
Robust nonparametric descriptors for clustering
quantification in single-molecule localization
microscopy
Shenghang Jiang1, Sai Divya Challapalli2, and Yong Wang1,2,3,*

1Department of Physics, University of Arkansas, Fayetteville, Arkansas, 72701, United States
2Microelectronics and Photonics Graduate Program, University of Arkansas, Fayetteville, Arkansas, 72701, United
States
3Cell and Molecular Biology Program, University of Arkansas, Fayetteville, Arkansas, 72701, United States
*To whom correspondence should be addressed: yongwang@uark.edu (Y.W.)

ABSTRACT

We report a robust nonparametric descriptor, J′(r), for quantifying the spatial organization of molecules in single-
molecule localization microscopy. J′(r), based on nearest neighbor distribution functions, does not require any
parameter as an input for analyzing point patterns. We show that J′(r) displays a valley shape in the presence of
clusters of molecules, and the characteristics of the valley reliably report the clustering features in the data. More
importantly, the position of the J′(r) valley (rJ′m) depends exclusively on the density of clustering molecules (ρc).
Therefore, it is ideal for direct measurements of clustering density of molecules in single-molecule localization
microscopy. We demonstrate that the rJ′m–ρc relation is robust against noises at high levels. We exploited this
relation to characterize the clustering of H-NS proteins in E. coli bacteria, and measured that density of H-NS
clusters increases by 27% upon cold shock.

Introduction

Single-molecule localization microscopy (SMLM) has been utilized broadly in imaging biological molecules –
proteins, DNA, and RNA – in various biological systems.1–5 More importantly, by localizing individual molecules,
SMLM has allowed quantitative analyses on the spatial organizations and patterns of these molecules, and produced
new, quantitative and crucial information that was not accessible previously. New mechanisms of various cellular
and molecular organizations and activities at the single-cell level have been unraveled using SMLM.6–15

Many algorithms have been adopted, utilized, or developed, in the field of SMLM for analyzing localization data
of molecules and quantifying inter-molecular organizations.13, 14, 16–23 These methods provide means to distinguish
single molecules from clusters of molecules, to examine complex patterns of molecular organization, and to quantify
features of spatial organizations. For example, pair-correlation analysis has been applied to SMLM data on membrane
proteins to detect the presence of clusters, as well as various cluster features, such as the density of molecules in a
cluster and overall size of a cluster.16 In addition, density-based algorithms such as DBSCAN (density-based spatial
clustering of applications with noise)24, 25 and OPTICS (ordering points to identify the clustering structure)26, 27

have been exploited to identify clusters of proteins and nucleic acids, as well as to probe the clustering structures, in
both bacteria and animal cells.13, 14, 17–19 Another method that has been used for analyzing SMLM data is Ripley’s
K function and its derivatives.20, 21 More recently, Bayesian analysis and Voronoı̈ diagrams have been utilized to
identify and analyze the clustering of biological molecules.22, 23

However, a general problem in some of these methods or algorithms is the need of input parameters. For
example, DBSCAN and OPTICS need two parameters (a radius, eps, and the minimum number of points in the
neighborhood for a point to be considered as a core point, minPts),24–27 and they are known to be sensitive to
the chosen parameters.18, 28 The identification of clusters in the Voronoı̈ diagram based method also requires a
density threshold to determine whether points form clusters.23 Although various techniques have been proposed to
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determine “appropriate” parameters for use,23, 25, 27, 29 bias is inevitably introduced by the choice of parameters in
these algorithms. As a result, a robust nonparametric method is desired for the quantification of clustering features
of molecules.

Here we present a descriptor based on nearest neighbor distribution functions for quantifying the spatial pattern
of molecules in SMLM. We examined nearest neighbor function,30 G(r), spherical contact distribution function,30

F(r), and the J-function,31, 32 J(r) = (1−G(r))/(1−F(r)), and found that the associated derivative functions,
G′(r) and J′(r), reliably report the clustering features of points. In the presence of clusters, G′(r) and J′(r) are
peak/valley shaped. More importantly, we observed that rJ′m , the position of the J′(r) valley, depends exclusively
on the density of clustering points (ρc). Therefore, it is ideal for direct measurements of the clustering density of
molecules in SMLM. In addition, it turns out that the rJ′m–ρc relation is robust in the presence of up to ∼ 10 times
more noise points. We applied the rJ′m–ρc relation to quantify the clustering of H-NS proteins in E. coli, and found
that the density of H-NS clusters increases by 27% upon cold shock (from 37◦C to room temperature). We expect
that this nonparametric descriptor J′(r) is useful in a broad range of applications in SMLM.

Results

G(r), F(r) and J(r), and their derivatives
When quantifying the spatial organization of biological molecules in SMLM data, of particular interest in certain
situations is the clustering or aggregation of molecules,33–36 which is featured by an enhancement in the local
density of molecules. This enhancement in density has been used to identify clusters methods such as DBSCAN,
OPTICS, and Voronoı̈ tessellation.13, 14, 17–23 On the other hand, the enhancement in the molecular density is also
accompanied by the decrease of intermolecular distances, which could be described by functions based on nearest
neighbor distances, such as pair-wise correlation function,16 nearest neighbor function G(r), and spherical contact
distribution function F(r).30 The nearest neighbor function G(r) is the distribution function of the distance r of a
point (existing in the data) to the nearest other point, while the spherical contact distribution F(r) is the distribution
function of the distance r of an arbitrary point in the space (not necessarily existing in the data) to the nearest point
in the data.30 In addition, another function, J(r), has been suggested by van Lieshout and Baddeley in 1996,31

J(r) = 1−G(r)
1−F(r) , as a better nonparametric test to determine whether data were from a Poisson process.

We first explored how G(r), F(r) and J(r) functions depends on the clustering features of points using numerical
simulations. Briefly, we generated points forming various clusters in the presence of noises (i.e., Poisson random
points) in a region of interest, and computed these three functions. In a two-dimensional Poisson random process
where points were not forming clusters (Fig. 1A), the nearest neighbor functions gave the expected curves,
Gp(r) = Fp(r) = 1−exp(−λπr2) and Jp(r) = 1 (Fig. 1C). However, when points aggregated into clusters (Fig. 1B),
both G(r) and J(r) deviated significantly from random points, while F(r) became only slightly different (Fig. 1D).
We observed that J(r) drops quickly from 1 to ∼ 0.4 when r increases from 0 to 5 nm, while G(r) raises quickly in
the same r-range (0–5 nm). This observation indicates that G(r) and J(r) could be used for detection of clusters.

Furthermore, to remove accumulative effects, and inspired by Kiskowski et.al.,37 we calculated the derivatives
of these functions (G′(r), F ′(r) and J′(r)). Striking peaks or valleys appeared in G′(r) and J′(r) if points formed
clusters (Fig. 1F). In contrast, these derivative functions remain essentially flat for random points (Fig. 1E). On the
other hand, F ′(r)’s were very similar in the two cases (Fig. 1E–F).

Dependence of G′(r) and J′(r) functions on clustering features.
To explore quantitative applications of G′(r) and J′(r), we examined how they differ when the clustering features of
points vary. Here we focus on the following features: the radius of clusters, Rc, the density of points in clusters,
ρc, the number of clusters, nc, the density of (random) noise points, ρr, and the width (W ) and height (H) of the
region of interest. The first three features, Rc, ρc and nc, are directly related to the properties of clusters in the data,
while ρr is an indicator of the noise level. By varying one feature at a time, we observed that changes in ρc, ρr, or Rc

resulted in horizontal shifting or vertical scaling of both G′(r) and J′(r) (Fig. 2A–C). For example, both G′(r) and
J′(r) shift to the left and scale up when the clusters become denser (ρc increases). If the clusters become bigger
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(Rc increases) while keeping the clustering density constant, little horizontal translation was observed (Fig. 2C),
although both G′(r) and J′(r) scale up too. In contrast, G′(r) and J′(r) are insensitive to the number of clusters (Nc)
or the size of the region of interest, W and H (Fig. 2D–F).

We further quantified the dependence of G′(r) and J′(r) on the clustering features. By fitting G′(r) and J′(r)
with polynomials, both the amplitude (height G′m for G′(r), or depth J′m for J′(r)) and the positions (rG′m and rJ′m) of
the peaks and valleys were determined. The dependence of these values on the clustering features are shown in Fig.
3, S1, S2 and S3. We observed that both G′m and J′m depend on all the clustering features (Fig. S1 and S3), but rG′m
and rJ′m are most sensitive to the density of clustering points ρc (Fig. 3 and S2). Most interestingly, rJ′m is essentially
independent on all the clustering features except the density of clustering points ρc (Fig. 3), providing a way to
correlate rJ′m with directly measuring the clustering densities of molecules, as shown below.

Direct measurement of the density of clustering points by rJ′m
To explore the possibility of using rJ′m for direct measurements of clustering densities of molecules, we first confirm
that the rJ′m–ρc relation is independent on other clustering features even if we simultaneously vary both ρc and Rc,
or Nc, or ρr · · · . We found that the the rJ′m–ρc relation from all the simulations collapse onto a single curve (Fig.
4A). Fitting all the data with a power-law function rJ′m = A ·ρ−α

c +b gives α = 0.76±0.03, yielding a “calibration”
curve for measuring clustering densities in any point patterns. We note that the rJ′m–ρc relation is monotonic over
a larger range of ρc (Fig. 3A); however, more complicated mathematical forms other than a single power-law are
needed to fit the “calibration” curve.

To verify the capability of using the rJ′m–ρc “calibration” curve to directly measure the clustering density of
molecules in SMLM data, we exploited numerical simulations again, for which we know the ground-truth clustering
density. Briefly, we generated 50 simulated data with a “unknown” clustering density (ρ t

c = 0.0103 nm−2), and
computed J′(r) and rJ′m for each simulation. The “measured” clustering density ρm

c is then obtained from the rJ′m–ρc

“calibration” curve, ρc =
(
(rJ′m−b)/A

)−1/α . We found that the “measured” clustering densities ρm
c are very close

to the the ground-truth density ρ t
c: the relative error, δρc = |ρm

c − ρ t
c|/ρ t

c× 100%, is below 4.6% for all the 50
simulations, and the average relative error is 2.5%.

Robustness of the rJ′m–ρc relation
“Noises” are almost always present in SMLM data, due to individual molecules not forming clusters, non-specific
labeling, and/or false-positive localizations. Amazingly, we found that rJ′m is independent on the density of random
points in the data, as shown in Fig. 3B and 4, strongly suggesting that the use of rJ′m–ρc relation for measuring
clustering densities is robust.

To further assess the robustness of the rJ′m–ρc relation, we systematically investigated, given a density of
clustering point (ρc), how rJ′m deviates in the presence of various amount of noises. The noise level is defined as
β = nrp/ncp, where nrp is the number of (random) noise points, and ncp is the number of clustering points, in the
whole region of interest. We found that rJ′m remains constant (with relative errors δrJ′m

below 5%) even if there are ≈
10 times more noise points than clustering points (Fig. 5), demonstrating that the rJ′m–ρc relation is extremely robust.

J′(r) as a global descriptor for heterogeneous clusters.
It’s known that, in certain applications, molecules of interest might form heterogeneous clusters.16, 23 We examined
heterogeneity arising from either clustering radius (Rc) or clustering density (ρc). Briefly, simulations were run
for clusters with two different clustering radii (Rc1 and Rc2), or two different clustering densities (ρc1 and ρc2), in
the presence of random noises. We noticed that J′(ρc1,ρc2)

(r) from heterogeneous clusters with different clustering
densities shifted both horizontally and vertically, and fell between the two curves from homogeneous clusters, J′ρc1

(r)
and J′ρc2

(r) (Fig. 6). In addition, we observed that J′(ρc1,ρc2)
(r) overlapped very well with J′ρ̄c

(r) from a homogeneous
sample with a clustering density equal to the algebraic mean, ρ̄c = (ρc1 +ρc2)/2 (Fig. 6). It is noted that G′(r)
shows a similar behavior. In contrast, for heterogeneous clusters with different radii, J′(Rc1,Rc2

(r) shifted only in the
vertical direction. rJ′m does not change for heterogeneous clusters with different radii (Fig. S4), which is expected
because the rJ′m–ρc relation does not depend on Rc anyway. In addition, we found that J′(Rc1,Rc2)

(r) is equivalent to
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J′R̄c
(r) from homogeneous clusters with a radius of R̄c =

√(
R2

c1 +R2
c2

)
/2 (Fig. S4). In summary, we conclude that

G′(r) and J′(r) are descriptors reporting the “global” clustering density throughout the region of interest.

Application of the rJ′m–ρc relation to bacterial H-NS response to cold shock
We applied this method of measuring the clustering density using the rJ′m–ρc relation to probe bacterial response to
cold shocks in terms of clustering of H-NS proteins. The H-NS protein is a neutral, heat-stable, dimeric protein that
displays high affinity for curved DNA.38–40 It has been shown that its expression in E. coli enhances when shifting
from 37◦C to a lower temperature.41 We have been using SMLM to investigate the spatial organization of H-NS
proteins in K12 E. coli, as well as their responses to cold shock.1 The data from SMLM (i.e., localizations) of two
example cells before and after the cold shock, from 37◦C (WT) to room temperature ∼ 22◦C (RT), are shown in the
Fig. 7A and B, respectively. It’s clear that the expression of H-NS proteins became higher after cold shock. Simply
counting the number of localizations showed that the overall expression level was enhanced by 40% (1137±413 vs.
1596±517). A two-sample t-test showed that this enhancement in the overal expression level is significant (p-value
= 0.0017). Our observation is qualitatively consistent with previous ensemble observations by La Teana et. al.41

Further analysis shows that the enhancement in the expression level of H-NS protein upon cold shock results
in denser clusters of the proteins, as shown by the super-resolved images from SMLM (Fig. 7C and D). The
super-resolved images were produced by rendering each localization as a 2D Gaussian peak with a standard deviation
of 10 nm. A higher density of H-NS proteins results in overlapping of the Gaussian peaks and therefore areas of
higher intensities. We observed that H-NS proteins formed small clusters. Upon cold shock from 37◦C to room
temperature (22◦C), the clusters displayed higher intensities, indicating that the H-NS proteins became denser.

To quantify the increase in the clustering density of H-NS proteins upon cold shock, we applied our method
based on the rJ′m–ρc relation (Fig. 7E–H). We found that, compared to the WT cells (before cold shock), J′(r) of
the RT cells (after cold shock) shifted to the left, with ∆rJ′m =−0.75 nm, and scaled deeper, both indicating that
the clustering of H-NS proteins became denser. Application of the “calibration curve” in Fig. 4A) showed that
the density of the H-NS clusters increased from 4.16×10−3 nm−2 to 5.27×10−3 nm−2, or by ∼ 27%, when the
temperature dropped from 37◦C to 22◦C.

Discussion

To conclude, we explored the possibility of utilizing nearest neighbor functions to quantify spatial patterns of
molecules in single-molecule localization microscopy. We observed that the associated derivative functions, G′(r)
and J′(r), could reliably report the clustering features of point patterns. We found that J′(r) is particularly useful
because its position, rJ′m , relies exclusively on the density of clustering points (ρc). More importantly, we showed
that this rJ′m–ρc relation is very robust in the presence of up to ∼ 10 times more noise points than clustering points.
We successfully applied the rJ′m–ρc relation to quantify the reorganization of H-NS proteins in E. coli, and measured
that the density of H-NS clusters increases by 27% upon cold shock (from 37◦C to room temperature).

In the current study, we chose not to exploit any border correction when computing the nearest neighbor functions.
A simplest approach for border correction is the “reduced sample” method,42 which focuses on the points lying more
than r away from the boundary of the region of interest. However, the “reduced sample” method discards much of the
data, and therefore unacceptably wasteful. In addition, it’s particularly inappropriate in certain applications where
points are preferentially located at the boundary, an example of which is the spatial organization of high-copy number
plasmids in bacteria.14 We note that more sophisticated methods for border correction are available, including the
Kaplan-Meier correction43 and the Hanisch correction,44 both are provided in the spatstat R-package.45, 46 These
edge corrections can readily used in our method. However, for the sake of simplicity, uncorrected estimators for the
nearest neighbor functions have been used in the current study.

We would like to emphasize that the current method based on nearest neighbor functions is nonparametric and
robust. Computing the nearest neighbor functions and their derivatives does not require any parameters as human
inputs, eliminating possible subjective biases that might exist in other algorithms such as DBSCAN and OPTICS. In
addition, the performance of this method is robust, even in the presence of 10 times more noise points than clustering
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points. The nonparametric nature and robustness of the current method would allow broad applications in the field
of single-molecule localization microscopy.

We expect several types of applications of our method in the field of SMLM. First, it can be used as a direct
quantification of the clustering density (ρc) of molecules in biological samples. Second, although our method does
not identify clusters by itself, it provides objective means to determine parameters (i.e., clustering density) that
could be used in other clustering-identification algorithm such as DBSCAN and Voronoı̈ tessellation. In addition, in
the current work, we focused on the rJ′m−ρc relation for non-parametric measurement of the clustering density of
molecules; however, it’s possible to design a way to figure out other cluster features (such as Rc and ρr) by taking
advantage of the dependence of G′m and J′m on those features (Fig. S1 and S3), together with the information of ρc.

Finally, we would like to mention that, although the current study shows that the nearest neighbor functions
are global descriptors, which cannot dinstinguish heterogeneous clusters, more sophisticated algorithms based on
the nearest neighbor functions might be developed in order to detect heterogeneities in the data. For example, it’s
possible to divide the region of interest into sub-regions, perform computations on J′(r), and report heterogeneous
features on different sub-regions.

Methods

Spherical contact distribution function F(r), nearest-neighbor distribution function G(r), and the
J function J(r)
In a set of points, X , in the k-dimensional space, the spherical contact distribution function, or sometimes referred to
as the empty space function, F(r), of X is defined as F(r) = P{d(y,X)≤ r}, where d(y,X) = min{|y− x| : x ∈ X}
is the distance from an arbitrary point, y, to the nearest point of the point process, X .30 For a Poisson process
in the k-d space, Fp(r) = 1− exp

(
−λkπrk

)
.30 The nearest-neighbor distribution function G(r) is very similar to

F(r): G(r) = Py {d(y,X)≤ r} where Py is the Palm distribution, which is the conditional distribution of the entire
process given that y is one point in X .30 Therefore, G(r) is the distribution function of the distance from a point
of the process to the nearest other point of the process, i.e., the “nearest-neighbor”. For a Poisson process in the
k-d space, Gp(r) = 1− exp

(
−λπrk

)
= Fp(r).30 In 1996, van Lieshout and Baddeley suggested using the quotient

J(r) = 1−G(r)
1−F(r) to characterize a point process.31 For a Poisson process, Jp(r) = 1.

Simulation and computation of G(r), F(r), J(r) and their derivatives.
Sets of points were generated in R programing language.47 In a region of interest with a width (W ) and a height (H),
nc circular clusters with radii of Rc were randomly distributed. Each cluster contains random points at a density of
ρc. Poisson noise points were added randomly to the whole region of interest, with a density ρr. The total number
of clustering points (ncp = nc ·ρc ·πR2

c) and the total number of noise points (nrp = ρr ·WH) define the noise level
β = nrp/ncp.

Simulations were run using various sets of cluster features (W , H, ρr, ρc, nc, Rc). For each set of features,
50–200 trials were run. The G(r), F(r), J(r) functions and their derivatives were computed using the spatstat
package,45, 46 without applying any edge corrections.

Bacterial strain, growth, fixation and harvest
An E. coli bacterial strain with hns gene deleted,48 K12∆HNS, was transformed with a plasmid, pHNS-mEos3.2C1,
which was constructed by fusing the mEos3.2 protein (from plasmid mEos3.2-C1, Addgene #54550) to the hns gene.
The bacterial strain (K12∆HNS/pHNS-mEos3.2C1) was grown at 37◦C overnight in defined M9 minimal medium,
supplemented with 1% glucose, 0.1% casamino acids, 0.01% thiamine and appropriate antibiotics (kanamycin +
chloramphenicol). On the second day, the overnight culture was diluted by 50 to 100 times into fresh medium so
that the OD600 was 0.05. The fresh cultures were again grown at 37◦C. When the OD600 reaches 0.2–0.4, the
bacteria were either fixed directly (wild type) or incubated at room temperature (20◦C) for 30 minutes and then fixed.
Fixation was done by adding 37% formaldehyde directly to the cell cultures such that the final concentration is 3.7%,
followed by incubation at room temperature for 30 minutes, with orbital shaking. The bacterial cells were harvested
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by centrifugation at 1000g for 15 minutes at room temperature, followed by removal of the supernatant. The sample
was then washed for three times by resuspension in PBS, centrifugation, supernatant removal, and stored in PBS at
4◦C on a nutator.

Sample mounting and imaging
The sample prepared above was diluted in PBS by 5-fold before mounting. 10 uL of the diluted sample was loaded
on a 5mm x 5mm 3% agarose pad, left at room temperature for 30 minutes, allowing the bacterial cells absorbed into
the agarose pad. The agarose pad was flipped and attached to a clean coverslip. A chamber was then constructed
by sandwiching a hollow square PDMS pad between the coverslip and a microscope slide. The chamber was
sealed using epoxy glue and incubated at room temperature for 1-2 hours in dark before imaging, to prevent water
evaporation and shrinkage of the agarose pad during data acquisition (Fig. S5).

The microscope was home-built on an Olympus IX-81 inverted microscope with an Olympus TIRF 60X
N.A.=1.49 oil immersion objective. The microscope and data acquisition were controlled by Micro-Manager.49 A
405 nm laser (Coherent, CA) and a 561 nm laser (CrystaLaser, NV) were used to “activate” and excite mEos3.2-HNS
fusion proteins in bacteria. Emissions from the fluorescent proteins were collected by the objective and imaged
on an EMCCD camera (Andor, MA). Before the camera, an additional telescope was inserted such that the total
magnification reached 240X, and the effective pixel size of acquired images was 67 nm. The resulting movies (20
fps, 20,000 frames) were analyzed with RapidStorm.50 The localizations that appear in adjacent frames and within
10 nm to each other were regrouped as a single molecule. The spots that were too dim, too wide, or too narrow,
were rejected. The spots that survived the criteria were further corrected for drift using a mean cross-correlation
algorithm,51 and then used for generating reconstructed super-resolved images and for quantitative analysis using
G(r), F(r), and J(r), as well as their derivatives.
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Figure 1. G(r), F(r) and J(r) functions, and their derivatives. (A) Simulated noise points. (B) Simulated points
forming clusters with a radius of R = 30 nm, in the presence of noise points. (C, D) G(r), F(r) and J(r) functions
calculated from the points in (A) and (B), respectively. (E, F) Derivatives, G′(r), F ′(r) and J′(r), calculated from
the points in (A) and (B), respectively.
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Figure 2. Changes in G′(r) and J′(r) by varying a cluster feature at a time. (A) ρc, (B) ρr, (C) Rc, (D) Nc, (E) W ,
and (F) H.
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Figure 3. Dependence of rJ′m on the clustering features: (A) ρc, (B) ρr, (C) Rc, (D) Nc, (E) W , and (F) H.
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Figure 4. The rJ′m – ρc relation is independent on all the other cluster features, Rc, ρr, Nc, W , and H. All data
points collapse onto a single power-law curve, rJ′m = A ·ρc

−α +b. Least-square fitting gives α = 0.76±0.03.

12/16

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprint (which was notthis version posted August 24, 2016. ; https://doi.org/10.1101/071381doi: bioRxiv preprint 

https://doi.org/10.1101/071381


●
●

●●
●●●●●

●●
●●

●
●●●●

●
●

●

●●

●

●
●

●

●
●

●

●

●
●

●●

●

●

●

●

●

●

●

●

●

●●

●

●

●

●

0

5

10

15

20

25

0 5 10 15
β

δ r
J m'

 (
%

)
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Figure 7. Clustering of H-NS proteins upon cold shock. (A, B) Localizations of H-NS proteins in E. coli (A)
before and (B) after cold shock. (C, D) Super-resolved images of the bacteria in (A) and (B), respectively. (E, F)
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Figure S1. Dependence of G′m on the clustering features: (A) ρc, (B) ρr, (C) Rc, (D) Nc, (E) W , and (F) H.
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Figure S2. Dependence of rG′m on the clustering features: (A) ρc, (B) ρr, (C) Rc, (D) Nc, (E) W , and (F) H.
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Figure S3. Dependence of J′m on the clustering features: (A) ρc, (B) ρr, (C) Rc, (D) Nc, (E) W , and (F) H.
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Figure S5. Mounting of E. coli bacteria expression fluorescent H-NS protein on agarose pads for SMLM imaging.
(A) Side view. (B) Top view.
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