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S1. Distinguishing Dilution Memory from a History-Dependent Response.
YFP is highly stable and predominantly decreases through cell
dilution (1). As a consequence, activation of Pg.;.;0 YFP is faster
than deactivation and distributions of cells from high and low
environments (Ey and Ej, respectively) will inevitably differ until
cells equilibrate to a new steady state in the second set of envi-
ronments (Eq, ..., E,). We estimated the amount of time, and
hence the number of cell divisions, necessary to distinguish di-
lution memory from a history-dependent response (Fig. 2).

In the presence of 2% galactose, the steady-state YFP fluo-
rescence expressed from the GALI0 promoter was ~78% of
YFP fluorescence expressed from the TDH3 promoter after
autofluorescent background subtraction (Fig. S1C). There are
~169,000 Tdh3 proteins present in glucose conditions in a hap-
loid Saccharomyces cerevisiae background (2), corresponding to
131,820 Gall0 proteins (assuming promoter strength is pro-
portional to the number of molecules). Therefore, the concen-
tration of GallOp is 7.5 pM at full galactose induction (3). As
a lower bound, we assumed that 150 molecules of YFP (8.6 nM)
were indistinguishable from the autofluorescence background
using flow cytometry (4). Therefore, the number of cell divisions
required to dilute YFP from full induction to background is
log,(7.5) —1og,(0.0086) = 9.8. In minimal dropout media sup-
plemented with 2% raffinose, cells doubled approximately every
3 h during exponential phase, which corresponds to 30 h to
distinguish dilution memory from a history-dependent response.

S2. Characterization of the GAL3 Feedback Loop on the Bimodal
Response. We found that bimodality persisted in the absence of
the GAL3 feedback loop for a range of WT GAL3 levels, as
shown in Fig. 344. These results are different from a previous
study that attributed the observed bimodality of the galactose
gene-regulatory network of Saccharomyces cerevisiae (GAL) to
the activity of the GAL3 feedback loop (5). This study used a
diploid GAL3 feedback loop deletion strain, where Gal3p was
constitutively expressed with a TET-inducible promoter. Using
fluorescent Gal3 fusion proteins, the authors identified 50 ng/mL
doxycycline (dox) as equivalent to 80% of the WT GAL3 levels
induced with 0.5% galactose.

To explore the roles of the GAL3 feedback loop on the bimodal
response further, we repeated the experiments from the study by
Acar et al. (5) using the MAOQ182 strain. Following the authors’
protocol, we observed bimodality in Pg4;; YFP expression after
an induction period of 27 h for 0.004% galactose in the absence
of dox (Fig. S24). A Gaussian mixture model was used to classify
bimodality (Materials and Methods). Using this criterion, these
data showed the GAL3 feedback loop was not necessary for bi-
modality for some range of GAL3 levels (Fig. S2B).

The galactose dose—response was next measured for different
GALS3 levels by inducing MAO182 with a range of galactose and
dox concentrations (Fig. S24). These data showed that MA0182
was bimodal for at least one galactose concentration between
0 and 25 ng/mL dox (Fig. S2B). However, bimodality was not
detected for 50 ng/mL dox.

We compared GAL3 mRNA levels with WT GAL3 expression
using real-time quantitative PCR. According to these results, 50
ng/mL dox corresponded to ~150% GAL3 levels relative to WT
induced with 0.5% galactose (Fig. S2C). These results indicated
that WT GAL3 expression in MAQ182 was between 0 ng/mL
(36%) and ~35 ng/mL (100%) dox. Acar et al. (5) stated that
MAQO182 displayed a graded response for 5-300% of GAL3
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levels with respect to WT. In our experiments, the lower bound
for GAL3 levels in MA0182 was 36% of maximal WT levels due
to leakiness of the TET-inducible promoter system.

In summary, MA0182 exhibited a bimodal response for a range
of WT GAL3 expression levels and was graded when Gal3p
was overexpressed. This transformation of the GAL dose-
response from bimodal to graded by tuning the concentration
of Gal3p corroborates the importance of comparing feedback
loop KOs at similar operating point(s) to understand fully the
contribution of these regulatory connections to a phenotype (6)
(section S3).

$3. Comparison of Open and Closed Loop Transcriptional Circuits. In
engineering, closed and open loop systems are frequently com-
pared to determine the advantages of feedback control on per-
formance (7). Similarly, in biology, a controlled comparison for
open and closed loop systems may provide insight about the role
of a feedback loop (6). One approach to creating the open loop
system is to delete the gene involved in the loop. However, de-
leting a gene is an aggressive approach that may significantly
shift the operating point of the circuit, making it difficult to at-
tribute the changes in phenotype to the function of the feedback
loop. Deleting the coding region of the gene involved in the loop
and expressing this gene from a constitutive promoter is a supe-
rior approach for evaluating the function of a feedback loop. The
constitutive promoter strength is an important parameter to adjust
because a comparison of the open and closed loop systems should
be made in the neighborhood of the WT equilibrium point(s).

Consider a bistable transcriptional circuit modeled by an ordinary
differential equation (ODE) that has two stable steady states for a
specific range of an input parameter, u: % =u-+H(x, 60)—yx. We
are interested in the role of a positive feedback loop of protein, x.
In the closed loop system (WT), H (x, ) represents transcriptional
feedback regulation, where

ax”
H(x7 0) = m

For u = uy, % = 0=>x =x,;, where i corresponds to the par-
ticular equilibrium point (i = 1,2 within the bistable parameter
regime). Given u = u; in the bistable region, the open loop
system should be evaluated at apri = H (%1, (77)|u:ul and
aorz = H(xe, 9)|L¢:u1’ where aor1 and apr, represent the con-
stitutive (open loop) production rates. Experimentally map-
ping the open and closed loop production rates for a range
of inputs, u = uy,...,u,, may be challenging due to a limited
number of well-characterized constitutive promoters and re-
stricted dynamic ranges of inducible promoter systems. To cir-
cumvent this, an intermediate ap;, can be chosen within the WT
expression range:

aoL€ [H(min(x,;),0), H(max(x.;),0)] for uy, ... uy.

The caveat for this approximation is that ap;, produces a
higher and/or lower open loop expression level compared with
WT for each value of u. Using this approach, it is therefore
important to check that the role of the feedback does not depend
on the specific value ap, by scanning several values within WT
range (Figs. S2 and S4).

S4. Model Description and Steady-State Solution. An ODE model of
the GAL gene-regulatory circuit was constructed based on the
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interactions shown in Fig. 1. This model was able to provide
explanations for experimental data and insights about the interplay
of feedback loops. The following simplifications were made to the
model: intracellular galactose concentration was constant, Gal2p
was excluded because the GAL2 feedback is not necessary for
bimodality (Fig. 3BI), no distinction was made between Gallp,
Gallp bound to galactose (Gallp*), and Gal3p, Gal3 bound to
galactose (Gal3p*), because both the galactose-bound and un-
bound forms can lead to GAL gene induction (8), nuclear and
cytoplasmic partitioning of the GAL proteins was not included
because this is a subject of debate (9-11), and dimerization of
Gal4p and Gal80p was not modeled (12, 13).

The following simplifications were made to the model: (i) in-
tracellular galactose concentration was constant, (ii) Gal2p was
excluded because the GAL2 feedback is not necessary for bi-
modality (Fig. 3 BI), (iii) no distinction was made between Gallp,
Gallp bound to galactose (Gallp*), and Gal3p, Gal3 bound to
galactose because both the galactose-bound and unbound forms
can lead to GAL gene induction (8), (iv) nuclear and cytoplasmic
partitioning of the GAL proteins was not included because this
is a subject of debate (9-11), and (v) dimerization of Gal4p and
Gal80p was not modeled (12, 13).

For constant galactose concentrations, conversion of Gallp,
Gal3p into Gallp*, Gal3p* is a first-order reaction. This first-
order reaction was approximated as a zeroth-order reaction us-
ing galactose at a constant input rate (ag). The protein con-
centrations of Gallp (G1), Gal3p (G3), Galdp (G4), and Gal80p
(G80) were modeled. The Hill coefficients for G1 (1), G3 (n3),
and G80 (ngp) were estimated as 3, 2, and 2, respectively, based
on experimental measurements (Fig. S1D).

Based on these assumptions, the model that captures the set
of critical molecular interactions for bistability in the WT GAL
network is

% = €Qgq] + aG1 (I%) —kf81 [G”[GSO]
+ kg1 [C81] =761 [G1],
d[G3| G4

7 = agal =+ aG3 <W) - kf83 [G3} [GSO]

+ kg3 [C83] = 753(G3],

O — i~k GAIG80] + sa O8] ~ 1 G,

d[GSO] - . [G4]nxo
dt = ApG80 aGso Kgsgno ¥ [G4]nxo

— k33 [G3][G80] +- k;s3[C83] — kys4[G4][G8O]
+ k4 [C84] — 750 [G8O],

Y k1 [G1G80] ks [C81) — 7 [C81],
d[Sf?,] = kf83 [GS] [GSO] - kr83 [C83] —Ycs3 [C83],

Using the quasi-steady-state assumption, the concentrations of
the complexes Gallp-Gal80p (C81), Gal3p-Gal80p (C83), and
Gal4p-Gal80p (C84) reached their respective equilibria sig-
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) - kfgl [Gl] [GSO} + kg1 [C81]

jiﬁc%zlmtl); E%gter [}léga4n the_dynamics of G1, G3, G4, and G80,
Z—[ G =158 = IS — 0), yielding
kg1 [G1][{G80 krs3[G3][G8O
sy _mlGUIGN o km(GG80]
kst + 7cs1 kg3 + 7cs3
k34 |G4][{G80
[C84] _ f34[ ” }
krsa + ¥csa

This assumption was used to simplify the system of equations to
the following four ODEs:

% = agu€ + aGy (%) +o[G1)[G80] -6, [G1],
d[G3] [G4"™

7 = Qgal + ag3 <W) + 5[G3} [Ggo] —YG3 [GSL

d|G4
AU _ s+ BIGB0)IG4] 4[],
d[G80] [G4]™
g %eGsot+aGso (Kigf?o T [GAT™ + w[G1][G80]
+ [G3][G80] + SIG8O][GA4] - 7550[G80],
where
krgik krg3k
= M_kﬂﬁh 5= ﬂ_kﬂ;&
kg1 + 7cs1 krss +7cs3
_Fosakpsa Krss
ks + 7csa e
At steady state, % = @ = @ = d[gtso] =0 and the equi-

librium concentrations are
—€agy —Hg1(G4.,061)

Gl, =
CUG80€ —YG1
G3, = = Gl —Hg3(G4,0G3)
¢ 5G803 —YG1
G80 _~ aG4 + ]/G4G4g
g = —————

BG4, '

where G1,, G3,, G4,, and G80, are the equilibrium values of G1,
G3, G80, and G4, respectively. G4, was determined by comput-
ing the roots of a 11th-order polynomial

ap+a1G4, + ... +a G4l =0,

where the coefficients, a;, are functions of the model param-
eters. The GALI, GAL3, and GALS80 feedback deletion mod-
els listed in section S6 were solved by applying the same
procedure. The stability of the equilibrium points was deter-
mined by computing the eigenvalues of the Jacobian matrix of
the system of equations (7).

S5. Estimation of Model Parameters. S5.1. Parameter set I. Parameters
for the model were estimated from experimental measurements
and previous studies (Table S1). GALI and GAL10 share a
bidirectional promoter (Pgar7.70)- As a consequence, these
genes exhibit highly similar galactose induction responses.

20f 13


www.pnas.org/cgi/content/short/1211902109

L T

/

1\

=y

The GAL3 and GALS80 promoters each have a single Galdp
binding site and are produced at a basal rate in the absence of
galactose. Multiple Gal4p binding sites in the GAL2, GAL7,
and GALI-10 promoters stabilize Gal80p dimers on DNA, aug-
menting the strength of repression and the maximum production
rate (14). As a result, promoters with multiple Galdp binding
sites have a significantly larger dynamic range of expression.

Flow cytometry measurements of GAL3, GAL10, and GALS0
promoter fusions to Venus in response to galactose were used to
compare relative promoter strengths and cooperativity. The GAL3
(PGars) and GALS0 (Pg41.80) promoter fusions (P43 Venus and
Pgarso Venus) exhibited a graded response, whereas the
GALI10 promoter fusion had a bimodal response, as shown in
Fig. 341. The Hill coefficients for the Gald4p-dependent feed-
back terms were approximated by fitting the means of the graded
response distributions (My; Materials and Methods) and the
fraction of high expressing cells for the bimodal response (Pgz.70)
to Hill functions.

A Hill function fit to the means of the distributions for Pg4;3
Venus and Pg4;.5 Venus in response to galactose generated Hill
coefficients of 2.2 and 2, respectively. Gal4p binds to DNA as a di-
mer and has been shown to interact cooperatively (12, 15). Based
on these results, we assumed that the Hill coefficients for the GAL3
and GALS0 transcriptional feedback terms were both 2 (12, 15).

Fitting the fraction of high expression cells for P79 pro-
duced a Hill coefficient of ~3.2. The GALI-10 promoter has
four Gal4p binding sites, which have been shown to increase
cooperativity. Therefore, we set the Hill coefficient of the GALI
feedback to 3 (15). We note that the main conclusions about the
roles of the GALI, GAL3, and GALS80 feedback loops do not
change if the Hill coefficients of the feedback terms for Gallp,
Gal3p, and Gal80p are set to 4, 1, and 1 or to 3, 1, and 1.

The constitutive and feedback production rates were ap-
proximated using the number of proteins per cell (2). Galdp is
weakly expressed, and its constitutive production rate (ag4) was
selected to reflect this observation (16). The mean expression
levels for Pg4r3 Venus and Pgyrg0 Venus were similar in re-
sponse to galactose, as shown in Fig. S1E. At saturation (0.1%
galactose), Pga1.50 Venus was approximately 15% higher than
P43 Venus. The production rates, ags, agso, and a,Ggo, were
chosen to have similar ratios to mirror the experimental
measurements. Because Gallp has been shown to bind to
Gal80p with lower affinity than Gal3p, a scaling factor of & was
used to modify agy (17, 18).

Forward binding rates (kss3, kys1, and kfg4) were estimated
using the limits of diffusion. The dissociation rates (k,s3, k51, and
kis4) were free parameters with the requirement that k,s; > k;s3
(17, 18). All proteins were assumed to degrade at the rate of cell
division.
$5.2. Parameter set Il. To identify parameter sets that qualitatively
matched the previously reported dynamic switch response of
Gallp and Gal3p (19), 10,000 parameter sets were sampled uni-
formly in linear scale in the 22-dimensional parameter space,
using the Latin hypercube sampling method (20). The following
parameter ranges were used: 10-160 (nM-min)~" for the forward
binding constants (kysi, krs3, and krs4); 1-5,000 min~! for the
dissociation constants (kg1 , krs3, and kyg4); 0.0035-0.06 min~"! for
the degradation rates (vG1, YG3» YGs0» YG4» Ycsts Yess» and yege)s
0.01-100 nM for the ECs values in the Hill functions (K1, Kg3,
and Kggo); 0.1-40 nM-min~? for ag; ; 0.1-10 nM-min~" for ags,
apGso, and agsp: 0.1-5 nM-min~" for ags; and 0.01-2 for e. The
constitutive rates for the feedback KOs were fixed at 0.1, 0.1, and
1.5 nM-min~"! for agy,, agss, and aggos, respectively. The hyster-
esis strength, Dy, was computed for each parameter set and for
each of the five models including WT and feedback deletions of
GALI1, GAL3, GALS0 and the double GAL1 and GAL3 feed-
back deletion. First, these parameter sets were filtered based on
the presence of bistability. Second, the subsets of parameter sets
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that satisfied these constraints were simulated and the relative
concentrations of C81 and C83 were calculated at initial (10 min)
and delayed (500 min) time points by simulation of the full WT
model before applying the quasi—steady-state assumption.

S6. Feedback Loop Deletion Models. The individual GAL1, GAL3,
and GALS80 feedback deletions and the combined GALI and
GAL3 feedback deletion were obtained by replacing the ap-
propriate Hill functions representing transcriptional regula-
tion by Gal4p with a constant. In the GALS0A fb model, the
basal and constitutive production rates were lumped into one pa-
rameter, aggos. The GALIA GAL3A fb model was obtained from
the GALIA fb GAL3A fb model by setting agi; = 0 and € = 0.
The set of ODEs to model the five feedback loop KO topologies
are provided in the following sections.

S6.1. GAL1 feedback deletion (GAL1A fb).

% = €ag + agis + o[G1][G80] -y [G1],
d[G3] G4

=+ ——— | +6[G3][G80] - G3],
o7 Ogql aGs(Ké3+[G4}2> [G3][ | —763[G3]

8 _ s+ pIGB0G4] ~ 74 G,
d[G80] [G4)
Tar - %eGso +aGso (W) + w[G1][G80]

+ 8[G3][G80] + S[G80][G4] — 7;50[G80].

$6.2. GAL3 feedback deletion (GAL3A fb).

dlG1] [G4)®
T €%a TG (m) + w[G1][G80] - 761 [G1],
@ = g + aG3s + 5[G3][G80] — y43[G3],
A — i+ HIGRIG - 1[G,
d[Gso] _ . [G4) "
i Qeoso +aGs <K—(2;80 n [G4]2) + o[G1][G80]

+ 8[G3][G80] + S[G80][G4] — 7;50[G80].

56.3. GAL80 feedback deletion (GALSOA fb).

dlG1] [G4)®
7 = Eagal + ac1 (m) + CU[G” [GSO] —YG1 [G1]7
d[G3) [G4)

— =+ ———— | +6[G3][G80] - G3],
i Ogql aG3(K(2;3+[G4]2> [G3][ | - 763[G3]

O — g+ 41680164 ~ s G,
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UG8 _ 0 + 0[G1][GS0] + 5G3][G80]

dt
+ plG80][G4] - 7650[G80].

S6.4. GAL1 and GAL3 feedback deletions (GALTA fb GAL3A fb).

L T

% = €aga + agis + ©[G1][G80] - 7, [G1],
pd
@ = &a + acas + 6(G3][G80] —765(G3],
6% = ags + BIG80)(G4] - 164G4],
d[G80] G4
7 = ApG8o + AG8o <m> + CU[Gl] [GSO]
+5(G3][G80] + BIGS0][G4] — 7650[GS0].

S7. General Models of Molecular Sequestration with Positive
Feedback. We constructed generalizable models of molecular
sequestration with positive feedback to examine the relationship
between the binding affinity of the activator-repressor pair(s) and
the system’s region of bistability. We first explored the parameter
dependence of a simple model of an activator x that is regulated
by a transcriptional repressor z with a Hill coefficient of 1
(noncooperative). In this model, x can sequester z to form an
inactive heterodimer, hence generating a positive feedback loop.
Next, we analyzed the steady-state and dynamic properties of
systems with two activators, x; and x;, that are each regulated by
the transcriptional repressor z and can sequester z into two in-
active complexes (c; and c¢), thus forming one or two positive
feedback loops. In these models, the mechanisms of sequestra-
tion and positive feedback are triggered by an input (u) that
represents a basal production rate of x, x;, and x;.
$7.1. Model description for single noncooperative sequestration feedback
loop. The three equations that implement a single noncooperative
sequestration feedback loop (Fig. 8 A and B) are

BN AS  PNAS D)

@—qui kpxz + k¢
d~ " K+z 7 eI
dc

E:kfxz—k,c—ycc,

dz

o= a, —kpxz +kc—y,z

Here, u represents the input. Assuming that % =0 (quasi-
steady-state approximation), the model was reduced to

aK
=u+—_—

i@ Kiz ' Pz —y.x,

dz

7= thz-rz,
where g = kr (k "~ —1). The parameter values were set to a; = 5
onMmin~!, "a, =10 nM-min~}, Te=Ye=V:= 0.005 min~%,

K =100 nM, and k; = 100 nM-min ! The values for u and %,
varied within the range of 0.1-10 nM-min™" and 0.1-1,000 min -
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(Fig. S8B). A bifurcation analysis was performed by computing
the roots of the cubic polynomial in z.

$7.2. Model description for double sequestration linked feedback loops.
The ODE model that represents a double sequestration linked
feedback loop system, as shown in Fig. 64, consists of the fol-
lowing equations:

dx oK}
d_tl —u +K3 = —kpixiz + ke —yixa,
vy K3
o= +K2 — —kpoxoz + kyoco — ypx2,
dc
d—; = kpix1z —kyc1 = ye01,
dC2
o kpioz —kyoca — yepc2,
dz
i —kpix1z + ke —kppxoz + kpca — v,z

Here, u represents the input. Assuming the inactive complexes
(c1 and c¢;) approach equilibrium significantly faster than the
other species (quasi-steady-state approximation), the system of
equations was reduced to

dxq (lef

—=u X1Z — 1%
dl +K13+z3 + iz —yixi,
de a2K2

—=u X2Z — ¥oX
dt +K2+ 2+IB22 VX2,
dz

=% + iz + Ppxoz —v,2,

where 8| = kﬂ( e —1) and 5, = kﬂ('ﬁ“ 1).
1

The parameter values were set to a; = ap =5 nM-min™,
a =10 nM'min_19 i=V2=VYad = Y2 =V = 0 005  min 17
K =K, =100 nM, and kf; = ks = 100 nM-min™~". The values
of u, k4, and k,, were each varied over a range of values. The
single feedback loop models referred to as the “single ny;; = 2”
and the “single ngy = 3” were obtained by replacing the Hill
functions by a constitutive production rate, aj; or ap,. These
parameters were set to aj; = 5 nM- mm L oy =5 nMmin~! or
ais = 0.1 nM-min™", @, = 0.1 nM-min~" for the activation or de-
activation response time analysis, respectively (see below). A bi-
furcation analysis was performed by calculating the roots of
polynomials in z. The dual, single nygy = 2, and single nyy = 3
models were simplified to seventh-, fifth-, and sixth-order poly-
nomials in z, respectively.

Response time analysis. The activation and deactivation response
times were computed by simulation of the full sequestration models
described above before applying the quasi—steady-state approximation
(six-state ODE model, including an output species, z). Total simula-
tion time was 5,000 min. The equation for the output species was

b_ o
d K} +2° £4

and the parameters equaled a, = 10 nM-min~},

K, = 100 nM,
and y, = 0.005 min™'
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Activation response times. For the activation time simulations,
u = 0 for <500 min and then u = 10 for ¢> 500 min. The initial
conditions approximated the steady-state concentrations for the low
state, where x;, = 0.005 nM, %, = 0.01 nM, ¢;, = 0.12 nM, ¢, =
24 M, z, = 1,998 nM, and y, = 0.26 nM. The time required for y
(normalized between 0 and 1) to increase to half of its maximum
value was computed for each set of Kp; and Kp, values. In the
single feedback loop models, the constitutive production rates of x;
or x; (ayy Or ay) were set to 0.1 nM-min~" because this value ap-
proximated the Hill functions at equilibrium for u = 0.
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Fig. S1. Characterization of dose responses, promoter strengths, and ultrasensitivity. Bimodality persists in the absence of the individual GAL2 and GAL80
feedback loops for a wide range of constitutive GAL2 and GAL8O0 levels. Venus (YFP) fusions to the TDH3, GAL3, GAL10, and GAL80 promoters in a WT
background (Prpy3 Venus, Pga, 3 Venus, Pga; 10 Venus, and Pga s Venus). (A) GAL2 feedback deletion (GAL2A fb) displayed bimodality in the absence of dox. (B)
GAL80 feedback deletion (GALB0A fb) exhibited bimodal distributions for 0 and 25 ng/mL dox. These concentrations of dox correspond to 40% and 100% of
fully induced WT GAL80 mRNA levels, respectively. (C) Comparison of GAL10 and TDH3 promoter strengths. Promoters were compared after subtracting the
corresponding autofluorescence background (solid red and blue histograms). P70 Venus and Prpy3 Venus were grown separately in 2% raffinose + 2%
galactose or 2% glucose. The autofluorescence background values were obtained from a WT W303a strain lacking a fluorescent reporter grown separately in
2% raffinose or 2% glucose media (dashed red and blue histograms). (D) Activation level represents the fraction of high expressing cells for Pga,70 and the
normalized mean of unimodal distributions for Pga,3 and Pgais0 (MY; Materials and Methods). Lines are fits of the data to Hill functions with Hill coefficients of
3.2, 2.2, and 2 for Pgar10, PGarz, and Pgaiso, respectively. Error bars represent 1 SD (n = 3). (E) Representative flow cytometry distributions of Venus from Pga,3
and Pga; g0 for a range of galactose concentrations at steady state. Because the GAL3 and GAL80 promoters are weaker than the GAL70 promoter, the flow
cytometry gain settings were increased for these strains to detect the full expression range.
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Fig. S2. Experimental characterization of the diploid GAL3 feedback loop KO strain MA0182 from Acar et al. (5). (A) Flow cytometry histograms of YFP
fluorescence for a range of dox (horizontal axis) and galactose (percent, vertical axis) concentrations. (B) Representation of flow cytometry distributions in A as
bimodal (red) and unimodal (blue) classified using a Gaussian mixture model algorithm (Materials and Methods). The concentrations of galactose that yielded
bimodal distributions shifted to lower galactose concentrations as the concentration of GAL3 was increased, qualitatively reflecting the decrease in the
bistability region for the GAL3 feedback deletion model (Fig. 5D). The dose-response was graded for 50 ng/mL dox. The concentrations of dox that map GAL3
levels in MA0182 to WT expression are indicated by a green line (0-25 ng/mL dox). (C) Real-time quantitative PCR measurements comparing GAL3 mRNA levels
in MA0182 with a diploid WT. This WT strain was induced with 0% and 0.5% galactose, and MA0182 was induced with 0, 25, and 50 ng/mL dox. In comparison
to WT induced with 0.5% galactose, GAL3 levels in MA0182 were between 0 (36% with respect to WT) and ~35 ng/mL dox (100% with respect to WT). Error
bars represent 1 SD (n = 3).
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Fig. S3. Real-time quantitative PCR comparing constitutive and WT mRNA levels of GALT (A1), GAL2 (A2), GAL3 (A3), and GAL80 (A4). The mRNA expression
level for each gene was compared with the corresponding expression level of this gene in WT induced with 0.5% galactose. (A) Comparison of TET promoter
and WT expression ranges. GALT expressed from the TET promoter and induced with 0-100 ng/mL was within the range of WT GAL1 expression. However, Prgr
GAL1 induced with 0 and 100 ng/mL dox was overexpressed relative to WT induced with 0% and 0.005% galactose, respectively. Prgr GAL2 induced with 100
ng/mL dox corresponded to 37% of saturated WT GAL2 levels. WT GAL3 levels corresponded to 0-20 ng/mL dox for GAL3 expressed from the TET promoter.
However, Prer GAL3 induced with 10 ng/mL dox was overexpressed relative to 0.05% galactose. Prer GAL80 induced with 0-25 ng/mL dox corresponded to WT
GALB8O0 expression. (B) mRNA levels of GAL2 (B1) and GAL80 (B2) regulated by the ADH1 and STE5 promoters. GAL2 and GAL80 levels were ~58% and 20% of
the corresponding gene in WT induced with 0.5% galactose, respectively. Error bars represent 1 SD (n = 3).
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Fig. S4. Experimental characterization of the GAL1 feedback loop KO strain (GAL1A fb). (A) Flow cytometry histograms of P70 Venus for a range of dox
(horizontal axis) and galactose (percent, vertical axis). (B) Representation of flow cytometry data in A as bimodal (red) and unimodal (blue) determined by
a Gaussian mixture model algorithm (Materials and Methods). Bimodality was detected for 0 ng/mL dox and vanished for 10, 25, and 50 ng/mL dox.
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Fig. S5. Deletion of GALT and the GAL3 feedback loop (GALTA GAL3A fb) produced a graded response irrespective of the concentration of GAL3 and ul-
trasensitivity is significantly decreased in the absence of GALT and the GAL3 feedback loop. (4) Steady-state flow cytometry measurements of Pga;70 Venus in
GAL1A GAL3A fb cells, where GAL3 was expressed from a TET promoter induced with 5, 10, 15, and 20 ng/mL dox. These concentrations of dox correspond to
WT GAL3 levels (Fig. S3A3). These measurements were taken on an LSRII analyzer. Each black circle indicates the mean of the distribution determined by
a GMM algorithm (Materials and Methods). (B) Steady-state activation responses of P4, 70 Venus in the WT and GAL1A GAL3A fb. The Hill coefficient for the
WT was ~3, whereas the Hill coefficient for GAL1A GAL3A fb was ~1.3. Each data point for GAL1A GAL3A fb represents the normalized mean of fluorescence
(My; Materials and Methods), and the error bars represent 1 SD (n = 3). Each data point for the WT represents the mean of the fraction cells in the high
expression state, and the error bars represent 1 SD (n = 3).
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Fig. S7. Parameter set Il captures dynamic interplay of Gal1p and Gal3p complex with Gal80p (C81 and C83) and feedback loop KO experimental results. (A)
Parameter set | indicates that the complex of Gal3p with Gal80p (C83) dominates transiently and at steady state compared with C81 (complex of Gal1p with
Gal80p). (B) Random parameter sampling (Materials and Methods) was used to identify a new parameter set that exhibits transient dominance of the €83
complex and steady-state dominance of the C81 complex. (C) Parameter set Il qualitatively matches the feedback loop KO experimental data, showing
bistability in all feedback loop deletions except the double deletion of GALT and the GAL3 feedback loop. (D) WT model exhibits a larger range of bistability
(Dyy) compared with the single positive feedback loop systems (GALT and GAL3) across a broad region of parameter space (C, = 0.1). Parameter sets | and Il are
listed in Table S1.

Venturelli et al. www.pnas.org/cgi/content/short/1211902109 11 of 13


www.pnas.org/cgi/content/short/1211902109

2 4 6 8 10
Input (nM/min)

D - E ¢

8 - 3.5 : . D_ual
e Single H(z,p1,3)
6 3 : o Single H(z,p2,2)
o &
4 2.5 3
= 2
= %
2 £ ° g 2 oo
a . o
x 8 150, e e "l.
) “os : e
1 L) 4 [F 3
5.8 7 o la K X7
0.5 R SO
* a0 o r) .’
56 6 0 K 120 ) By o
0.5 93 182 27 358 44.7 53.5633 712 B0 0.5 93 182 27 358 447 53.563.3 712 80 55 6 6.5 7
Kb+ (nM) Kb1 (nM) Activation time (cell-generations)

Fig. S8. Molecular sequestration can generate bistability without cooperativity. Relationships between the binding affinities and activation or deactivation
response times for the dual feedback loop sequestration model. (4) Circuit topology consists of an activator x that can form inactive heterodimers with
a transcriptional repressor, z. The repressor z transcriptionally represses the activator x with a Hill coefficient of 1 (ny; = 1, noncooperative). (B) Regions of
bistability (red) and monostability (blue) for a set of input and Kp, values (binding affinity of x to z). The region of bistability shrinks and eventually disappears
as the binding affinity decreases. Model equations and parameter values are listed in section S7. (C) Activation response times measured in cell-generations for
the double feedback loop sequestration model for different values of Kpq and Kp,. (D) Deactivation response times measured in cell-generations for the double
feedback loop sequestration model for different values of Kp1 and Kp;. (E) Relationship between activation response times and range of bistability (Dy) for the
double positive feedback loop sequestration model for a set of Kp; and Kp;, values. For a fixed nonzero Dy, the double positive feedback loop system could
exhibit a faster activation response compared with the single positive feedback loop models.
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Table S1. Description of model parameters used in this study

L T

Parameter Description Units Parameter set I* Parameter set II

kg1 Forward binding rate of Gal1p to Gal80p (nM-min)~" 100 100

kg1 Unbinding rate of Gal1p from Gal80p Min™’ 1,500 2,500

ksg3 Forward binding rate of Gal3p to Gal80p (nM-min)~" 100 100

krs3 Unbinding rate of Gal3p from Gal80p Min~" 1 462

kiga Forward binding rate of Gal4p to Gal80p (nM-min)~" 100 100

krga Unbinding rate of Gal4p from Gal80p Min™’ 25 1,300
" ag Gal1p production rate nM-min~’ 15 35

aG3 Gal3p production rate nM-min~' 0.9 8
a aGa Galdp production rate nM-min~" 0.2 3.6

Qo680 Basal Gal80p production rate nM-min~" 0.6 5.9

aGso Gal80p production rate nM-min~’ 0.9 9

Kg1 GALT1 transcriptional feedback threshold nM 8 86.7

Kgs GAL3 transcriptional feedback threshold nM 8 64.9

Kgso GALS8O transcriptional feedback threshold nM 2 1.5

ny GAL1 Hill coefficient Dimensionless 3 3

n3 GAL3 Hill coefficient Dimensionless 2 2

Ngo GALS80 Hill coefficient Dimensionless 2 2

761 Gal1p degradation rate Min~" 0.004 0.0263

763 Gal3p degradation rate Min~" 0.004 0.004

7G4 Galdp degradation rate Min~! 0.004 0.0119

7680 Gal80p degradation rate Min~" 0.004 0.0073

Ycs Gal1p-Gal80p (C81) degradation rate Min~' 0.004 0.0084

Ycs3 Gal3p-Gal80p (C83) degradation rate Min~! 0.004 0.0527

Ycsa Gal4p-Gal80p (C84) degradation rate Min~" 0.004 0.0177

€ Scaling factor Dimensionless 0.1 1.02

aGis Constant Gal1p production rate nM-min~' 0.1 0.1

aGss Constant Gal3p production rate nM-min~" 0.1 6

aGsos Constant Gal80p production rate nM-min~’ 1.5 13.5

*QOriginal parameter set estimated as described in section S5 (Figs. 4 and 5).
"New parameter set obtained by random parameter sampling (Latin hypercube method) that captures the dynamic interplay of Gal1p
and Gal3p (19).

Table S2. Strains used in this study

Strain name Genotype

WT Pgar10 Venus MATa leu2, trp1::TRP1-Pga; 10 Venus, ura3, ade2::ADE2, his3

GAL2A fb MATa leu2::LEU2-Prgepg TA-M2, trp1:TRP1-Pgar70 Venus, ura3::URA3-Przr GAL2, ade2::ADE2, his3, GAL2A ::KAN
GAL3A fb MATa leu2::LEU2-Prgppmg tTA-M2, trp1:TRP1-Pgar70 Venus, ura3::URA3-Przr GAL3, ade2::ADE2, his3, GAL3A ::KAN
GALS80A fb MATa leu2::LEU2-Preepmg rtTA-M2, trp1:TRP1-Pgar70 Venus, ura3::URA3-Przr GAL80, ade2::ADE2, his3, GAL80A ::HPH

GAL2A fb GAL3A fb MATa leu2::LEU2-Prgrmg TA-M2, trp1:TRP1-Pgar10 Venus, ura3::URA3-Przr GAL3, ade2::ADE2, his3::HIS3-Pap1 GAL2,
GAL3A ::KAN, GAL2A :NAT
GAL2A fb GAL3A fb MATa ura3:URA3-Prer GAL3, leu2::LEU2-Ps7: s GAL80, ade2::ADE2-Pga;70 Venus, trp1:TRP1-Papy; GAL2, his3::HIS3-Preemg

GALS80A fb rtTA-M2, GAL3A ::KAN, GAL2A ::NAT, GAL8OA ::HPH
GAL1A * MATa leu2, trp1::TRP1-Pga. 10 Venus, ura3, ade2::ADE2, his3, GALTA
GAL1A * fb MAT«a leu2::LEU2-Prepny TA-M2, trp1:TRP1-Pga; 70 Venus, ura3, ade2::ADE2, his3, GAL1A

GAL1A * GAL2A fb MATx leu2::LEU2-Preppg tTA-M2, trp1:TRP1-Pga; 10 Venus, ura3::URA3-Pr-r GAL2, ade2::ADE2, his3, GAL2A ::NAT, GAL1A
GAL1A * GAL3A fb MAT« leu2::LEU2-Preppg tTA-M2, trp1:TRP1-Pga70 Venus, ura3::URA3-Przr GAL3, ade2::ADE2, his3, GAL3A ::KAN, GAL1A
GAL1A * GAL80A fb  MAT«a leu2::LEU2-Prgrpg TA-M2, trp1:TRP1-Pga, 70 Venus, ura3::URA3-Pr-r GAL3, ade2::ADE2, his3, GAL80A ::HPH, GAL1A

WT Pgarz Venus MATa leu2, trp1::TRP1-PGAL3 Venus, ura3, ade2::ADE2, his3

WT Pgarso Venus MATa leu2, trp1::TRP1-Pga 80 Venus, ura3, ade2::ADE2, his3

WT P7py3z Venus MATa leu2, trp1::TRP1-Prpy3 Venus, ura3, ade2::ADE2, his3

WT Pcyci_gass Venus  MATa leu2, trp1:TRP1-Pcycr.gass Venus, ura3, ade2::ADE2, his3

WT diploid MATa/a leu2/leu2::LEU2-Prgepg rtTA-M2, trp1::TRP1-Pg .70 Venus/trp1, ura3/ura3, ade2::ADE2/ade2, his3/his3
MA01827 MATa/a, ura3/ura3::URA3-Przrg> GAL3, his3::HIS3/his3, ade2::ADE2-P,;yo, rtTA/ade2::ADE2-Pg, 7 YFP,

GAL3A ::KAN/GAL3A ::KAN

All strains were W303. rtTA, reverse mutant of the transcription factor TetR.
*Constructed using CSY53 background described by Hawkins and Smolke (1).
Strain described by Acar et al. (2).
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