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ABSTRACT Fluctuations in nutrient availability often result in recurrent exposures
to the same stimulus conditions. The ability to memorize the past event and use the
“memory” to make adjustments to current behaviors can lead to a more efficient ad-
aptation to the recurring stimulus. A short-term phenotypic memory can be con-
ferred via carryover of the response proteins to facilitate the recurrent response, but
the additional accumulation of response proteins can lead to a deviation from re-
sponse homeostasis. We used the Escherichia coli PhoB/PhoR two-component system
(TCS) as a model system to study how cells cope with the recurrence of environ-
mental phosphate (Pi) starvation conditions. We discovered that “memory” of prior
Pi starvation can exert distinct effects through two regulatory pathways, the TCS sig-
naling pathway and the stress response pathway. Although carryover of TCS pro-
teins can lead to higher initial levels of transcription factor PhoB and a faster initial
response in prestarved cells than in cells not starved, the response enhancement
can be overcome by an earlier and greater repression of promoter activity in pre-
starved cells due to the memory of the stress response. The repression counterbal-
ances the carryover of the response proteins, leading to a homeostatic response
whether or not cells are prestimulated. A computational model based on sigma fac-
tor competition was developed to understand the memory of stress response and to
predict the homeostasis of other PhoB-regulated response proteins. Our insight into
the history-dependent PhoBR response may provide a general understanding of how
TCSs respond to recurring stimuli and adapt to fluctuating environmental conditions.

IMPORTANCE Bacterial cells in their natural environments experience scenarios that
are far more complex than are typically replicated in laboratory experiments. The ar-
chitectures of signaling systems and the integration of multiple adaptive pathways
have evolved to deal with such complexity. In this study, we examined the molecu-
lar “memory” that is generated by previous exposure to stimulus. Under our experi-
mental conditions, activating effects of autoregulated two-component signaling and
inhibitory effects of the stress response counterbalanced the transcriptional output
to approach response homeostasis whether or not cells had been preexposed to
stimulus. Modeling allows prediction of response behavior in different scenarios and
demonstrates both the robustness of the system output and its sensitivity to histori-
cal parameters such as timing and levels of exposure to stimuli.
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Cellular adaptations to environmental perturbations are often mediated by modu-
lation of gene expression. Balancing the benefits and costs of gene expression

frequently requires cells to evolve different optimal protein expression levels under
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different environmental conditions (1–3). The ever-changing environments constantly
challenge cells to optimize strategies to prevail under fluctuating conditions. It has
been shown that cells respond faster to a change of environmental condition when
they have experienced similar conditions in the recent past (4–6). These “memories”
of past events, or history-dependent behaviors, are generally believed to originate
from either response hysteresis, usually involving bistability of positive-feedback
loops, or a slow purge of the induced protein after stimulus removal, providing
carryover of the functional protein for the recurring environmental perturbation
(6–10). For the latter, the duration of memory depends on the rate of decrease in
the levels of the response proteins that confer memory. Recurrent responses in
addition to the residual response from previous induction can result in a significant
increase in the levels of response proteins, exceeding the optimal level. Less is
known about whether or not cells maintain a homeostatic optimal expression level
during repeated exposures to environmental perturbations.

In order to understand the apparent conflicts between memory and homeostasis,
we focused on the activation response of the Escherichia coli PhoB/PhoR (PhoBR)
two-component system (TCS) that occurs when cells are stimulated a second time. TCSs
are widely used in prokaryotes to respond to environmental cues, and PhoBR is one of
the archetype TCSs (11, 12). The sensor histidine kinase (HK) PhoR responds to limita-
tion of environmental phosphate (Pi) concentrations and modulates its activities to
adjust the phosphorylation level of the response regulator (RR) protein PhoB (13, 14).
Phosphorylated PhoB (PhoB�P) regulates transcription of genes responsible for assim-
ilation of different phosphorus sources as well as expression of the phoBR operon
encoding the PhoB and PhoR proteins themselves to adapt to different Pi conditions.
It has been demonstrated that different levels of PhoBR under different Pi conditions
provide near-maximal fitness under the respective conditions. The importance of this
was underscored by the finding that challenging cells with unfavorable PhoBR levels
led to diverse homeostatic efforts to mediate optimal expression levels through
acquisition of mutations (3). Maintaining expression optimality appears to be a strong
evolutionary force to select the positive autoregulatory scheme for adaptation to
different Pi conditions.

Preexposure to Pi limitation was shown to cause a faster and greater response when
cells were starved of Pi again (4). This memory effect, or “learning” behavior, is
suggested to result from the stability of the PhoB and PhoR proteins that were
synthesized during the prior Pi starvation phase and that remained at high levels during
the recurring stimulation. Understanding the effects of prestarvation on the PhoBR-
regulated response and unraveling the molecular principles behind such history-
dependent behaviors rely on elucidation of a few central issues as follows.

(i) It has been shown that the steady-state output of some TCSs can be robust with
respect to variations of TCS levels (15, 16). How are the activation kinetics (initial
responses to stimulus) influenced by variations in PhoBR levels? Can high initial PhoBR
levels elicit a response that is sufficiently fast to account for the memory effect?

(ii) PhoBR levels at the start of a recurring starvation process depend on the rate of
protein concentration decrease during the span of Pi-replete growth between the two
periods of Pi limitation. How do the PhoBR levels change during the Pi-replete growth
period? How do the magnitude and duration of memory correlate with the growth
time?

(iii) If cells experience only a short period of Pi-replete growth, significant amounts
of PhoBR and PhoBR-regulated proteins from the prestarvation period would remain. A
faster and greater response for the recurring stimulation would produce even more of
these response proteins. The combination of these two effects would result in a protein
concentration much higher than the optimal levels observed previously. Would this
confer significant fitness cost? Or does there exist some degree of protein homeostasis
that maintains protein levels close to the optimum?

(iv) If cells can achieve some degree of response homeostasis, what is the counter-
balancing mechanism?
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In order to answer the questions given above, we evaluated impacts of PhoBR levels
on activation kinetics and investigated the response dynamics for cells with or without
prestarvation of Pi. Measurements of reporter activity, protein expression level, and
PhoB phosphorylation revealed a complex dependence of the Pi limitation response on
cellular history. A computational model has been developed to enhance understanding
of the effects of multiple regulatory pathways on response dynamics and protein
homeostasis in a fluctuating environment with recurrent exposures to stimulus.

RESULTS
Dependence of activation kinetics on PhoBR levels. The E. coli PhoBR system is

a typical positively autoregulated TCS. Expression of PhoB increased shortly after cells
encountered the activating Pi limitation condition and gradually reached an optimal
level (3) �40 min later (Fig. 1A). RU1616, a strain with an IPTG (isopropyl-�-D-
thiogalactopyranoside)-inducible promoter replacing the wild-type (WT) promoter of
phoBR, was engineered to constitutively produce different PhoBR levels at different
IPTG concentrations (16). PhoB levels were used to track the expression levels of the
entire phoBR operon, which was possible because the ratio of PhoB to PhoR remains
equal to that seen with the WT strain across different IPTG concentrations (16). An IPTG
concentration of 150 �M has been shown to produce a PhoB level comparable to the
WT level induced under Pi-depleted conditions (16).

The activation kinetics upon Pi depletion were monitored using a plasmid-carried
yellow fluorescent protein (YFP) reporter gene placed after the promoter of phoA, a
PhoB-regulated gene encoding an alkaline phosphatase (AP). Higher PhoBR levels
resulted in a faster increase of YFP fluorescence when bacteria were resuspended in
Pi-depleted medium (Fig. 1B). The time derivative of YFP fluorescence, corresponding
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FIG 1 Expression levels of phoBR affect activation kinetics of phoA-yfp. (A) Time-dependent expression of
PhoB upon Pi starvation. One immunoblot representative of four replicates is shown. (B) Temporal
dynamics of phoA-yfp activation upon Pi starvation. Data representing OD-normalized fluorescence
(Fluo.) are shown in the left panel, and data representing the first derivative of fluorescence (dFluo./dt)
are shown in the right panel. The first derivative of fluorescence measures the rate of YFP synthesis,
reflecting the promoter activities. BW25113 (WT) and RU1616 (a strain containing a phoBR operon under
the control of an IPTG-inducible promoter) carrying the pRG161 reporter plasmid were assayed for Pi
starvation response in MOPS medium with a starting concentration of Pi of 2 �M. Dotted lines represent
two time points at which the relative promoter activities were compared in panel C. (C) IPTG concen-
trations of 5, 15, 25, 100, and 150 �M resulted in PhoB expression levels of 0.93, 1.7, 2.4, 8.1, and 8.2 �M
in RU1616, while Pi limitation raised the PhoB level in the WT strain from 0.43 to 9.3 �M (28). Data are
shown as means � standard deviations (SD) of results from 11 individual wells assayed in a single
microplate.
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to the rate of YFP synthesis, is used to indicate the real-time promoter activities. The
promoter activity quickly rose upon Pi starvation and reached a steady state thereafter,
recapitulating the kinetics of PhoB phosphorylation (17). PhoBR levels correlate well
with the steady-state level as well as with the rising rate of promoter activity (Fig. 1B
and C). An IPTG concentration of 5 �M yielded a low expression level of PhoB; thus, a
low level of promoter activity was observed for both the early rising phase (11 min) and
the later steady phase (88 min). Higher constitutive PhoBR levels clearly enhanced the
starvation response. For the WT strain, in which the expression of phoBR is autoregu-
lated, the promoter activity reached a high steady-state level comparable to that of
RU1616 with 150 �M IPTG when PhoB was fully induced, but it was initially low due to
the low starting level of PhoB, causing a 10- to 15-min delay in the overall kinetics. Thus,
for cells with recurring exposures to stimulation, a high initial PhoB level resulting from
a prior period of Pi starvation may expedite the response by a maximal time of 10 to
15 min.

Effects of prestarvation and Pi-replete growth on the recurrent response. Cells
prestarved of Pi for 50 min were grown in Pi-replete medium to examine the stability
of the PhoB protein. As the Pi-replete growth continued, PhoB levels kept decreasing
(Fig. 2A to C). The rate of decrease agreed with a growth dilution effect, except for a
minor deviation for growth times longer than 2 h (Fig. 2C). The doubling time was
approximately 55 min in Pi-replete MOPS (morpholinepropanesulfonic acid) medium.
The PhoB level was halved for every doubling of bacterial growth, and it took longer
than 3 h for the PhoB concentration to return to approximately the prestimulus level.
The levels of PhoA and the phoA-yfp operon reporter have also been discovered to be
growth diluted upon stimulus removal (17). An instantaneous dephosphorylation of
PhoB�P has been observed to shut off the pathway, following which there was no new
synthesis either of PhoB or of proteins whose expression is regulated by PhoB.

Different growth dilution times in Pi-replete medium resulted in different starting
concentrations of PhoB and YFP for similarly prestarved cells. The second Pi starvation
activated the phoA promoter and increased the reporter fluorescence (Fig. 2D to G).
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FIG 2 Activation kinetics is dependent on growth dilution time for prestarved WT cultures. (A to C) Growth dilution of PhoB levels.
Cells prestarved of Pi for 50 min were grown in Pi-replete medium (1 mM Pi) for the indicated times. One representative of six
immunoblots is shown in panel A (NA, not applicable). Other immunoblots with more time points were used for the PhoB
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dilution curve. (D to G) Activation kinetics of phoA-yfp for prestarved WT cultures. The experimental timeline is shown in panel D.
Different times of growth dilution in Pi-replete medium are represented in colors. The time of cells reencountering Pi-depleted
medium is set as time zero. Total fluorescence (E), the increased fluorescence upon stimulation (F) and bacterial OD (inset in panel
F), and promoter activities (G) are illustrated with smoothed solid lines. Dashed lines in panel E indicate different initial levels of
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shown in panel F. Error bars represent SD of results from 11 individual wells.
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Surprisingly, the reporter fluorescence levels eventually converged, in spite of the
differences in growth dilution times and initial reporter levels (Fig. 2E). Cells with
shorter periods of growth dilution had higher levels of initial reporter fluorescence but
displayed a counterbalancing smaller increase of fluorescence (Fig. 2F), leading to the
convergence of reporter levels. Close examination of the promoter activities revealed
that prestarved cells with 0.5 h of growth dilution indeed showed slightly stronger
initial promoter activity than those with longer times of growth dilution or those that
had not been prestarved (Fig. 2G). However, as Pi starvation continued, the promoter
activity of prestarved cells was quickly repressed whereas the promoter activity of cells
without prestarvation remained high. The time when the promoter activity became
repressed correlated with the growth dilution time. The shorter the growth dilution
time, the earlier the repression occurred. It appears that cells memorize the prior event
of Pi starvation but that the memory has two opposing effects on the response. One
allows cells to activate phoA more quickly in response to subsequent starvation, while
the other has an adverse effect on promoter activity that offsets the residual enhanced
response from prior stimulation and eventually leads toward response homeostasis.

The early enhancing and later repressing effects of prestarvation were reaffirmed in
a similar growth dilution experiment with a longer assay time (see Fig. S1 in the
supplemental material). Cells with prestarvation displayed earlier repression than cells
without prestarvation. The fluorescence levels seen with cultures with different growth
dilution times remained similar after converging. However, in this experiment, the time
required for fluorescence convergence was �90 min, much shorter than the time of
120 min shown in Fig. 2E. It appears that there were substantial differences between
the experiments with respect to the response homeostasis profiles, although the
counterbalancing effect, or the smaller increase of fluorescence for prestarved cells, was
consistently present.

The observed counterbalancing regulation suggests a history-dependent repression
of promoter activity that contrasts with the previously reported “learning” behavior in
the PhoBR system, i.e., a faster and greater response to starvation recurrence (4). To
examine the cause of such a discrepancy or the reason behind the experimental
variations in the two studies, reporter outputs were assayed under experimental
conditions parallel to those of the previous study (4). Cells were prestarved for 50 min
and then were immediately resuspended in MOPS medium containing 50 �M Pi (Fig.
3; see also Fig. S2A). A Pi concentration of 50 �M is still above the activation threshold
of 4 �M (14), indicating a Pi-replete condition. Cells consumed Pi and maintained fast
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growth during the first �30 min of growth until Pi became depleted (Fig. S2, gray-
shaded area). At that time, a second exposure to Pi depletion activated the response
and the level of the response was again observed to be lower than that of cells without
prestarvation.

With identical growth conditions, response profiles were similar, with little variation
for cultures from individual wells in a single microplate assay (Fig. S2A). In contrast,
substantial variation was observed among assays performed with different preparations
or compositions of nutrients (Fig. S2B to E). Any slight difference in the medium
composition, the starting optical density (OD) of bacteria, or the efficiency of removal
of excess Pi from Pi-replete conditions to initiate starvation could result in different
growth rates and consumption rates of Pi that could lead to different activation profiles.
The extent of response homeostasis appears extremely sensitive to growth conditions.
Complete convergence of response outputs, or true homeostasis, was not always
observed. However, the counterbalancing effect, or the attenuation of the response of
prestarved cells, was consistently present (Fig. S2).

Effects of autoregulation on response repression. To investigate whether the
autoregulation of phoBR plays any role in the counterbalancing mechanism, responses
to recurrent Pi starvation were examined in RU1616, a strain in which PhoBR is not
autoregulated (Fig. 3). For the WT cells, an �30-min period of growth dilution time
resulted in �50% of the response proteins from the prior stimulation being carried over
to the second stimulation. With a high initial level of PhoBR, prestarved WT cells
displayed kinetics of promoter activity indistinguishable from that of RU1616 (Fig. 3B).
A decrease in promoter activity during the later stage of the starvation recurrence was
observed for both the WT and the nonautoregulated strain (Fig. 3B). The repression of
promoter activity for RU1616 cells with prestarvation was earlier and greater than that
seen with those without prestarvation (Fig. 3C). The existence of repression in the
nonautoregulated RU1616 strain resulted in a smaller increase of fluorescence for
prestarved cells (Fig. 3C, inset), suggesting a counterbalancing mechanism that is not
dependent on the positive autoregulation of phoBR.

To confirm that the repression of output is not an artifact of the YFP reporter
plasmid, we examined the expression dynamics of the endogenous phoA gene, which
encodes an alkaline phosphatase (AP). During the initial 30 min of growth under
Pi-replete conditions, cells that had not been prestarved displayed only a slight increase
of AP activity and the total AP levels remained low (Fig. 4A). In contrast, total AP activity
for prestarved cells was relatively high due to the carryover of PhoA proteins from the
prior activation. When Pi is replete, total AP levels remain constant because there is no

pre-starved

+
_

A

C

0

100

200

300

0.2

0.4

0 30 60

0 30 60
Time (min)

To
ta

l  
A

P 
A

ct
iv

ity

OD

pre-starved

+
_

Pi replete Pi depleted

0

100

200

0 30 60
Time (min)

O
D

 N
or

m
al

iz
ed

   
 A

P 
A

ct
iv

ity

B

0 24 36 48 60 72 90 Time (min)

PhoA

PhoA

  Pre-
starved

+

_

0 12 36 48 60 9024

Pi replete Pi depleted

D 24 36 48 60 72 90 Time (min)  Pre-
starved

+

_ PhoB~P
PhoB

PhoB~P
PhoB

FIG 4 AP activity and PhoA protein levels approach homeostasis. WT cells were grown in MOPS medium
(50 �M Pi). (A) Equal volumes of cultures were removed at the indicated times to assay the total AP activity.
(B) Total AP activities were normalized to bacterial ODs to derive AP activities per 0.3 OD of cells.
Gray-shaded areas indicate growth under the Pi-replete condition. (C and D) OD-normalized samples were
probed for PhoA levels by Western blotting with an anti-AP antibody (C) or analyzed for PhoB phosphor-
ylation using Phos-tag gels (D). Data are shown as means � SD of results from duplicate experiments, and
one representative of two immunoblots is shown.

Gao et al. Journal of Bacteriology

September 2017 Volume 199 Issue 18 e00390-17 jb.asm.org 6

http://jb.asm.org


new production of PhoA. Cell growth during the period when Pi was replete, monitored
as an increase in OD, resulted in a “dilution” or a decrease in the OD-normalized AP
activity as well as in the PhoA protein level for prestarved cells (Fig. 4B and C). Once Pi
became limited at �30 min, Pi starvation resulted in increases in the total amount of
AP activity, the OD-normalized AP activity, and the PhoA expression level, all approach-
ing homeostatic levels independent of prestarvation (Fig. 4A to C). A reduced rate of
PhoA production at the later stage of starvation, reflecting a history-dependent repres-
sion of the promoter activity, appears to counterbalance the high initial PhoA level in
prestarved cells.

Repression of the promoter activity was not due to repression of PhoB phosphor-
ylation, because a reduction in PhoB�P levels was not observed (Fig. 4D). At early time
points, cells that had been prestarved showed slightly higher PhoB�P levels than those
that had not, reflecting the memory effect of high PhoB levels carried over from prior
stimulation. At the later stage of the time course, PhoB�P levels were comparable for
cells with or without prestarvation (Fig. 4D). Therefore, the history-dependent repres-
sion occurs downstream of PhoB/PhoR TCS signaling, possibly at the level of transcrip-
tion or translation.

Involvement of stress response in the history-dependent repression. It has been
well documented that Pi starvation can elicit a developmental reprogramming of gene
expression for a general stress response and adaptation to stationary phase (18–22).
Under nutrient-depleted conditions, E. coli cells increase expression of the rpoS gene
encoding the stress sigma factor �S and the level of a small molecule alarmone
(p)ppGpp and of other factors to globally repress or activate different sets of genes to
resist the stress condition. It has been shown that several PhoB-regulated genes,
including phoA, are negatively regulated by increased levels of �S and ppGpp (23, 24).
To investigate the role of the stress response in the history-dependent repression,
effects of prestarvation on phoA-yfp expression were examined in an rpoS deletion
strain (Fig. 5). Prior exposure to Pi-depleted conditions caused a slight repression of
transcription output in the rpoS deletion strain that was much lower than that in WT
cells (Fig. 5B and C). The extent of repression was attenuated in the rpoS deletion strain,
suggesting a role for �S in the counterbalancing mechanism.

We reasoned that the observed history-dependent repression of phoA could have
been a result of negative regulation by the general stress response if the general stress
response to the second Pi starvation had been altered by prior exposures to Pi-depleted
conditions. If this were true, history-dependent repression of promoter activity would
not be restricted to genes regulated by PhoB and should be observed independently
of PhoBR signaling. We examined how prestarvation of Pi affects the expression
dynamics of a YFP reporter driven by a constitutive Ptet promoter in a phoBR deletion
strain (Fig. 6). Repression of the promoter activity was observed after Pi depletion for
all cells with or without prior exposure to Pi limitation (Fig. 6B), reflecting the inhibitory
effect of the general stress response. However, cells prestarved of Pi displayed earlier
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reduction of the promoter activity than cells not previously stressed. Moreover, the
growth rate for prestarved cells, indicated by the normalized first derivatives of the OD,
displayed an earlier decrease than was seen with cells without prestarvation (Fig. 6C
and D), suggesting an earlier entry into the stationary phase. It appears that a prior
exposure to Pi starvation can accelerate the general stress response and lead to
expedited repression of gene expression during a recurrence of starvation.

Modeling the effects of stress response on protein homeostasis. Our data
suggest that expedited repression of gene expression occurs during the response to a
recurrence of stress. “Memory” of prior stress conditions results in inhibitory effects that
offset the boosted learning behavior caused by the “memory” of prior PhoBR activation.
We developed a simplified transcription regulation model to understand the history-
dependent repression of the phoA reporter and to explain the counterbalancing
mechanism (Fig. 7; see also Fig. S3).

One major mechanism for inhibition of gene expression during the stationary phase
is through the sigma factor competition that reduces the amount of functional RNA
polymerase (RNAP) bound to the promoters (25). During exponential growth of E. coli
cells, housekeeping sigma factor �70 is required for transcription of most genes to
recognize promoters and bind to the core RNAP. During the stationary phase, increased
levels of �S compete with �70 for interactions with a limited number of core RNAPs,
while other factors, such as ppGpp and the anti-� factor Rsd, further reduce the
availability of �70 for RNAP interaction, leading to reduced transcription activity (19,
25–27). In our model, expression of phoA is described with a rate function that is
dependent on the binding of PhoB�P to promoter DNA and the concentration of the
functional RNAP-�70 complex (E�70) (Fig. 7A). Kinetics of PhoB phosphorylation were
derived from previous Phos-tag analyses (17, 28) and used as system inputs (Fig. 7C).
Based on a sigma factor competition model reported previously (29), the concentration
of E�70 was determined by the concentrations of �S and �70 (Fig. S3A). Development
of the stress response is modeled with an arbitrary factor, I, that changes the effective
concentrations of �S and �70 (see Modeling Details in the supplemental material),
leading to a reduction in [E�70] and thus to repression of transcription activity (Fig. 7D;
see also Fig. S3B).

Memory effects are modeled as different initial levels of reporter expression and
stress factor I that feed into the system (Fig. 7A). It is assumed that the memory of the
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stress response is conferred through a similar mechanism, with carryover of some
“memory” molecules, modeled by I, to the second stress response. The level of I is
assumed to follow the same growth dilution rule as the reporter response (Fig. S3C and
E). Shorter times of growth dilution between the two starvations led to higher initial
levels of I and thus to a quicker entry into the stationary phase and an earlier reduction
of the E�70 concentration (Fig. 7D and S3D), which results in a smaller increase in
reporter expression for cells with high initial levels of reporter, thus approaching a
homeostasis of reporter responses (Fig. 7E). If the stress response is not considered, the
counterbalancing effect was absent and response homeostasis was unable to be
reached (Fig. S3G).

It is apparent that the extent of counterbalancing effects is sensitive to the kinetics
of the stress response. Different rates of �S accumulation and �70 sequestration
mediated by other stress factors enable different degrees of inhibition of gene expres-
sion; thus, a complete convergence of transcription output may not always be achieved
(Fig. S4). The progress of the stress response is known to be tightly correlated with the
growth rates of cells. Small differences in nutrient conditions or metabolic states of cells
may potentially alter the dynamics of development of the stress response, thus leading
to different levels of repression and different extents of homeostasis. This may have
contributed to the experimental variations represented in Fig. S2.

Prestarvation also has a positive memory effect on the activation kinetics due to
high initial concentrations of PhoB and PhoR proteins. High starting levels of PhoBR
give rise to fast phosphorylation kinetics of PhoB, as demonstrated in Fig. 7C. The
kinetic PhoB�P profile from RU1616, which expresses PhoBR at a constant level close
to that of induced WT cells, is used as the upper boundary, or the fastest kinetics that
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a WT strain can achieve with a high initial level of residual PhoB from prior Pi starvation.
The fast kinetics in PhoB phosphorylation are not readily reflected in transcription
dynamics, because transcription of PhoB-regulated genes also depends on the binding
affinity of PhoB�P to promoter DNA (Fig. S5). High affinity, or low Kd (dissociation
constant), causes saturated occupancy of promoter at a very low concentration of
PhoB�P, leading to almost indistinguishable transcription dynamics between cells with
different PhoB�P profiles (Fig. S5). The affinity of PhoB�P for the phoA promoter has
been previously determined using activities of the same phoA-yfp reporter at different
PhoBR expression levels (28). Modeling with that affinity level revealed a slight increase
in transcription for the nonautoregulated PhoB�P profile over the WT profile, but the
increase was not sufficient to overcome the homeostatic effects caused by the stress
response (Fig. 7F).

As the expression rate function in Fig. 7A shows, expression of a PhoB-regulated
gene is also dependent on parameter k, which denotes gene-specific factors determin-
ing the protein expression efficiency. The model predicts that response homeostasis
can be reached for a different value of gene-specific parameter k (Fig. 7G). This suggests
that response homeostasis may not be restricted to one particular gene. Indeed, we
observed homeostatic kinetics of PhoB expression for cells with or without prestarva-
tion similar to that of the PhoA response (Fig. 8A and B). Cells with different growth
dilution times displayed different initial levels of PhoB, but all reached similar levels for
the second Pi starvation independently of cellular history (Fig. 8C). This is consistent
with our previous discovery of a strong evolutionary force maintaining an optimal level
of PhoB expression for maximal fitness (3).

DISCUSSION

It has long been known that even simple microbes can generate history-dependent
responses to recurrences of environmental perturbations, appearing as if they had
memorized the past experience of a similar condition and made the adjustments
necessary to respond more efficiently to the current one (30). One extensively charac-
terized example of bacterial memory is adaptation in chemotaxis. A short-term memory
is provided by the receptor methylation system that allows cells to compare concen-
trations of attractants and repellants along the swimming track and adjust behavior
accordingly to achieve directed movement (31). In addition, two distinct memory
mechanisms, referred to as response memory and phenotypic memory, have been
described in bacterial cells (6). Response memory involves a certain form of regulatory
circuitry, usually positive feedback, to generate bi- or multistable behaviors that are
dependent on prior states of the cell. Such memories have been studied for engineered
or mutated TCS proteins (32, 33). The WT PhoB/PhoR system, albeit positively auto-
regulated, does not display any bistable response to the natural stimulus (3). Its
memory-like learning behavior (4) is not necessarily dependent on autoregulation but
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is best understood as phenotypic memory that results from transmission of stable
proteins through a limited number of bacterial generations for an altered response to
the recurrence of stimulus. Such short-term memory could be beneficial, as suggested
in other systems (6, 9), or only incidental, due to the fact that the time scale of protein
dilution is much greater than the time scale of the fast kinetics of shutting off the
pathway through PhoB dephosphorylation (17).

Moreover, because a single stimulus may elicit multiple responses through different
pathways, phenotypic memories conferred by different regulators may have distinct or
even conflicting effects on the recurrent response. Pi limitation can induce the PhoBR-
regulated PHO response that is accelerated by past memory as well as the stress
response that has an inhibitory effect as a consequence of prior exposures. Under the
experimental conditions used in this study, the counterbalancing effects exerted by the
memory of the stress response seemed to dominate the response enhancement caused
by high initial PhoBR levels. The stress response in bacteria is under sophisticated
control; thus slight differences in the strains examined or nutrient contents or growth
conditions may give rise to dramatic differences in memory effects. This may explain
the difference between our data corresponding to counterbalancing regulation and the
previous report of the “learning” behavior in the PhoB/PhoR TCS (4). Because it has
been demonstrated that the total levels of PhoA remain constant during Pi-replete
growth, we were able to follow the change in total PhoA levels and quantify PhoA
proteins synthesized from different starvation events for WT strain BW25113. In con-
trast, in the previous study, a temperature-sensitive PhoA allele was utilized to elimi-
nate PhoA interference from prestarvation and to facilitate tracking solely of the PhoA
protein produced from the second starvation. Cells were starved of Pi at 30°C instead
of 37°C, and the Pi-replete growth was performed at 42°C to allow PhoA degradation.
Temperature increases, or heat shocks, are known to induce expression of alternative
sigma factors, rpoH and rpoS, and to elicit stress responses (34, 35) that can potentially
influence the memory effects. The mutagenesis process used for the temperature-
sensitive PhoA mutant isolation may also generate alleles with an altered stress
response profile, because rpoS is susceptible to mutation under nutrient-limited con-
ditions (36, 37). The altered stress profiles could prevent the repressing effects of stress
memory.

“Memory” of stress responses has been reported for different aspects of cellular
adaptations to stress conditions (38–40). The timing of growth resumption from
stationary phase has been discovered to correlate with the timing of entry into
stationary phase, although the molecular mechanism of this phenomenon has not been
elucidated (40). In our model, we assumed a phenotypic memory mechanism to explain
the observed early entry into the stationary phase for the recurrence of Pi starvation. An
arbitrary memory factor, I, was assumed to track with the concentration of �S, but the
molecule that confers memory is not likely to be �S. �S is short-lived during exponential
growth, and the stability of �S is tightly controlled (19). More studies are required to
understand the mechanism of stress memory. Any protein or other molecule that can
alter the accumulation rate of �S (19, 41) can potentially display some history-
dependent behavior.

Cells usually show strong selection for optimal expression of proteins that have a
high cost (1–3, 42). The homeostatic response to fluctuating environments is an
attempt to maintain a stable and optimal state of the cell. Response homeostasis often
involves negative regulation to provide stability to variations (7, 43). Here we show that
the history-dependent repression of transcription provides a negative regulatory mech-
anism to approach output homeostasis for the positively autoregulated PhoBR system
for cases in which there is insufficient time for the response proteins to return to the
basal level before a recurrent stimulation takes place. In other TCSs, additional negative
regulation can be observed for many positively autoregulated TCSs. Cell wall homeo-
stasis requires a fine-tuned response from the CpxRA system (44), and both positive-
feedback and negative-feedback loops have been discovered (45). Interestingly, several
positively autoregulated TCSs have been shown to couple with stress responses
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(46–48); a potential common role for stress responses in protein homeostasis awaits
further investigation.

MATERIALS AND METHODS
Strains and plasmids. Reporter plasmid pRG161 containing phoA-yfp was used for assaying

output responses. E. coli BW25113 is the WT strain, while RU1616 contains a phoBR operon with the
autoregulated WT promoter replaced with an IPTG-inducible promoter (16). An rpoS deletion strain,
RU1646, was constructed by the � red recombination technique (49) via replacing the rpoS gene with
a kanamycin resistance cassette. To investigate general transcription regulation, phoBR deletion
strain BW25142 carrying pRG278 was used to examine YFP expression from the constitutive Ptet
promoter (3).

Bacterial growth conditions and phosphate starvation. Bacteria were grown at 37°C in MOPS
minimal medium with appropriate antibiotics, 0.4% (wt/vol) glucose, and amino acid mix (40 �g/ml) as
described previously (28). Specifically, MOPS minimal medium containing 40 mM MOPS, 4 mM Tricine,
50 mM NaCl, 5 mM NH4Cl, 0.276 mM K2SO4, 0.523 mM MgCl2, 0.01 mM FeSO4, and other micronutrients
was prepared as described previously (50). Glucose and an amino acid mix solution were later added to
the indicated concentrations. Different amounts of a stock solution of 100 mM KH2PO4 were added for
each assay to achieve the different indicated Pi concentrations.

Cells from overnight MOPS cultures were used to inoculate fresh Pi-replete (1 mM KH2PO4) MOPS
medium. Once the OD (at 600 nm) reached 0.3 to 0.5, bacteria were harvested and resuspended in MOPS
medium (0 �M KH2PO4) with a starting OD of �0.2 for prestarvation. After 50 min of Pi starvation,
bacteria were pelleted and resuspended in Pi-replete MOPS medium again, with different starting ODs
based on the times of expected growth dilution. A low starting OD of �0.08 was used for 3-h growth,
while an OD of 0.35 was typically used for 0.5-h growth. Final ODs of all cultures were usually within the
range of 0.4 to 0.7. Bacteria suspensions were kept on ice until �10 min before the start of the growth
experiment. All growth experiments were started in a chronological order so that all cultures with
different growth times could be harvested at the same time. Cell pellets were then washed twice with
MOPS medium (50 �M Pi [nonactivating]) and directly resuspended in MOPS medium with the indicated
concentration of Pi (2 or 50 �M Pi) for subsequent assays.

Measurement of alkaline phosphatase, protein expression, and phosphorylation levels. Cells
prepared as described above were grown again in MOPS medium (50 �M Pi) with a starting OD of �0.2,
and aliquots were removed at the indicated time points and pelleted. Protein expression, in vivo
phosphorylation, and AP activity levels were measured as described previously (16, 51). Briefly, AP
activities were measured using 7 mM p-nitrophenylphosphate as the substrate and the relative rate of
absorbance change at 420 nm was calculated to represent the AP activities. Protein expression levels
were examined with Western blots using anti-AP (Sigma-Aldrich) (1:5,000) antibody or anti-PhoB (1:1,500)
antisera followed by Cy3- or Cy5-conjugated secondary antibodies (GE Healthcare) (1:5,000). In vivo
phosphorylation levels of PhoB were analyzed using Phos-tag gels to separate unphosphorylated and
phosphorylated PhoB proteins as previously described (16). Cells were lysed in 55 �l 1� BugBuster
reagent (Novagen) followed by denaturation with 18 �l 4� SDS loading buffer. All samples were frozen
immediately in a dry ice-ethanol bath and later analyzed using Phos-tag gels and quantitative Western
blots. Images of immunoblots were quantified by ImageJ (52).

Fluorescence reporter assays. Prestarved bacteria and cells from Pi-replete cultures were inoculated
in prewarmed MOPs medium with a starting OD of �0.15 to 0.2. Bacterial cultures were assayed in a
Varioskan plate reader (Thermo Scientific) at 37°C with constant shaking (3 mm orbital, 240 rpm). For
each individual strain or condition, 8 to 11 replicates were typically assayed simultaneously. YFP
fluorescence (excitation [ex.], 488 nm; emission [em.], 530 nm) and absorbance (OD at 600 nm) levels
were measured repeatedly (every 4 min). Fluorescence and OD readings were smoothed with a
moving average of five time points, except for the data in Fig. 1, in which an adjacent average of
three time points was used for smoothing. Variations between individual wells in a single microplate
assay were small (see Fig. S2A in the supplemental material); thus, the mean values of total
fluorescence or of increased fluorescence are shown as smooth lines in figures without error bars.
First derivatives of fluorescence and OD values were calculated numerically as previously described
by differentiating the second-order Lagrange interpolating polynomial values (17). Promoter activity
was calculated as (dFluo./dt)/OD, where “dFluo./dt” represents first derivative of fluorescence, while
the real-time growth rate was derived as (dOD/dt)/OD.

Model of PhoB-regulated transcription. Expression of the PhoB-regulated reporter was modeled
with the equation shown in Fig. 7. Mathematic modeling was performed using the Simbiology tool of
Matlab (see Modeling Details in the supplemental material). The rate of reporter synthesis is dependent
on the binding of PhoB�P to promoter DNA and on the effective concentration of an open complex of
RNA polymerase (RNAP) and sigma factor E�70. PhoB�P binds DNA as a dimer (53, 54); thus, a Hill
equation with a coefficient of 2 was used to model the binding. The binding constant was set at 1 �M,
close to the values derived from transcription reporter assays as well as in vitro experiments (28).
Kinetics of PhoB�P were derived from previous Phos-tag analyses (17, 28), and the fitted Hill curves
served as inputs for transcription modeling. The stress response is described with an arbitrary factor,
S, that models the inhibitory effects of �S, anti-� factor Rsd, ppGpp, or other factors on formation
of E�70 (see Modeling Details in the supplemental material). Briefly, an increase in [S] upon Pi
starvation is modeled to raise the concentration of �S for RNAP competition and reduce the
concentration of E�70 through inhibition by other factors, e.g., �70 sequestration by anti-� factor Rsd.
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The effective concentration of E�70 is described with the following equation based on a simple
competition model (29):

�E�70� � � ��70� when ��70� � ��S� � �ET�
�ET���70�

��70� � ��S� when ��70� � ��S� � �ET�
(1)

in which [ET] is the total concentration of RNAP. The concentration of S and the level of reporter after 1
h of prestarvation were calculated and multiplied by the growth dilution factor to serve as initial values
for the second round of starvation response modeling.

SUPPLEMENTAL MATERIAL

Supplemental material for this article may be found at https://doi.org/10.1128/JB
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