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Abstract. Temporal dynamics in many biomolecular circuits can change with temperature because
of the temperature dependence of underlying reaction rate parameters. It is generally unclear what
circuit mechanisms can inherently facilitate robustness in the dynamics to variations in temperature.
Here, we address this issue using a combination of mathematical models and experimental measure-
ments in a cell-free transcription-translation system. We find that negative transcriptional feedback
can reduce the effect of temperature variation on circuit dynamics. Further, we find that effective
negative feedback due to first-order degradation mechanisms can also enable such a temperature
robustness effect. Finally, we estimate temperature dependence of key parameters mediating such
negative feedback mechanisms. These results should be useful in the design of temperature robust
circuit dynamics.

1 Introduction

Understanding and designing robust performance in circuit function has been an important goal
ever since the initial demonstrations of synthetic circuits that demonstrated the ability to engineer
complex dynamical behavior [5,6]. Efforts to achieve this goal of functional robustness have proceeded
at multiple levels. At one level, there have been efforts towards a systematic characterization of circuit
elements so that the uncertainty in underlying parameters is minimized prior to their use in circuit
construction (for example, [8,9]). At another level, insulator elements have been proposed to shield
the function of individual components when they are connected into larger circuits [4]. Indeed,
designing biomolecular circuits of the size and functional robustness on par with naturally occurring
circuits can be viewed as the holy grail of synthetic biology.

In particular, in the study of naturally occurring biomolecular circuits, robustness to the impor-
tant environmental variable of temperature has received much attention. This robustness may be
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desired for a dynamic phenotype as well as for an equilibrium phenotype. For example, a classical
problem is how the dynamic phenotype corresponding to the period of biomolecular oscillators is
almost independent of temperature [10]. Similarly, equilibrium phenotypes such as the adaptation
level in bacterial chemotaxis can also be robust to changes in temperature [11]. In both these cases,
the opposing effect of rates with similar temperature dependence is believed to be the key mechanism
underlying temperature robustness. Indeed, robustness to temperature is likely to be similarly im-
portant for biomolecular circuit design. Recent work has characterized the temperature dependence
in biomolecular circuits [13] as well as designed circuits with temperature robust phenotypes [7]. In
general, for biomolecular circuit design, a key challenge is to identify mechanisms that intrinsically
suppress variations due to temperature.

A key mechanism that enables robustness in multiple dynamic contexts is that of negative feed-
back. Negative feedback is frequently used in control engineering design to ensure that the output of
a system stays at its desired value despite disturbances, static or dynamic, that act on the system [1].
Analogous uses of negative feedback have been reported in investigations of biomolecular circuits.
Experiments with simple circuit designs have been used to show that negative feedback can reduce
the effect of noise in the equilibrium value of concentrations [3]. Further, negative feedback is also
operational in biomolecular signaling systems with adaptation, wherein the output returns to a fixed
value after a transient response to a change in input [2,15]. Given these, a natural question to ask is
how negative feedback in a biomolecular circuit responds to a variation in temperature.

Here we ask whether negative feedback can facilitate robustness to temperature in biomolecular
circuit dynamics. To address this, we use a combination of mathematical modeling and experimental
measurements in a cell-free transcription-translation system. We find that negative feedback dynamics
can suppress variation in circuit dynamics due to a change in temperature. Next, we measure circuit
dynamics at different temperatures and find that they support this finding. Finally, we use this
data to estimate the temperature dependence of key circuit parameters. These results should help in
design of systems with temperature robustness properties.

2 Results

2.1 Mathematical Modeling

Consider a simple model of a negative transcriptional feedback circuit, where a protein X is a tran-
scription factor that can repress its own transcription,

dv B
dt  1+z/K (1)

Here, x denotes the concentration of the protein, 8 denotes the maximal production rate, and K
denotes the dissociation constant for the binding of x to its own promoter. As the concentration of
X increases from a zero initial condition, the rate of production transitions from a constant 8 (when
r < K) to an z-dependent rate SK/x. In this state, when the negative feedback becomes operational,
the equation simplifies to,

it _ K
dt  x

(2)
Using this simplification, the time evolution of x can be approximated as,

() = /20Kt (3)
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The nonlinear dependence of x on t arises due to the negative feedback mechanism. This is in contrast
to the linear dependence when x is expressed from a constitutive promoter, whose promoter activity
is constant with time. To see this, consider the equation,

a =B = a(t) = pt. (4)

Using these expressions, we investigate the effect of a small variation in temperature, T' — T+ AT,
on the temporal dynamics. Corresponding to this variation, the change in trajectory is, Ax(t) =
V't x (difference in parameters). We note that the variation in trajectory scales only as the square
root of time. In contrast, for the case of a constitutive promoter, the difference scales with time,
Ax(t) = tx (difference in parameters). Therefore, we note that this negative feedback mechanism can
facilitate robustness to a variation in temperature by means of a smaller scaling of the corresponding
difference in the trajectory with time. This effect is solely dependent on the nonlinearity introduced
by the mechanism and is apparent in the circuit dynamics.

To check whether this holds in the complete model, we solve Eqn. (1) exactly,

(t) = /K? + 28Kt — K. (5)

Initially (¢t < K/B), the concentration of X increases linearly with time, x(t) = St. Later (t > K/f),
the concentration of X has a square root dependence on time, x(t) = /26K¢t. This corresponds
to the case where the negative feedback mechanism becomes operational. Therefore, in this regime
of the general model, the temperature robustness effect comes into play. In fact, the stronger the
binding of X to its own promoter, i.e. the smaller the value of K, earlier is the transition of = to a
square root dependence on time. This means that, the stronger the negative feedback, the earlier is
the onset of this temperature robustness effect.

2.2 Experimental Measurements

In order to check for signatures of the above discussed effect, we performed experimental measure-
ments. These experiments were performed in a cell-free transcription translation system, which offers
a conveniently fast platform to analyze biomolecular circuit dynamics in cell-like contexts [12,14].

The negative transcriptional feedback circuit used for the experiment contained a transcriptional
repressor protein TetR expressed under a self-repressible promoter (Fig. 1). In this circuit, TetR was
fused to a green fluorescent protein variant deGFP to allow for measurement of circuit dynamics,
using excitation and emission at wavelengths 485 nm and 525 nm, respectively. These measurements
were performed in a multilabel platereader (BioTek Synergy H1) with measurement intervals set
at 3 minutes for a total duration of 10 hours. These were then repeated at the different desired
temperatures. Further, using the inducer anhydrotetracycline (aTc), an inhibitor of TetR’s ability
to bind DNA, two different negative feedback strengths were measured. The aTc concentration of
0.5 pg/ml corresponded to relatively stronger negative feedback and that of 5 pg/ml corresponded to
relatively weaker negative feedback strength. These experimental data are shown in Fig. 1. Different
colors represent different temperatures, which, based on the measurement logs, had mean values
T, = 26°C (Fig. 1, blue), Ty = 29°C (Fig. 1, cyan), T3 = 33°C' (Fig. 1, magenta), T, = 37°C (Fig.
1, red).

To estimate the variation in the dynamic trajectory due to a variation in temperature, we com-
puted the differences in the mean values of the above data over time. From modeling considerations
presented above, we expect the reduced scaling with time to appear earlier for a stronger negative
feedback. This differences were computed between the mean values acquired at 77 = 25°C and
Ty = 29°C, at T, = 29°C and T3 = 33°C, and at T3 = 33°C and Ty = 37°C (Fig. 1C). Furthermore,
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Figure 1: Temperature robustness in the temporal dynamics of a transcriptional negative feedback
circuit. A. Schematic of the negative feedback circuit. B. Grey lines show the raw data that are
acquired for each temperature, in triplicate on each day, and on three separate days. Colored lines
with errorbars superimposed on the raw data are mean and standard deviation, with these statistics
plotted at 30 minute intervals. The colors blue, cyan, magenta, and red represent the mean values
of measured temperatures T} = 26°C', T, = 29°C, T3 = 33°C, and T, = 37°C, respectively. Black
traces represent the background of a reaction with no DNA. C. Panels represent differences between
the mean traces for indicated temperatures. Solid and dashed green lines represent the differences
for the strong and weak negative feedback cases, respectively.
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Figure 2: Saturation effect in the constitutive promoter dynamics. A. Schematic of the constitutive
promoter circuit. B. Grey lines show the raw data that are acquired for each temperature, in triplicate
on each day, and on three separate days. Colored lines with errorbars superimposed on the raw data
are mean and standard deviation, with these statistics plotted at 30 minute intervals. Black traces
represent the background of a reaction with no DNA.

these were computed for the strong negative feedback case as well as the weak negative feedback case.
For the first two differences, we find that the scaling with time reduces earlier for the strong negative
feedback case compared to the weaker negative feedback case, consistent with what is expected from
modeling considerations. For the last difference, it is difficult to differentiate between the scalings
owing to the low signal amplitude. Based on this analysis, we conclude that there is experimental
support for an inherent temperature robustness property due to transcriptional negative feedback
dynamics.

Effect of saturation. We noted that traces in the above data plateau as time increases. This
saturation feature is not present in the simple models considered above. Here, we investigate the
effect of this saturation on the temperature robustness property. In fact, the same saturation effect is
also present in the dynamics of a constitutive promoter expressing deGFP (Fig. 2). This implies that
the saturation feature is an inherent consequence of the cell-free transcription-translation system. One
possibility for this is the decay of resources in the expression system. To model this, we augmented
the model with a first-order decay of the expression machinery as follows,

d
df = B (6)
d
= =B (7)

Here, 8 is a lumped parameter for the resource that decays over time. The solution z(t) = 3(0)(1 —
e )/~ increases linearly with time initially (¢ < 1/v) and then saturates to 3(0)/v for large time
(t > 1/v). Therefore, the solution exhibits a saturation effect for the constitutive promoter.

To see if a similar resource decay in the negative feedback model can generate robustness to
variation in temperature similar to that see above, we considered the augmented model,

dg B

ar - (8)
dr  BK

x - L (9)

The solution is z(t) = 1/2B(0)K(1 —e")/v. It can be seen that initially (t < 1/7), z(t) =
26(0)Kt, which has the same reduced scaling with time as seen above. Therefore, the same
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temperature robustness effect can be seen even when a resource decay is explicitly augmented in the
model.

Effective negative feedback due to resource degradation. Based on analysis of the above Eqns.
(6)-(9), we note that the presence of the degradation dynamics results in a sub-linear dependence
of the trajectory on time. This arises due to the presence of the (1 — e™7")/v term in the solutions.
Indeed the solution for the constitutive promoter with resource degradation is z(t) = 3(0)(1—e™ ") /~.
This trajectory initially increases linearly with time and then eventually saturates. Between these
two limits, the dependence of the trajectory on time is sub-linear. Mathematically, these degradation
dynamics can be viewed as arising from an implicit negative feedback in the model, where the net
degradation is directly proportional to the amount of resource. Increasing the amount of effective
negative feedback through an increase in v results in an earlier onset of the sub-linear dependence
on time, which should reduce the variation in traces as a function of temperature. Therefore, the
effective negative feedback due to degradation dynamics can have a similar effect as transcriptional
negative feedback in reducing the effect of transient response of a variation in temperature.

2.3 Temperature Dependence of Parameters

In the above results, we investigated how robustness in the trajectory to a variation in temperature
is facilitated by inherent features in the mechanism. In general, the circuit parameters themselves
can change with temperature. The experimental measurements shown above can be used to estimate
the temperature dependence of key circuit parameters. Next, we used basic parametric fits to obtain
these temperature dependencies for the constitutive promoter as well as the transcriptional negative
feedback circuit dynamics.

First, for the constitutive promoter, we aimed to estimate the lumped parameter 5 corresponding
to the production rate in Eqn. (4). A simple way to estimate this is through the slope of the deGFP
trajectory. We use a sliding window of width 30 minutes to calculate the slope at each time point
and estimate 3 as the maximum slope over the whole time duration. This provides an estimate of 3
in terms of the maximum production rate. Deviations from the maxima are due to non-idealities in
the system, for example, the saturation of traces, possibly due to resource decay, leads to an eventual
decline of the slope from this maximum value. We perform this parameter estimation for the mean
fit as well as for each of the individual traces at different temperatures (Fig. 3). We find that the
estimated production strength is approximately constant in the range 25-33° C and then halves at
37° C. These results provide an estimate of how the strength of a constitutive promoter changes with
temperature.

Next, we use the traces obtained for negative feedback to estimate temperature dependence of
respective lumped parameters in Eqn. (1). As above, we estimate effective production strength [
from the maximum slope of these traces. To estimate effective binding constant K, we rearrange the
functional form of the solution z(t) = /K2 + 28Kt — K to ft = x + 2?/(2K), where 3 has been
estimated from the maximum slope. This is then fit using a curve-fit from the time that the trace
reaches maximum. As above, this is done for each of the individual traces as well as for the mean
trace. We report these two fits for both parameters and for both negative feedback scenarios in Fig.4.
These fits show that both maximal promoter activities are similar and decrease with temperature,
approximately halving every 4°C. It is interesting to note that the estimate of the production strength
of the constitutive promoter is different from this. Similarly, the estimates of binding constants also
decay with temperature. As expected, the binding constant in the stronger negative feedback scenario
is typically smaller than the one with weaker negative feedback. These result provide estimates of
the temperature dependence of key lumped parameters in the negative feedback circuit.
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Figure 3: Estimate of the temperature dependence of the effective production strength in a consti-
tutive promoter. Circles represent the estimates obtained from the mean traces. Crosses represent
the estimates obtained from the individual traces. Open squares with error bars represent the mean
and standard deviation of the crosses. The colors blue, cyan, magenta, and red represent the mean
values of measured temperatures T} = 26°C, Ty = 29°C, Ty = 33°C', and T, = 37°C, respectively.
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Figure 4: Estimate of the temperature dependence of the effective production rate and effective
binding constant in a negative feedback circuit for (A) Weak negative feedback and (B) Strong
negative feedback. Circles represent the estimates obtained from the mean traces. Crosses represent
the estimates obtained from the individual traces. Open squares with error bars represent the mean
and standard deviation of the crosses.
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3 Discussion

Investigating mechanisms that can inherently facilitate functional robustness against variations in
temperature is an important problem for biomolecular circuit design. Using a combination of simple
mathematical modeling and measurements of circuit dynamics in a cell-free transcription-translation
system, we present three key results. First, we identify temporal dynamics due to negative tran-
scriptional feedback as those that can inherently suppress variation due to temperature. Second, we
present measurements of these circuit dynamics for different temperatures in support of the above
finding. Third, we use our experimental data to get an estimate of temperature dependence of key
parameters of the negative transcriptional feedback circuit. These results illustrate how robustness
to temperature in dynamics can be facilitated in a commonly used biomolecular circuit module.

Robustness to a dynamic phenotype such as the change in trajectory over time is an interesting
aspect emphasized in this study. Indeed, most studies on robustness focus on an equilibrium phe-
notype such as the activity level of a protein [2]. Another example where such a dynamic property
arises is in the investigation of temperature compensation of circadian rhythms, where the period of
oscillation is found to be robust to changes in temperature. Robustness to such dynamic properties
are also of significance to the study of natural circuits and design of synthetic ones.

A challenging task for future work is to similarly investigate the effect of variation of temperature
on other biomolecular circuit mechanisms. In particular, positive feedback mechanisms offer a natural
class of systems for this purpose. Preliminary calculations suggest an opposite effect in their case,
with a variation in temperature that is amplified in the dynamics. Together, these investigations
will help shed further insight in the analysis of biomolecular oscillator dynamics, which frequently
contain both positive and negative feedback loops. In fact, the cancellation of the opposite effects of
a temperature variation on the dynamics of positive and negative feedback loops may contribute to
improving our understanding of temperature compensation in the oscillator dynamics.

Ensuring robustness in biomolecular circuits is an important step in their design. Identifying and
harnessing inherent robustness-enabling biomolecular mechanisms is one way to ensure this. Here,
we have identified negative feedback as providing robustness of the trajectory to variations in the
important environmental variable of temperature. These results should help in designing robustness
to temperature in dynamic contexts as well as in understanding mechanisms underlying temperature
robustness in naturally occurring biomolecular contexts.
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References

[1] K. J. Astrom and R. M. Murray. Feedback systems: An introduction for scientists and engineers.
Princeton University Press, Princeton, 2008.

2] N. Barkai and S. Leibler. Robustness in simple biochemical networks. Nature, 387(6636):913-917,
June 1997.

[3] A. Becskei and L. Serrano. Engineering stability in gene networks by autoregulation. Nature,
405(6786):590-593, June 2000.

[4] D. Del Vecchio, A. J. Ninfa, and E. D. Sontag. Modular cell biology: retroactivity and insulation.
Molecular systems biology, 4:161, 2008.


https://doi.org/10.1101/007385
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/007385; this version posted July 22, 2014. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made

[5]

[10]

[11]

available under aCC-BY-NC-ND 4.0 International license.

M. B. Elowitz and S. Leibler. A synthetic oscillatory network of transcriptional regulators.
Nature, 403(6767):335-338, Jan. 2000.

T. S. Gardner, C. R. Cantor, and J. J. Collins. Construction of a genetic toggle switch in
escherichia coli. Nature, 403(6767):339-342, Jan. 2000.

F. Hussain, C. Gupta, A. J. Hirning, W. Ott, K. S. Matthews, K. Josic, and M. R. Bennett.
Engineered temperature compensation in a synthetic genetic clock. Proceedings of the National
Academy of Sciences of the United States of America, 111(3):972-977, Jan. 2014.

V. K. Mutalik, J. C. Guimaraes, G. Cambray, C. Lam, M. J. Christoffersen, Q.-A. Mai, A. B.
Tran, M. Paull, J. D. Keasling, A. P. Arkin, and D. Endy. Precise and reliable gene expression
via standard transcription and translation initiation elements. Nature methods, 10(4):354-360,
Apr. 2013.

V. K. Mutalik, J. C. Guimaraes, G. Cambray, Q.-A. Mai, M. J. Christoffersen, L. Martin, A. Yu,
C. Lam, C. Rodriguez, G. Bennett, J. D. Keasling, D. Endy, and A. P. Arkin. Quantitative

estimation of activity and quality for collections of functional genetic elements. Nature methods,
10(4):347-353, Apr. 2013.

M. Nakajima, K. Imai, H. Ito, T. Nishiwaki, Y. Murayama, H. Iwasaki, T. Oyama, and T. Kondo.
Reconstitution of circadian oscillation of cyanobacterial KaiC phosphorylation in vitro. Science,
308(5720):414-5, 2005.

0. Oleksiuk, V. Jakovljevic, N. Vladimirov, R. Carvalho, E. Paster, W. S. Ryu, Y. Meir, N. S.
Wingreen, M. Kollmann, and V. Sourjik. Thermal robustness of signaling in bacterial chemotaxis.
Cell, 145:312-21, 2011.

J. Shin and V. Noireaux. An E. coli cell-free expression toolbox: application to synthetic gene
circuits and artificial cells. ACS synthetic biology, 1(1):29-41, Jan. 2012.

J. Stricker, S. Cookson, M. R. Bennett, W. H. Mather, L. S. Tsimring, and J. Hasty. A fast,
robust and tunable synthetic gene oscillator. Nature, 456(7221):516-519, Nov. 2008.

Z. 7. Sun, C. A. Hayes, J. Shin, F. Caschera, R. M. Murray, and V. Noireaux. Protocols for
implementing an Escherichia coli based TX-TL cell-free expression system for synthetic biology.
Journal of visualized experiments: JoVE, (79):e50762, 2013.

T. M. Yi, Y. Huang, M. I. Simon, and J. Doyle. Robust perfect adaptation in bacterial chemotaxis
through integral feedback control. Proceedings of the National Academy of Sciences of the United
States of America, 97(9):4649-4653, Apr. 2000.


https://doi.org/10.1101/007385
http://creativecommons.org/licenses/by-nc-nd/4.0/

