationship between the cardiovascular system (red and purple tubes and
dotted arrows) and a generic organ (grey mass).

We can simplify the biological cartoon of Fig. S5 into a diagram (Fig. S6). Within this depiction
the chemical localized in the subcompartments shaded grey (the capillary blood, interstitial fluid,
bulk cellular material and cytoplasm) are considered to contribute to the total chemical
concentration of the organ.

However, one thing to keep in mind is this model is supposed to be a single tank containing both
bound (Cpg) and free (Ceqp, Cr and Cyy) chemical. The subcompartments as drawn in Fig. S6
represent different “states” of the chemical rather than actual, measurable volumes. As such, the
change in the total amount of chemical in the organ can be described as:

dCr - dcC, dCp

dCr dC,
abr _ cy cap
V=g = Vg T Vg TV HVr—y,

(S1)
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Figure S6: Cartoon depicting the relationship between the cardiovascular system (red and purple tubes and
dotted arrows) and a generic organ (grey mass).

where V7 is the volume of the organ and Cr is the concentration of the chemical in the organ,
and the remaining V' and C terms represent the volumes and chemical concentrations in the
cytoplasm (cy), bulk cellular material (B), interstitial fluid (I), and capillaries (cap). The
contributing terms in Eq. S1 are defined as:

Ve T By FCuay + Orun - — g
VT% = Cegpwi,+ — Crwi,— + Cpwy — — Cegpwo 4
VT% = Crwa 4+ — Cpwa — + Ceywz - — Cpws 4
Vel Gy — Gy, — Coghine

where F' is rate of blood flow through the organ and Cl,; is the arterial concentration of the



chemical. These definitions can then be substituted into Eq. S1:

VT% = FCart - FCcap - Ccykmet (82)
If we assume chemicals in the interstitial fluid and cytoplasm are “free”, then the concentrations
of the chemical in the capillaries, interstitial fluid, and cytoplasm are equal at steady
state [Peters, 2012]. We can then replace the variables C¢,p and Cey in Eq. S2 with Cfyee, where
the new variable denotes the concentration of free chemical in the total organ, ignoring the
distinction between subcompartments. This leaves us with the expression:

VT% = FCart - Fcfree - Cfreekmet (83)
For a final step, we want to relate the concentration of free chemical to the total concentration in
the organ. This is done by the organ’s tissue-blood ratio, Pr. Pr is the ratio of the total
concentration of the chemical in the organ to the concentration of the chemical in the venous
blood exiting the organ, and depends upon the water/octanol ratio of the chemical and the lipid
and water content of the tissue. At steady state the concentration of the chemical in the exiting
venous blood can be approximated by using the concentration of the chemical in the capillaries,
or the free chemical concentration in the organ, C'c.. As such, the tissue-blood ratio can be
defined as:

Cr
P p—
g Cfree
which, in turn, can be substituted into Eq. S3:
dCr F 1
Vp—— =FCyy — —Cpr — —Crk S4
T dt art PT T PT T hmet ( )

From this we can obtain the ODE for any organ compartment that includes some form of
metabolism or biotransformation. For organs without any means of chemical elimination besides
returning it into the venous blood, the final term can be excluded.

3 Toxicokinetic model equations
3.1 7-Compartment PBTK model equations

The system of ODEs and parameters for a fish whose physiology is represented by 7 distinct,
connected compartments. Its design is from the physiologically-based toxicokinetic model of
Zebrafish (Danio rerio), based on the model and parameters given in Péry, et al. [Péry et al.,
2013]. The change in the concentration of a chemical in organ i = brain, gonads, poorly perfused
tissues, and richly perfused tissues via blood flows is described by:

dc; F; C;
dt - Vz (Cart - R) (85)




where C; is the chemical’s concentration in organ ¢, Cy, is the chemical’s concentration in arterial
blood, F; is the fraction of blood flow in organ i, P; is the partition coefficient between organ i
and blood, and V; is the volume of organ i. The change in concentration of a chemical in the
liver, accounting for fish blood circulation and possible metabolism, is described by:

ac; 12 Fiv Civ F, on C on Civ Fr OT Civ kme Civ
o S (g, Q) S (Caon Gy St (G Clio) Rt (Chin) - g
dt Wiv Pliv ‘/liv Pgon Pliv Vliv Prpt Pliv Wiv Pliv

where the first term describes the change in concentration due to flow between liver and blood,
and the second and third terms describes changes in concentration due to flows between liver and
either the gonads or richly perfused tissues. The fourth term describes the removal of chemical
from the system due to metabolism. The change in the chemical’s concentration in arterial blood
is described by:

dC, F,; Fy; F, F, F, F
art — gill CH2O . ( liv T+ gon + rpt + ppt + brn> (Cart _ Cven) (87)
dt Vart Vart

where the first term describes the change in concentration due to flow between blood in the gills
and the surrounding water. The next term describes changes in chemical concentration in arterial
blood due to flow into or from different organs. « is a the assimilation efficiency of the chemical
and is defined by:

0.5771og(Kow) — 0.281 log(Kpy) < 4.7
a= log(0.8) 4.7 <log(Kow) < 6.75
—0.73110g(Kow) + 4.84  log(K,y,) > 6.75

Finally, the change in the chemicals’ concentration in venous blood is described by:

deen o ngll Fliv Cliv Fggon Cliv
dt B “ Vvenwa Cven ‘/ven Cven -Pliv V;)en Cven -Pliv (88)
F, rp Cliv F, ppt Cppt F brn Cb'rn
- Clpen — - Clpen — 222L) — Clpen — 21 59
‘/ven < e Plzv) ‘/Uen e Pppt V;)en ‘ Pbrn ( )

where the first term describes the change in concentration due to flow between venous blood and
the gills and the subsequent terms describe changes due to flow from different organs. Fy,, is the
blood:water partition coefficient. Fi;; is the flow rater of water through the gills.

The physiologically-based pharmacokinetic (PBPK) model includes 28 parameters. The
body-specific parameters include:



Parameter Description Value ‘ Unit

Fyrn, Blood flow in brain 0.010175 | pL/s
Fyon Blood flow in gonads 0.01221 | uL/s
Fppt Blood flow in poorly perfused tissues 0.12469 | uL/s
Fipt Blood flow in richly perfused tissues 0.034225 | puL/s
Ey, Blood flow in liver 0.0037 | pL/s
Vart Volume of arterial blood 5.716 nl
Voen Volume of venous blood 11.431 pL
Virn Volume of brain 7.502 pL
Vgon Volume of gonads 182.189 L
Vopt Volume of poorly perfused tissues 788.771 L
Vept Volume of richly perfused tissues 53.585 pL
Viio Volume of liver 22.506 uL
Fyin Volumetric flow rate of water through the gills 9.167 uL/s

The values for the blood flow in the different organs are calculated as:

Forn = fornftot
Fyon = fgonftot
Fopt = frot — Forn — Fgon — Frpt — Flin
FTpt = frptftot
Fliv = friv ftot

Where fiy is the total blood flow rate throughout the body and f; are the scaled blood flow rates
for each tissue compartment. The values for the volume of the compartments are calculated as:

mpMiot
Vart = 0.33 2
p
MpMitot
Vien = 0.67——=
0
_ MprnMtot
V;)rn = -
P
m m
_ gon!lttot
Vgon = -
p
_ (1 — Mp — Mprn — MGON — My — mrpt)mtot
Vopt =
P
_ MyptMiot
Vip = ————
P
_ MpiuMiot
‘/liv =
P

where the value of the average density of the fish’s body, p, is assumed to be 1 mg/uL. Finally,
the value for F;; is a simple scaling of f,: to appropriate units:

ngll = fwat X 103

10



Parameters given by Péry, et al. [Péry et al., 2013] include:

’ Parameter \ Description Value - male | Value - female \ Unit ‘
fear Cardiac output - (0.5g/26°C) 11.1 11.1 pL/min
forn Scaled blood flow - brain 0.055 - -
fgon Scaled blood flow - gonads 0.066 - -
frpt Scaled blood flow - richly perfused tissues 0.185 - -
fiiv Scaled blood flow - liver 0.02 - -
Miot Total mass 617.6 1071.7 mg
myp Percentage of total mass - blood 1.6 1.6 -
Mprn Percentage of total mass - brain 1.5 0.7 -
Mgon Percentage of total mass - gonads 1.8 8or 17 -
Mt Percentage of total mass - richly perfused tissues 5 5 -
Miiv Percentage of total mass - liver 0.8 2.1 -
Sfwat Ventilation rate - (0.4g/27°C) 0.55 0.55 mL/min
Wi Water content - liver 0.65 0.69 -
Wien Water content - brain 0.75 0.76 -
Wyon Water content - gonads 0.52 0.65 -
Wiot Water content - total 0.68 0.65 -
Ly Lipid content - liver 0.105 0.059 -
Ly Lipid content - brain 0.073 0.076 -
Lgon Lipid content - gonads 0.22 0.076 -
Lo, Lipid content - rest of the body 0.046 0.046 -

We assume that the scaled blood flow in males and females are the same. The chemical-specific
and simulation parameters include:

’ Parameter ‘ Description ‘ Units ‘
Cort Chemical concentration in arterial blood pmol/uL,
Cren Chemical concentration in venous blood pumol/puL
Chrn Chemical concentration in brain pumol/uLL
Cyon Chemical concentration in gonads pmol /L,
Chopt Chemical concentration in poorly perfused tissues pumol/uL
Crpt Chemical concentration in richly perfused tissues pmol /L,
Chriv Chemical concentration in liver pmol/uL
CH,0 Chemical concentration in water pmol/pL
Py, Partition coefficient between brain and blood -
Pyon Partition coefficient between gonads and blood -
Pyt Partition coefficient between poorly perfused tissues and blood -
Py Partition coefficient between richly perfused tissues and blood -
Py Partition coefficient between liver and blood -
Kmet Liver metabolism rate s~ 1

Q@ Assimilation efficiency -
Py, Blood:water partition ratio -

11



Additional values given by equations:

Description ‘ Value
Py log(Pyy) = 0.78log( K py) — 0.82
P; log(P; - W;) = 0.74 x log(Kpyw) + 1.00 x log(L;) + 0.72

We used two specific chemicals in this study: diazinon and 1,2-dichloroethane. Diazinon has a
log1p octanol-water partition ratio of 3.81 and a liver clearance rate of 0.25 hr—!.
1,2-Dichloroethane has a logjg octanol-water partition ratio of 1.48 and a clearance rate of 9
hr='kg=! [Hansch et al., 1995, D’Souza et al., 1987].

For Figure 3 of the main text the same parameters were randomly varied by selecting values from
a log-normal distribution about the literature values. The exposure concentration was once again
set to 10 uM and body concentrations initialized to 0. For Figure 5 of the main text we used
randomly varied parameters using the same scheme as for Figure 3. Body concentrations were
initialized to 0. Exposure concentration was initially set to 10 pM until the body concentrations
reached steady state. The exposure concentration was then set to 10.1 uM and the simulations
allowed to run until the body concentrations reached the new steady state. The exposure
concentration was then reset to 10 uM until body concentrations reached their original steady
state.

12



3.2 6-Compartment PBTK model equations

This model describes the concentrations of a chemical throughout the body of a fish divided into
6 distinct compartments in a large water bath. It is based off of the fathead minnow model
developed by Li, et al. [Li et al., 2011]. The change in the concentration of the chemical in the
brain is described by:

dcbrn o Fbrn Cbrn
s Fin (,,Oen) -

The change in the concentration of the chemical in the gonads is similarly:

ngon Fgon Cgon
= ot F — — | . 11
dt Von (C LE Pgon> (S11)

The change in the concentration of the chemical in the liver is similar to Eqs. S10 and S12, but
includes a term to account for metabolism of the chemical in the liver:

dCliv _ F1liv < o %) — Ky Cliv
dt Wiv o Pliv v Pliv Wiv

(S12)

Finally, we have an ODE describing the change in the concentration of the chemical in the rest of
the body, including potential excretion of the chemical:

dCoth F, oth Coth Coth
= C —— | —kogph———. S13
dt = Vo \" T Pan) " Pon Vo (512)
The ODE describing the change in the concentration of the chemical in the arterial blood is:
dcC, F F F F Fy + F,
art,F _ gill CHQO + car Cven P ( brn + gon + Pl + oth) Cart P (814)
dt Vart Vart ’ Vart ’

Additionally, we can define an ODE describing the change in the concentration of the chemical in
the venous blood as:

dcven F Fbrn F, on Eiv Foth
L Corn + 22— Cyon + 2 Clip + 22 Cpp
dt VvenPbrn " Vvenpgon gon Vvenf)liv Y V:L)enPoth o
Fcar ngll
- —0C, - —C, . S15
V;)en ven,F V;)en ven,F ( )
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Many of the parameters of these ODEs are calculated from input parameters and are defined as:

— 3/4
ngll = ngll,maxm /
— 3/4
Fear = car,maxTl
F _ Wbrnfbrn,BW F
brn = 3 car
Ztissues wlfl,BW
F _  Wgon fgon,BW P
gon — 7 car
Etissues wle,BW
Wi Jiv,BW
Fi, = Fear

Ztissues wifi,BW
_ Wbrnfbrn,BW + Wgonfgon,BW + wlivfliv,BW
Foth =(1- Fcar
Ztissues wifi:BW

§ Wi fi, BW = Worn forn, BW + Wyon fgon,BW + Wiiv fiiv, BW + Woth foth, BW
tissues

fart,BW =0.5% fven,BW
Joth,BW = 1 — forn.BW — fgon,BW — fliv,Bw — fgitt,BW — fart,BW — fven,BW

fbrn,BWm

Vorn = ———
p

_ fgon,BWm

v;;on == T

_ fiiwBwm

Vi = ———
p

fart,BWm

Vart = ————
p

_ fven,BWm

Voen = ———
p

foin,BWwm

Vyi = o

foth,BWm

Voth = ———
p

The physiological parameters for this model were combined from Péry, et al. and Li, et al. [Péry
et al., 2013, Li et al., 2011] and include:

14



Parameter Description Value ‘ Units ‘

Foitl maz Maximum water flow through gills 7.9436 x 1072 | pL/s/mg3/4
Fear max Maximum cardiac flow 9.8768 x 1074 | uL/s/ mg3/4
m Median value for female FHM mass 1071.7 mg
p Average density of female FHM 1 mg/ul
forn,BW Ratio of brain to body weight 0.0118 -
fgon,BW Ratio of gonad to body weight 0.11 -
friv,BW Ratio of liver to body weight 0.0295 -
Jven,.BW Ratio of venous blood to body weight 0.0167 -
fgit,BW Ratio of gill to body weight 0.0259 -

Whrn, Tissue dependent weighting factor 0.036 -
Wgon Tissue dependent weighting factor 0.036 -
Wiiv Tissue dependent weighting factor 0.024 -
Woth, Tissue dependent weighting factor 0.007 -

The chemical-specific parameters for this model include:

Parameter Description \ Units ‘
Py Ratio of brain to blood chemical concentration -
Pyon Ratio of gonad to blood chemical concentration -
Py Ratio of liver to blood chemical concentration -
Pyin Ratio of concentration of gill water to blood -
Pyin Ratio of other tissues to blood chemical concentration -
Etiv Rate of chemical metabolism (biotransformation/conjugation) by liver | s=!
koth Rate of chemical elimination by “other tissues” s~1

For Figure 3 of the main text the same parameters were randomly varied by selecting values from
a log-normal distribution about the literature values. The exposure concentration was once again
set to 10 uM and body concentrations initialized to 0. For Figure 5 of the main text we used
randomly varied parameters using the same scheme as for Figure 3. Body concentrations were
initialized to 0. Exposure concentration was initially set to 10 pM until the body concentrations
reached steady state. The exposure concentration was then set to 10.1 uM and the simulations
allowed to run until the body concentrations reached the new steady state. The exposure
concentration was then reset to 10 uM until body concentrations reached their original steady
state.

15



3.3 1-Compartment PBTK model equations

The third system we developed is the 1-Compartment PBTK model. In this model the fish is
treated as a single compartment with gills. The change in chemical concentration in the body
with respect to time is:

dCy Fyin Ci

— = Cy+ FC - —k
L Py t + LginCH,0 2 met

V; is the total volume of the fish, Fj;; is the flow rate of water through the gills, P, is the
blood-water partition ratio for the chemical, P; is the tissue-blood partition ratio for the chemical
and ke is the metabolism/excretion rate for the chemical. We calculated Py, and P, as we had
done for the 7-Compartment model based on the logiy K,y and lipid and water content of the
body (See Section 3.1). The values for the parameters include:

] Parameter ‘ Value ‘ Unit ‘
Fyin 14.8789577 | uL/s
my 1071.7 mg
LC; 0.050847 —
W Cy 0.628169 -
Emet 2.679 x 1076 | st

In Figure 4A and 6A of the main text, we varied the parameters with a log-normal distribution
about the parameters given above.
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4 Comparison of the 7-Compartment PBTK to the Zebrafish PBTK model

In order to simplify the mathematics of the Zebrafish PBTK model presented by Péry, et

al. [Péry et al., 2013] we made two assumptions: (i) that the metabolism of chemical in the liver
follow first-order mass action kinetics rather than the Michaelis kinetics described in the model by
Péry, et al., and (ii) the environmental concentration remains constant throughout the simulation.
We compared the two models to see if the differences in liver metabolism kinetics significantly
altered the response of the model to chemical exposure. We kept the same parameters throughout
the model for diazinon as described in Section 3.1. The parameters for the Michaelis kinetics of
liver metabolism were obtained from Péry, et al. [Péry et al., 2013].

Visually there is no discernible difference between the responses of the two models (Fig. S7). In
order to quantify the similarity, we took the difference of the logjg transform of the two time series
(AC(t) = log19C% (t)— log10C (t), where CZ(t) is the compartment’s chemical concentration at
time ¢ for the Zebrafish model and C7(t) is the chemical concentration at time t for the
7-Compartment model). Using R, we then obtained a kernel density estimate for the set of AC(t)
over all time points [R Core Team, 2015]. We then found the values of AC(t) that bounded 95%
of the area under the kernel density estimate curve so that both tails included 2.5% of the area
under the curve. If AC(t) = 0 fell between these two values, then there would be no statistical
evidence to suggest that there is a difference between the two time series. If it fell outside of these
values then there is a significant difference between the curves (p < 0.05). These results are shown
in Fig. S8, with the region representing 95% of the area under the density curve shaded grey and
the average difference over all time points shown as a black vertical line. We found no instances in
which there was a evidence supporting a difference in the responses of the two models.

17
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Figure S7: Accumulation of diazinon in different compartments as a function of time for the model described
by Péry, et al. (with Michaelis kinetics governing liver metabolism, black) [Péry et al., 2013] and the 7-
Compartment model (with mass action kinetics governing liver metabolism, red). Shown are accumulations
in the arterial blood (A), brain (B), gonads (C), liver (D), poorly perfused tissue (E), richly perfused tissue
(F), and venous blood (G).
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5 Sensitivity of PBTK models to parameters

A sensitivity analysis was performed on the PBTK models evaluated at steady state by
associating the variation in the model parameters to the variability in accumulated tissue
concentrations (or PECs for the rTK models). We consider the individual parameter values to be
log-normally distributed, and the mean for each distribution was set using literature sources while
the standard deviation was fixed to 50% of the mean. The modeled organism was then exposed to
a constant 10 pM diazinon (a model chemical with moderate octanol-water partition ratio) until
the chemical concentrations in the organs reached steady state. We then recorded the ratio of the
chemical concentration in each organ to the steady state chemical concentration in the respective
organ in a simulation using literature-derived parameters (the distribution mean). The results are
presented in Fig. S9 as a heat-map illustrating the variance in this ratio across all 105
simulations, wherein a higher variance indicates an increased sensitivity of the tissue
concentration to the parameter.

The 7C model demonstrates minor sensitivities to blood-flow rate into the brain, gonads, poorly
perfused tissue, and richly perfused tissue (Fig. S9A). The largest impact stems from the
water-flow rate through gills and organ-specific partition ratio. Similarly, the 6C displayed some
sensitivity to the water flow through the gills and the total blood flow rate (Fig. S9B). However,
partition ratios for the brain, gonads, liver and other tissues, exhibited greater impact on their
respective compartments. The 1C model demonstrated no distinguishable sensitivities to any of
the 5 tested parameters (Fig. S9C).

We can better understand these results by examining the analytical form of the steady state
concentration, which we provide for the 6C and 7C models in terms of the environmental
chemical concentration (Sec. 3.1, 3.2, 3.3). We find that these expressions depend heavily upon
the blood flow rates, the water flow rate through gills, and tissue-blood partition ratios. That the
models are sensitive to partition ratios is intuitive, as their value increases with chemical
hydrophobicity and tissue lipid content. If hydrophobicity is held constant, then an increase in
the partition ratio suggests a greater tissue lipid content, allowing it to more readily sequester
absorbed chemical from distribution to other tissues via the circulatory system.
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Figure S9: Sensitivity analyses of the PBTK models. For each model we independently varied a series of
body-specific parameters using a log-normal distribution about the literature-derived value. Each param-
eter is varied randomly n=10* times, and the steady state chemical concentration in each compartment
is compared against the steady state chemical concentrations found when using only the literature-derived
values of the parameters. The heat maps pictured here represent the variance in the ratio of varied vs.
literature-derived steady states over the 10* simulations for each compartment in response to changes in
each parameter changed. The higher the variance, the more sensitive that compartment is to changes in
that particular parameter. Note that the variances are shown here on a logjo scale. (A) The variances in
steady states for the 7C model. (B) The variances in steady states for the 6C model. (C) The variances in
steady states for the 1C model.
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6 Reverse toxicokinetic model equations
6.1 7-compartment rTK model equations

We can place the system of ODEs for the 7-component PBTK model given in the previous section
into a pseudo-steady state by setting each equation equal to zero:

dc; TN F TN C TN
b _ b Cart b -0
dt Vorn Py,
ngon _ Fgon Cart _ C1gon -0
dt V:qon Pgon
dCppt _ Fppt <Ca7‘t _ Cppt> -0
dt V;?pt P, ppt
dcC, F, C.
dptZZ)t(Cart_ pt>:0
t V;‘pt Prpt
d I F w i F, on C, on i F, T Cr w kme i
Criv _ Fiiv Cm_Cz g gon _ Cl o Fr pt  Cliv)  kmet (Ci —0
dt Wiv Pliv ‘/liv Pgon Pli'u ‘/liv Prpt Pli'u ‘/liv Pliv
dCart ng’ll Fbrn + Fgon + Fppt + Frpt + Fliv
T C - Car - Cven =0
dt “ Vart H0 < Vart ( ! )
dcven ngll Fliv Cliv Fgon Cliv Frpt Cliv
- Cven - Y5 Cven - - C’Uen - - Cven -
dt “ %enpbw ‘/ven Pliv Vuen F)liv Vven Ijliv
. Fppt C . Cppt . Fbrn C . Cbrn -0
Vven ven Pppt %en ven Pbrn

We can then solve each of these equations so that we can relate the concentrations within the
blood and tissues to the concentration in the water. This can be shown best in matrix form:

AC =W, (S16)
where
__Fbrn/Pbrn 0 0 0 0 Fbrn 0 i
0 —Fyon/ Pyon 0 0 0 Fyon 0
0 0 —Fyppt/ Popt 0 0 Fpn 0
A= 0 0 0 —Fopt/Prt 0 Fuy 0 :
0 Fgon/Pgon 0 Frpt/Pfrpt DPliv,liv Fiy 0
0 0 O O 0 _Fcar Fca?”
L Fbrn/Pbrn 0 Fppt/Pppt 0 Puen, liv 0 _Fcar - angll/wa_
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and

Cbrn
Cgon
Cppt
C= Crpt )

o O o o

0
—akyy
0

For simplicity, we have defined the following quantities:

Diiv,tiv = —Fliv/ Pliv — Fgon/ Piiv — Frpt/ Piiv — kmet/ Piv
DPuen,liv = F‘liv/Pliv + Fgon/Pliv + Frpt/Pliv

We can then solve this system of equations to find the concentration of the chemical in the blood
and tissues at steady state:

Corn =
Cyon =
Cppt =
Crpt -
Cliv =
Cart =

Cven =

The concentrations C; in these expressions are now understood as referring to steady-state
concentrations. From these equations we can easily obtain an inverted model describing an

angll<Fgon + Frpt + F1liv + kmet)(angll + waFca'r)PbrnCHgO
Fcar(angll(Fgon + Frpt + F1liv +k et) + wa met(Fgon + Frpt + Ezv))
angll(Fgon + Frpt + Flip + kmet)(angll + waFcar)PgonCHgO

Fcar(angll(Fgon+Frpt+F1liv+k me +wa met(Fgon+Frpt+ﬂlv))

t)
angll(Fgon + Frpt + Fliv + kmet)(a gill + Fwacar) pptOHgO
Fcar(angll(Fgon + Frpt + Eiv + k et) + wa met(Fgon + Frpt + -Flw))
angll<Fgon + Frpt + Flip + kmet)(angll + waFcar) rptCHgO

Fcar(angll(Fgon + Frpt + F1liv + kmet) + wakmet(Fgon + Frpt + Ezu))
angll(Fgon + Frpt + ﬂiv)(angll + waFcar)-PlivCHgO

Fcar(angll(Fgon + Frpt + F1liv + kmet) + wakmet(Fgon + Frpt + Elv))
angll(Fgon + Frpt + Flip + kmet)(angll + waFcar)CHzO

Fcar(angll(Fgon + Frpt + Eiv + kmet) + wakmet(Fgon + Frpt + -Flw))
angll((Fgon + Frpt + Fliv)Fcar + kmet(Fbrn + Fppt))FwaHgO

Fcar(angll(Fgon + Frpt + F1liv + kmet) + wakmet(Fgon + Frpt + Ezv))

(S17)
(S18)
(S19)
(S20)
(S21)
(S22)

(S23)

estimated concentration of the chemical in the water based on the chemical concentration in any
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particular tissues by solving each equation for Cy,o:

o= 521
Cino = Hrpt (525)
Crno = gg (526)
Cr0 = g;gl’: (S27)
o= b )
ChH,0 = b 1DC;“” (S29)
Ch,0 = DlDC;”e" (S30)

Where we have defined the following expressions for simplicity:

D1 = Fear(aFgin(Fyon + Frpt + Fliv + kmet) + Powkmet(Fgon + Frpt + Fliv)
Dy = aFgi(Fyon + Frpt + Fliv + kmet) (@ Fgiyp + Py Fear)

D3 = aF g (Fyon + Frpt + Fliv) (@ Fgin + PowFear)

Dy = alphaF g ((Fyon + Frpt + Fiiv) Fear + kmet (Forn + Fppt)) Fow

We can also represent these expressions in the form:
Chy,o = AiC;

where, for the expression based upon the chemical concentration in the brain:

We can then define an expression for the exposure concentration in terms of the total body
concentration as:

CHQO = Ctotv;fot/ <Z Vz/Az)

Where ¢ = brn, gon, ppt, rpt, liv, art, ven.

For Figure 6 of the main text the model was also parameterized using literature derived values as
listed in Section 3.1. The logig Ky and ke values were then varied between -2 — 10 and
1077 — 1072, respectively.

24



6.2 6-compartment rTK model equations

We can place the system of ODEs for the 6-compartment PBTK model given in the previous
section into a pseudo-steady state by setting each equation equal to zero:

dChrp, _ Fyrn C . Corn —0
dt %rn ot Pbrn
ngon Fgon C on
- Cortp — 22} =0
dt Vgon art,F' Pgon
ACriw _ Fiiv (o Cliv Ciw _
dt Vliv art,F -Pliv liv -Pliv
dCoth . Foth (C F Coth) b Coth -0
= F— " =
dt Vioen \ " Pon " Poth
dCart F ngll Fcar Fcar
L ¥ e e — 2 Clypp = 0
dt Vart H>0O + Vart ven,F' Vart art,F
deen F Fbrn Fgon Fliv Foth
dt ‘/Uenpbrn brn ‘/venpgon gon ‘/venpliv o VvenPoth oth

Note that we simplified the expression for

dCart,F

—= by using the definition

Fcar + ngll
Vven

Cven,F =0

Fear = Fypp + Fyon + Fiiy + Foy, from the auxiliary equations for calculating parameters. We can
then solve each of these equations so that we can relate the concentrations within the blood and
tissues to the concentration in the water. This can be shown in matrix form:

AC=W
Where
_*Fbrn/Pbrn 0 0 0
0 —Fyon/ Pyon 0 0
A = 0 0 _(ﬂiv + kliv)/Pliv 0
0 0 0 _(Foth + koth)/Poth
0 0 0 0
L Fbrn/Pbrn Fgon/Pgon Fliv/Pliv Foth/Poth
I Cbrn ]
Cgon
Cl'iv
C= ,
Coth
Cart,F
_Cven,F_
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and

o O o o

—Lgill
0

We can then solve this system of equations to find the concentration of the chemical in the blood
and tissues at steady state:

Cb _ gzll(ﬂw + klw)( oth T koth)(waFcar + F, zll)PbrnCHgO (S32)
" Fcar (ngll(ﬂw + klw)( oth + k th) + wa(ﬂw( oth(kliv + koth) + klw oth) + Fothklwkoth))
C _ gzll(ﬂw + klw)( oth + koth)(waFcar + ngll)PgonCHzO (833)
gon Fcar(ngll(Ezv + klw ( oth + koth) + wa(ﬂw( oth(klw + koth) + klwkoth) + Fothklivkoth))
Cl' _ ngllFliv( oth T koth)(waFcar + ngll)PliUCHQO (SS4)
v Fcar (ngll(ﬂw + klw)( oth + koth) + wa(ﬂzv( oth(kliv + koth) + klivkoth) + Fothklivkoth))
C = ngll(ﬂw + klw) oth(wach' + ngll)PothCHgO (835)
th =
¢ Fcar(ngll(Ezv + klw)( oth T koth) + wa(ﬂw( oth(kliv + koth) + klivkoth) + Fothklivkoth))
C = ngll(ﬂiv + kliv)(Foth + koth)(waFcar + ngll)CHgO (836)
tF =
o Fcar (ngll(ﬂzv + klw)( oth + koth) + wa(ﬂw( oth(kliv + koth) + klivkoth) + Fothklivkoth))
C = ngllew(EvaothFcar + koth(Fliv(Fbrn + Fgon + Flw) + kliv(Fbrn + Fgon)) + Fothkliv(Fbrn + Fgon + Foth))CHQO
ver Fcar (ngll (—Flw + klw)( oth + koth) + wa (Hw( oth(kliv + koth) + klivkoth) + Fothklivkoth))
(S37)
From these equations we can easily obtain an inverted model describing an estimated
concentration of the chemical in the water based on the chemical concentration in any particular
tissue by solving each equation for Cg,0:
D5Cbrn
Cr,0 = S38
2 D6Pbrn ( )
D5C on
Cr,0 = g S39
2 D6Pgon ( )
D5Cly,
Chy,o = S40
2 D7Pliv ( )
D5C o,
Chy,o = S41
? Dg Py, (541)
DsC,
Cin0 = — 5" (S42)
6
DyC,
CHQO _ 9 wven,F (843)
D
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We have defined the following terms for simplicity:

Ds = Fear(Fginn(Fliv + Kiiv) (Foth + koth) + Pow(Fliv(Foth (Kiiv + Kotn) + Kiivkotn) + Fothktivkotn))
D¢ = Fyity(Fiiv + kiiv) (Foth + kotn) (PowFear + Fyitt)
D7 = FyinFiv(Fotn + kotn) (PowFear + Fgint)
Dg = FyinFoun(Friv + Kiiv) (PowFear + Fgin)
Dg = Fear(Fgitt(Fiiv + Fiiv) (Foth + koth) + Pow (Fliv (Foth (Kiiv + Kotn) + ktivkotn) + Fotnkiivkotn))
D10 = FoinPow(FrivEotn Fear + Kot (Fliv(Fyrn + Fgon + Fiiv)
+ Kiiv(Forn + Fgon)) + Fotnkiiv(Forn + Fgon + Fotn))

We can also represent these expressions in the form:
Cu,0 = AiCi

where, for the expression based upon the chemical concentration in the brain:

We can then define an expression for the exposure concentration in terms of the total body
concentration as:

CHQO = Ctot‘/;fot/ <Z ‘/:L/Al)

Where ¢ = brn, gon, liv, oth, art, ven.

For Figure 7 of the main text the model was also parameterized using literature derived values as
listed in Section 3.2. The logig Koy and ki /kotn, values were then varied between -2 — 10 and
1077 — 1072, respectively.
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6.3 1-Compartment rTK model equations

The third system we developed is the 1-Compartment PBTK model. In this model the fish is
treated as a single compartment with gills. The change in chemical concentration in the body
with respect to time is:

dCy _ Fyu Ci

— = Cy+ FC - —k
L Py t + LginCH,0 2 met

We then derived an expression for the exposure concentration as a function of the body
concentration:

((Pow * kmet) + (FginFPy))Cy
Fyin Pow Py

Ch,0 =

For Figure 7 of the main text we used the reverse toxicokinetic model given above with the
parameter values given above.
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7 Influence of Architecture on Steady State Compartment Concentrations

There are differences in the kinetics and architecture of the different models. For example, only
the 7-compartment model includes an assimilation efficiency («) term in the flow of chemical
to/from the gills (See Section 3.1). To investigate how architecture itself can influence the steady
state of the compartments within the body, we developed a series of three basic PBTK models.
The first model is similar to the 6-compartment model (See Section 3.2) in that it has separate
compartments for the brain, liver, and other tissues. In this case, however, only the liver can
metabolize or excrete chemical, and the gonads are included within the other tissues. The
diagram for this model is:

f— Brain | -—

\——

Venous Q . ) Arterial

l |<— L <—|

Blood ver Blood
T

The system of ODEs describing the accumulation of chemical in the compartments are:

Other —

|

Virn "t = Fi (Gt = )
Vi dc:;”’l = Fiiy (Cm,l C;_i;;f) C},ﬁ:v’l Fomet
Vozth,ldCCZh’1 = Foth,1 (Cart,l — g:::i)
Vit 8L = 2211~ Foay (Gt = o)
Vien dc:l;”’l = I;gb:f Cuent — FearCuent + Fim (“;_f’,:: + P C;,ﬁll + Fon,1 g;’j

where Cpr,0 is the exposure concentration in the water, P, is the blood-water partition ratio,
and C;, V;, and P; are the chemical concentrations, volume, and partition ratios of the various
compartments ¢ = brn, liv, oth, art,ven. Fp.,, Fj;,, and Fy, represent the blood flow rate through
the brain, liver and other tissues, respectively. Fi,, is the total cardiac flow through the body and
is the sum: Feor = Fypp + Flip + Foun1. Fgan is the flow rate of water through the gills. Finally,
kmet 1s the metabolism rate of chemical in the liver.

By setting each of the ODEs equal to 0, we assume the model to be at steady state. We can then
solve these ODEs to get expressions for the chemical concentration in each of the compartments
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at steady state in terms of the exposure concentration, C'g,0:

Fyin

wa

Fyin
wa

(

+ Fcar) (ﬂw + kliv)PbrnCHQO

Cb'rn,l =

Fgin

wa

Fyin

wa

(

Cliv,1 =

Fcar (Eivkliv +

Fyin
wa

(Fliv + k‘lw))

+ Fcar) ﬂivBivCHgO

)

Fyin

wa

Fyin

wa

(

Fcar (Eivkliv +

Fyin
wa

(Fiiw + k‘zw))

+ ch") (Ew + kliv)PothCHzO

Cath,l =

Fyin
wa

Fyin
wa

(

Fcar (Eivkliv +

Fyin
wa

(Fliw + kzw))

+ Fcar) (Ew + kliv)CHzO

Cart,l =

Fyin
by
Cven,l = =

Fcar <Eivkliv +

Fyin
Pb’w

(Fiiv + k‘zw))

((Fbrn + Foth,l)(ﬂiv + kliv) + (ﬂzv)z) CHQO

FCCLT'

/N

Eiv kliv +

Fyin
wa

(Fiiw + klw))

We can then define an expanded model in which the other tissues is split into a gonads

compartment and a different other tissues
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The system of ODEs describing the accumulation of chemical in the compartments are:

dC, C
‘/IJTTL brn,2 = Fbrn (Cart,2 - b'rn,?)

dt Pbrn
dCiiy 2 Cliv2 Cliv 2
Viiw d?’, = Flip (Cart,z - PZ:) - P:; Emet
dC C
‘/gon dion — Fgon (Cart,? - Pj::)
dCoth 2 Coth,2
VothQ% = Loth,2 <Cart,2 - PZZh:Q
dcC, Fun
Vart art,2 =z CHQO - Fcar(cart,Q - Cven,2)
dt Py,
dCyen2 Fu Chyrn,2 Cliv2 Coth,2
Vven gin = - Pilw Cven,Q Fcaeren ,2 + Fbrn Pl::n + ﬂiv PZU + Foth 2 ;;h

Note that in this case Frqr = Fyrp + Fliv + Fgon + Fotn,2, 50 we can define Fiyp, 1 = Forn 2 + Fyon,
assuming a constant total blood flow rate. Additionally, we can also define Vi, 1 = Vyon + Vorn 2,
thus keeping the volume of the organism and the other compartments constant.

By setting each of the ODEs equal to 0, we can once again obtain expressions for the chemical
concentration in each of the compartments at steady state in terms of the exposure concentration:

F, 7 i
pgml)l ( - + Fcar) (F1lw + kliv)PbrnCHgO

Cbrn,2 = e Fgiu . .
Fear | Flinkiin + Py (ﬂw =+ lzv)
F 1 7
% ( = + Fcar) EZUBlUCHQO
Cliv,2 -
(Ezvklzv + pb (‘Flw + klw))
o ( gill + Fcar) (Ew + kliv)PgonCH2O
gon —
Fear (Ewklw + gm (‘Flw + klz‘v))
F, 7 7
c Pétlnf;l ( gl Fcar) (F1lw + klw) oth 20H20
oth,2 =
Fear (-Flwklzv + glll (Ew + kliv))
F, 7 7
S ( 4 Fcar) (Fliv + k1iv)Cry0
Ca'rt,2 = —
Fear (ﬂzvklzv + gZ” (‘Flw + kliﬂ))
gzll ((Fbrn + Fgo'n + Fon 2)(Ew + klw) (Ezv)2) CH?O
Cven,2 =

Fcar (ﬂivkliv + pgbiil (ﬂw + kliv))

Just from direct comparison, we can see that the chemical concentrations in the brain, liver,
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arterial blood and venous blood at steady state in both models are exactly the same. This
indicates that the expansion of the single other compartment in the first model to two parallel
compartments, gonads and other, in the second, each of which having the same incoming and
outgoing connections, has no effect on the steady states of the other compartments.

Finally we can build one more model in which the number of compartments is the same as the
first model, but the architecture is different in that the blood flowing out of the other tissue
compartment enters the liver compartment rather than the venous blood:

|

> Gills

h Brain |
Venous Q . Arterial
l Blood l ‘ Liver ‘ l Blood

Other —

|

|

1

|

The system of ODEs describing the accumulation of chemical in the compartments are:

dc TN C N
%rn brn,3 = Fbrn (Cart 3~ b ’3>

dt ’ Pbrn
dCliv,3 Ciiv3 Coth3  Cliv3 Cliv3
V‘ ) — F 3 C . ) F ) . ) . ) k
liv dt liv art,3 le + oth,1 Poth,l le Pliv met
dCoth,3 Coth 3
Voth,l (;t = = oth,1 Cart,3 - %h:l
dCurtz  Fyin
Vart art, == CHQO - Fcar(cart,fﬂ - Cven,S)
dt P
dClen,s Fyu Chrn,3 Cliv,3 Cliv,3
V;)en 2:717 = - ];Zw Cven,?: - Fcarcven,?: + Fbrn P;:; + Flz’v PZ:) + Foth,l ]DZ:

Note that because the other compartment in this model has the same incoming flow from the
arterial blood, we maintained the same blood flow rate for it as in the first model (Fyp, 1).
Similarly, as the composition of the other tissue has not changed, the partition ratio remains the
same (Pon.1)-

By setting each of the ODEs equal to 0, we can once again obtain expressions for the chemical
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concentration in each of the compartments at steady state in terms of the exposure concentration:

F 1 7
Piqf,l ( il + Fcar) (ﬂw + Foth,l + kliv)PbrnCHgO

Cbrn,3 = Fo
Fcar ((Flw + Foth 1>kliv + Pow (Flw + Foth,l + kliv))
Fi K
c pimljl ( getl + Fcar) (Ew + Foth,l)PlivCHgO
liv,3
Fcar ((ﬂw + Foth l)klw + gdl (Ew + Foth,l + kliv))
Fi 7
C o ( i Fcar) (Fliv + Foth,1 + kiiv) Poth 1 CHy0
oth,3 — ]
Fcar ((ﬂw + Foth l)kliv + %(F‘liv + Foth,l + kliv))
Fz' K
c p’;mljl ( getl + Fcar) (ﬂw + Foth,l + kliv)CHgO
art,3 =
Fear ((Ew + Fotn 1)klw + Pb (Ezv + Foth 1+ klzv))
Fyi
C #j (Fbrn(Fliv + Foth,l + kliv) + (ﬂw + Foth,1)2> CHQO
ven,3 —

Fyi
Fear (Flio + Fon )Ry + F2(Fiso + Fon + bis))

From direct comparison we can see that the chemical concentrations in each of the compartments
at steady state in this last model and the first model, while sharing a similar form, are ultimately
different. Any instance of Fj;, in the expressions for the first model are replaced with Fj;, + Fyip 1
in the last model to account for the increased flow rate from the liver into the venous blood. The
differences in the steady state chemical concentrations in each compartment are:

7 F, 7
g - (klw) oth,1 (% + Fcar) PbrnCHgO
Fcar ( ! (—Flw + klzv) + Blvklzv) (%(—Fliv + Foth,l + kliv) + (ﬂw + Foth,l)’ﬂiv)
(ﬁ”) Kiiw Fotn,1 (gi” + Fcar) PiivChy0
Fcar < gl (Flw + klw) + Flwklw) ( gl (ﬂw + Foth 1+ klw) (Flw + Foth,l)kliv>
F, T i
#”(kliv)zFoth 1 ( gl + Fcar) Poth,lCHQO
Fcar < il (ﬂw + klw) + -Flzvklw) ( i (ﬂw + Foth 1 + klw) (ﬂw + Foth,l)’ﬂiv)

I—iﬂ” klw oth 1 ( it + Fcar) CHQO
= (
(

Cbrn,3 - Cbrn,l =

Cliv,?) - Cli'u,l =

Coth,3 - Coth,l =

Cart,?) - Cart,l = ” ”
Fcar < J (ﬂw + klw) + -Flwklw> ( g -Flw + Foth 1 + klw) (ﬂw + Foth,l)’ﬂiv)

zll ill
g klw 2F1ot‘h 1 g + ch‘) CHQO

Fcar ( gl (ﬂw + klw) + -Flwk;lzv) ( i

Cven,3 - Cven,l =

-Flw + Foth 1 + klw) (ﬂw + Foth,l)’ﬂiv)

We can show that each of these are positive, assuming a measurable, non-zero exposure
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concentration, by first assuming the opposite:

Cbrn,?) - Cbrn,l

Fyiu 2 Fyi
gi ) gi
Pow (klw) Foth,l 2
Fgiu

Fygi
Fca'r (Pbiw(F‘lw + kliv) + Eivkliv) (ﬁ(ﬂw + Foth,l + kliv) + (Ew + Foth,l)’ﬂiv)

Foin Foin
) ot ( i

1 + Fcar) PbrnCHgO

w

+ Fca'r) PanCHgO

Ch,0

Cliv,B - Cliv,l

2
Fyin Fyiu
(pgbw > klivFoth,l <pgbw + Fcar PlivCHQO

Fyy o
Fear (%(Fl“’ + Fiiw) + Fl“’k“”> (ﬁ(Fliv + Fotn1 + kiiw) + (Fliw + Foth,l)kliv)
Fyin 2 Fou
(piw > KiivFoth,1 % + Fear | PivCrr0
Chy0
Coth,?) - Coth,l
Fyi Fy;
ﬁ(kli’u)2Foth,1 (Filil + FC(ZT’) Poth,]_CHQO
Fear ( Py (Fliv + Kiiv) + szklw) ( P (Fiiv + Fotn,1 + kiiv) + (Fiiw + Foth,l)klw>
F, F.
i (kliv)2Foth,1 < gil + Fcar) Poth,chzO
Py Py
Ch,0

Cart,3 - Cart,l

Fgin 2 Fyiu
Prw (kliv) Foth,l B, + Fcar CHQO
Fgiu

Fygi
Fca'r (m(ﬂw + kliv) + Eivkliv) (ﬁ(ﬂw + Foth,l + kliv) + (Ew + Foth,l)’ﬂiv)
Fyin Fyin
wa wa

(kliv)2Foth,1 < + Fcar) CHQO

Ch,0
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Cven,S - Cven,l <0
Poitt (V2 Lo o p ) C
Pow ( lw) oth,1 Pow + Fear H>O
Fcar (%(F‘lw + kliv) + Eivkliv> (#ﬂlj(};‘lw + Foth,l + kliv) + (Ew + Foth,l)’ﬂiv)

Foin 9 Fyiu
kiiv)° F.
wa ( lw) oth,1 wa

<0

+ Fcar> CHQO < 0
Cr,0 <0

Since we are assuming a positive value for C'g,0, we can see that each of these are false. We can
then accept that the difference C; 3 — C; 1 for @ = art,ven, brn, liv, oth is always positive.
Additionally, we can assume that the full body concentration of the last model

(Crot,3 = Cart,3 + Cven,3 + Corn,z + Clin,3 + Corn,3) would then be larger than the full body
concentration of the first model (Cior,1 = Cort1 + Cren,t + Corn + Clivg + Cotn1). This
comparison then indicates that the differences in connectivity of the distinct compartments within
a model can then influence the steady state full body chemical concentration of the model and
the predicted exposure concentration of the associated reverse toxicokinetic model.

8 Approximation of the departure of in vitro data from control levels

We can approximate the concentration where the in vitro assay activity departs from control
levels. In this section, we will investigate that point using the model:

z/k)"
yzl—(l—(/x/)k)h' (S44)

To do this we will simplify the sigmoidal curve we get when plotting Eq. S44 on a semi-log plot
(Fig. S10) to a piecewise linear function. The upper and lower horizontal asymptotes provide two
parts of this piecewise linear function, estimating y when x < k and = > k. To derive a linear
expression for y when z is close to k, we must first find the inflection point. To do this, we take
the derivative of y with respect to log x:

dy h(z/k)"
= ) 4
dlogz — (1 + (/k)")2 (S45)
Then we can find the second derivative of y with respect to log x:
2 12 h -1 h
Py (/W) -1+ (/)" S10
dlog x? (14 (x/k)h)3
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Figure S10: The response of a system to increasing exposure concentrations. Note that the x-axis has a
logarithmic scale. k=1 and h = 2

We can then set Eq. S46 to 0:

—h?(x/k)" (=1 + (x/k)")
(1 + (z/k)")?
—h*(a/k)" (=1 + (z/k)") = 0
—1+(z/k)"=0
r=k (547)

=0

Thus the inflection point of Eq. S44 is at © = k, assuming x > 0. We can then find the line
tangent to the inflection point by first finding the slope at this point:

dy _ h(k/k)"
(dlnx) (z=k) ¥ (k/k)h)2

_h
4
This gives us the equation:

yz%lnw—&—b (S48)
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We can then find the value of y at x = k:

_ oy (BB
=S T Gy
1

2

We then substitute these values for x and y into S48:

1 A

—=—Ink+0b

p T
1 A

b=—-——-Ink
2 4

Finally giving us the equation:
h 1
y:Z(lnx—lnk)—l—§ (S49)

This line and the horizontal asymptotes are plotted in red and blue, respectively, in Fig. S10. We
can then find the exposure concentration where the lower horizontal asymptote and the linear
approximation of the power-law regime of the model response intersect:

h 1
0= Z(lnx—lnk) +§

2
~7 =lnz—Ink
Inz =Ink — —
nx =In .
o — enk—2/h
z = ke 2"

We can then find the value of our original model at this exposure concentration:
(6—2/h)h
1+ (672/h)h

1
= ~ (0.1192
1+ e2

Thus showing that the point at which the model departs from the control levels occurs when the
response is about 12% of its shift from basal to maximal response. This crossover point is
independent of any parameter values and is therefore universal for all curves that can be fit to a
sigmoid function. As such, values measuring 10% toxicity (e.g., LC10, EC10) are a good
approximation of this cross-over point.
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