
All chemical reactions are affected by thermal fluctuations and so 
are stochastic

1. Reactants diffuse to find each other in solution 

Both events are randomly affected by thermal fluctuations – collisions with other 
molecules.

2. They must overcome the energy barrier of the reaction

A  +  B C

If the numbers of molecules are sufficiently large, then the mean number of 
molecules or, more correctly, the mode approximately obeys the appropriate rate 
equations.



noise =
standard deviation

mean

How should we quantify stochasticity?
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Noise is often defined as the coefficient of variation – the typical size of a 
fluctuation relative to the mean:



Stochasticity is more substantial at low numbers. Why?
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As a reaction changes the number of molecules by one or 
two, it is only when numbers are small that stochasticity – the 
random timing of individual reactions – matters.  

Why is stochasticity only substantial when typical numbers of 
molecules are low?



Stochasticity can be exploited: persister cells enable a population 
to be both invasive and tolerant to drugs

probability of 
being a 

persister is less 
than 10-5 

for E coli

Lewis, Nat Rev Microbiol 2007



Stochasticity affects the reliability of biochemical networks by 
affecting timing and is therefore regulated away                                    

e.g. biological rhythms

deterministic stochastic

Elowitz & Leibler, Nature 2000 
Barkai & Leibler, Nature 2000



Stochasticity is generated during gene 
expression: translation can occur in bursts



perimentally measured this abundance to be
4.1 T 1.8 molecules per cell by counting the
molecules in È300 individual cells under the
microscope at the same time.

Lastly, the temporal spread of the expres-
sion bursts can be characterized from the auto-
correlation function of the fluctuation in protein
expression, C(2)(t) (Fig. 4C), averaged from 30
different cell lineages from 15 different movies.
The single exponential fit of C(2)(t) gives a decay
time constant of 7.0 T 2.5 min, corresponding to
the average spread of the stochastic arrival times
of fluorescent reporter proteins within a burst,
despite the fact that the polypeptides are gen-
erated within the short lifetime of an mRNA
(tmRNA 0 1.5 min). We show (SOM Text) that,
under the condition that there is one rate-limiting
step for the posttranslation assembly of the fusion
protein,
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where s is the average rate of the expression burst
and k is the rate constant of Tsr-Venus assembly
process, consisting of transcription, translation,
folding, and chromophore maturation. The fitting
of Fig. 4C with Eq. 2 gives s 0 (29 T 8 min)j1,
in agreement with the average number of expres-
sion bursts per cell cycle of 1.2 T 0.3 (Fig. 4A);
r 0 0.7 T 0.1, consistent with the value of 0.8 T
0.1 determined from Fig. 4B; and 1/k 0 7.0 T
2.5 min, corresponding to the rate-limiting step
of the protein assembly process. Considering the
fast transcription (È45 bases/s) and translation
(È15 residues/s) rates, we tentatively assign 1/k
to the fluorophore maturation process (SOM
Text). Although we can only spatially resolve a
few molecules within an E. coli cell because
of the diffraction limit, the long spread of the
stochastic arrival times of Venus allows many
more protein molecules per expression burst to
be counted in several consecutive images.
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Fig. 4. Statistical analyses of the protein production time traces. (A) His-
togram (gray bars) of the number of expression events per cell cycle. The
data fit well to a Poisson distribution (solid line) with an average of 1.2
gene expression burst per cell cycle. (B) Distribution of the number of flu-
orescent protein molecules detected in each gene expression burst, which
follows a geometric distribution (solid line), giving a probability of ribosome

binding of 0.81 T 0.05 and an average number of molecules per burst of
4.2. (C) Autocorrelation function of the protein production time traces cal-
culated according to Eq. S9. The result is averaged from 30 individual cell
lineages because of the insufficient statistics of a single time trace. The
fitting to Eq. 2 (solid line) gives 1/k 0 7.0 T 2.5 min, which is attributed to
posttranslational assembly of the fluorescent fusion protein.

Fig. 3. Real-time monitoring of the expression of tsr-venus under the control of repressed lac promoter.
(A) Sequence of fluorescent images (yellow) overlaid with simultaneous DIC images (gray) of E. coli cells
expressing Tsr-Venus on agarose gel pad of M9 medium. The cell cycle is 55 T 10 min in a temperature-
controlled chamber on a microscope stage. The eight frames are from time-lapse fluorescence movie S1
taken over 195 min with 100-ms laser exposures (0.3 kW/cm2) every 3 min. An 1100-ms exposure is
applied after each image collection to photobleach the Venus fluorophores. (B) Time traces of the
expression of Tsr-Venus protein molecules (left) along three particular cell lineages (right) extracted from
the time-lapse fluorescence-DIC movie of (A). The time resolution is 3 min. The vertical axis is the number
of protein molecules newly synthesized during the last three minutes. The dotted lines mark the cell
division times. The time traces show that protein production occurs in random bursts, within which
variable numbers of protein molecules are generated. Each gene expression burst lasts È3 to 15 min.
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Probing Gene Expression in Live Cells,
One Protein Molecule at a Time
Ji Yu,1* Jie Xiao,1* Xiaojia Ren,1 Kaiqin Lao,2 X. Sunney Xie1†

We directly observed real-time production of single protein molecules in individual Escherichia
coli cells. A fusion protein of a fast-maturing yellow fluorescent protein (YFP) and a membrane-
targeting peptide was expressed under a repressed condition. The membrane-localized YFP can be
detected with single-molecule sensitivity. We found that the protein molecules are produced in
bursts, with each burst originating from a stochastically transcribed single messenger RNA
molecule, and that protein copy numbers in the bursts follow a geometric distribution. The
quantitative study of low-level gene expression demonstrates the potential of single-molecule
experiments in elucidating the workings of fundamental biological processes in living cells.

T
he central dogma of molecular biology
states that DNA is transcribed into mRNA,
which is then translated into protein. Ever

since the pioneering work on the lac operon (1),
our knowledge of gene expression has come
primarily from genetic and biochemical studies
(2–4) conducted with large populations of cells
and molecules. Recently, many in vitro single-
molecule experiments have probed real-time
dynamics and yielded valuable mechanistic
insights into macromolecules (5–8), including
transcriptional (9) and translational (10) ma-
chineries. In order to understand the workings
of these machineries in their physiological con-
texts, we set out to probe gene expression at the
single-molecule level by real-time monitoring of
protein production in live cells.

Gene expression is often stochastic (11–14),
because most genes exist at single or low copy
numbers in a cell. Some genes are expressed at
high levels and others at low levels. The mRNA
expression can now be tracked in a single cell
with single-molecule sensitivity (15, 16). The pro-
tein expression has been traditionally character-
ized by averages of cell populations, in which
stochasticity is masked. More information is
available from both the distribution of expres-
sion levels among a cell population (17–19)
and the temporal evolution of a single cell by
using fluorescent reporters (20). However, these
studies have been restricted to high expression
levels because of the low sensitivity for protein
detection, yet many important proteins are
produced at small copy numbers (21, 22). Here,
we demonstrate probing protein expression in
individual Escherichia coli cells under the control
of a repressed lac promotor, one molecule at a
time (23).

The most popular reporters for monitoring
gene expression in live cells are green fluores-
cent protein (GFP) and its derivatives, such as
yellow fluorescent protein (YFP) (24–26). We
use a YFP variant, Venus, as the reporter be-

cause of its short maturation time (27). How-
ever, it is difficult to image a single GFP or YFP
molecule in cytoplasm, because its fluorescence
signal spreads to the entire cytoplasm by fast
diffusion during the image acquisition time and
is overwhelmed by cellular autofluorescence.
On the other hand, single YFP fusion protein
molecules on cell membranes can be detected
(28, 29) because their diffusion is slowed. There-
fore, we designed a fusion protein consisting of
Venus and a membrane protein, Tsr, as the re-
porter for monitoring lac promoter activity. A
well-studied methylation-dependent chemotax-
is receptor protein (MCP) (30), Tsr contains
two transmembrane domains and is fused to
the N terminus of Venus.

We constructed an E. coli strain SX4 in
which a single copy of the chimeric gene tsr-
venus was incorporated into the E. coli chro-
mosome, replacing the native lacZ gene. The
endogenous tsr gene of E. coli was left intact.

Because the tsr gene is highly expressed (30), a
small amount of exogenous Tsr-Venus poses
minimal perturbation to cells_ normal functions.
Western assay of induced SX4 cells showed the
presence of Venus only in the membrane fraction
and not in the cytoplasmic fraction, suggesting
efficient membrane localization of Tsr-Venus.
We also compared the levels of induced expres-
sion of Tsr-Venus and Venus in two strains, both
under the control of the lac promoter ESupporting
Online Material (SOM) Text and fig. S1^. No
notable difference was observed, indicating that
the introduction of the tsr sequence does not
change the yield of Venus production, which is
not the case for many other membrane-targeting
sequences that we tested.

We first show the ability to detect single
Tsr-Venus fluorescent protein molecules ex-
pressed in SX4 cells (Fig. 1). Figure 1A shows
two diffraction-limited fluorescent spots Efull
width at half maximum (FWHM) È 300 nm^ in
the left cell. A line cross section of the fluores-
cence image along the cells_ long axes shows
the signal distinctly above the cells_ autofluo-
rescence background (Fig. 1C). We attribute each
fluorescent peak to an individual Tsr-Venus mol-
ecule on the basis of abrupt disappearance of the
signal upon photobleaching, which is charac-
teristic of single molecules. Figure 1D shows
such a photobleaching time trace. Had the signal
arisen from multiple molecules, its disappearance
would be in multiple steps. In addition, the fluo-
rescence intensity of each peak is consistent with
in vitro measurements of purified single Venus
molecules (fig. S2).

A sketch of our live-cell experiment is shown
in Fig. 2. Upon an infrequent and spontaneous
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Fig. 1. Single-molecule detection of a fluorescent fusion protein, Tsr-Venus, in live E. coli cells. (A)
Fluorescence and (B) DIC images of two E. coli cells (strain SX4) expressing Tsr-Venus. Two single
fusion protein molecules were detected as diffraction-limited fluorescent spots (FWHM at È300 nm)
in the left cell. The fluorescence image is taken with 514-nm laser excitation and a 100-ms exposure
time at 0.3 kW/cm2. (C) Line cross section of the fluorescence signal along long axes of the two E. coli
cells. a.u., arbitrary units. (D) Fluorescence time trace of a single Tsr-Venus molecule in an E. coli cell,
showing abrupt photobleaching (40-ms exposure at 0.5 kW/cm2).
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perimentally measured this abundance to be
4.1 T 1.8 molecules per cell by counting the
molecules in È300 individual cells under the
microscope at the same time.

Lastly, the temporal spread of the expres-
sion bursts can be characterized from the auto-
correlation function of the fluctuation in protein
expression, C(2)(t) (Fig. 4C), averaged from 30
different cell lineages from 15 different movies.
The single exponential fit of C(2)(t) gives a decay
time constant of 7.0 T 2.5 min, corresponding to
the average spread of the stochastic arrival times
of fluorescent reporter proteins within a burst,
despite the fact that the polypeptides are gen-
erated within the short lifetime of an mRNA
(tmRNA 0 1.5 min). We show (SOM Text) that,
under the condition that there is one rate-limiting
step for the posttranslation assembly of the fusion
protein,
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where s is the average rate of the expression burst
and k is the rate constant of Tsr-Venus assembly
process, consisting of transcription, translation,
folding, and chromophore maturation. The fitting
of Fig. 4C with Eq. 2 gives s 0 (29 T 8 min)j1,
in agreement with the average number of expres-
sion bursts per cell cycle of 1.2 T 0.3 (Fig. 4A);
r 0 0.7 T 0.1, consistent with the value of 0.8 T
0.1 determined from Fig. 4B; and 1/k 0 7.0 T
2.5 min, corresponding to the rate-limiting step
of the protein assembly process. Considering the
fast transcription (È45 bases/s) and translation
(È15 residues/s) rates, we tentatively assign 1/k
to the fluorophore maturation process (SOM
Text). Although we can only spatially resolve a
few molecules within an E. coli cell because
of the diffraction limit, the long spread of the
stochastic arrival times of Venus allows many
more protein molecules per expression burst to
be counted in several consecutive images.
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Fig. 4. Statistical analyses of the protein production time traces. (A) His-
togram (gray bars) of the number of expression events per cell cycle. The
data fit well to a Poisson distribution (solid line) with an average of 1.2
gene expression burst per cell cycle. (B) Distribution of the number of flu-
orescent protein molecules detected in each gene expression burst, which
follows a geometric distribution (solid line), giving a probability of ribosome

binding of 0.81 T 0.05 and an average number of molecules per burst of
4.2. (C) Autocorrelation function of the protein production time traces cal-
culated according to Eq. S9. The result is averaged from 30 individual cell
lineages because of the insufficient statistics of a single time trace. The
fitting to Eq. 2 (solid line) gives 1/k 0 7.0 T 2.5 min, which is attributed to
posttranslational assembly of the fluorescent fusion protein.

Fig. 3. Real-time monitoring of the expression of tsr-venus under the control of repressed lac promoter.
(A) Sequence of fluorescent images (yellow) overlaid with simultaneous DIC images (gray) of E. coli cells
expressing Tsr-Venus on agarose gel pad of M9 medium. The cell cycle is 55 T 10 min in a temperature-
controlled chamber on a microscope stage. The eight frames are from time-lapse fluorescence movie S1
taken over 195 min with 100-ms laser exposures (0.3 kW/cm2) every 3 min. An 1100-ms exposure is
applied after each image collection to photobleach the Venus fluorophores. (B) Time traces of the
expression of Tsr-Venus protein molecules (left) along three particular cell lineages (right) extracted from
the time-lapse fluorescence-DIC movie of (A). The time resolution is 3 min. The vertical axis is the number
of protein molecules newly synthesized during the last three minutes. The dotted lines mark the cell
division times. The time traces show that protein production occurs in random bursts, within which
variable numbers of protein molecules are generated. Each gene expression burst lasts È3 to 15 min.
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Following expression of a fluorescent membrane protein in bacteria over time.

Occasionally, one mRNA is 
transcribed. Bursts of 

translated  
protein.



Yu et al., Science (2006) 



Transcription can also occur in bursts



Red: protein
Green spots: mRNA

scale bar: 1 μm



Time course of mRNA numbers: mRNA is produced in bursts

time (min)

mRNA
mRNA of  
sister cell

piecewise 
linear fit

smoothed version of red 
data



The most common model of gene expression has both bursts 
in transcription and translation

d1

mRNA Protein

d0

v0 v1

+

k0

k1

Inactive
promoter

Active
promoter

Kaern et al., Nat Rev Genetics 2005



To perform stochastic simulations, we typically use the 
Gillespie, or stochastic simulation, algorithm

Step 1: choose which reaction will occur 

Step 2: choose when that reaction will occur



δt

a1δt = k δt

P0 ∼ e
−(a1+a2)t

t + δt

Pi(t)δt = P0(t)aiδt

a2δt = dA δt

P0(t + �t) = P0(t)
�
1� (a1 + a2)�t

⇥

Example: an elementary model of gene expression

probability of a reaction in time

probability of no reaction

hence

probability of a reaction i at time

A

A

Gillespie, J Phys Chem 1977

propensity of reaction 1

propensity of reaction 2


