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Introduction

Spatial nano-scaled organization of
heterochromatin in nuclei of endothelial cells
after exposure to uremic and dialytic milieu

Maria Bartosova Medvid, (2 *2 Arslan Saleem, & ® Myriam Schafer,?
Gesine Messerschmidt,? Claus Peter Schmitt® and Michael Hausmann (2 °
Cardiovascular disease is frequent in patients with chronic kidney disease (CKD); this risk increases further
with peritoneal dialysis (PD), especially when high glucose degradation products (GDP) containing PD
fluids (PDF) are used. We studied the spatial organization of the genome orchestrated by heterochromatin
rearrangements (fluorescently labelled against H3K9me3 methylation sites) using super-resolution Single
Molecule Localization Microscopy (SMLM) and novel combined, mathematical approaches. These were based
for geometry and clustering on Ripley statistics, and for topology on persistent homology, persistent imaging
and principal component analysis. As a model system, endothelial cells (HUVEC) were exposed to plasma from
healthy and CKD individuals and to glucose-based PDF with different buffer and different GDP concentrations.
H3K9me3 representing heterochromatin was clustering in endothelial cells. The clusters varied between CKD
plasma donors, whereas PDF consistently increased endothelial heterochromatin relaxation and reduced
H3K9me3 clustering, with significant differences based on the buffer and GDP content. Bicarbonate PDF with
low-GDP concentrations induced high heterochromatin relaxation, i.e., unveiled most H3K9me3 molecules at
the lowest level of relative clustering. Persistent homology varied between single and medium exposed cells,
but varied less with PDF exposure. High-GDP PDF induced the highest degree of H3K9me3 disarrangement
with the GDP 3,4-DGE dose-dependently increasing HC relaxation and lowering clustering to a level below
controls. Structural heterochromatin (re-)organization of endothelial cells is variable in response to CKD
plasma, while PDF induce major heterochromatin relaxation, depending on the buffer and GDP content, indi-
cating additional chromatin accessibility related changes in genetic activity. Our findings provide a novel base
for studying PD biocompatibility and vascular endothelial health.

is rich in genes, which is why it is rather loosened-up and easily
accessible for the transcriptional machinery. Heterochromatin by

Genomic stability is an essential hallmark of organismal integrity
and is therefore tightly maintained and controlled." This is
necessary for the integrity of DNA carrying the specific genetic
information for functioning of a cell. In eukaryotic cells, DNA is
packed around histones creating a chromatin fibre. Chromatin as
a whole forms different networks™** that can for instance be sub-
divided into the de-condensed euchromatin and the compacted
(condensed) heterochromatin network.>® Chromatin reveals a
dynamic scaffold, which responds to specific signals physically
regulating the accessibility of DNA to numerous factors.*” This
means that changes in the structure and packing density of chro-
matin may dynamically regulate gene expression.® Euchromatin
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contrast describes the tightly packed, transcriptionally repressed
genome, with fewer, mostly inactive genes or genome regions.”
Reversible changes of the spatial heterochromatin organization
directly correlate with the wave-like up- and down-regulation of
genes.®® Various pathophysiological states disrupt this structural
arrangement of chromatin resulting in changes in gene
function.®’

Histone H3Lys9-methylated (H3K9me3)'* heterochromatin
ensures transcriptional silencing of repetitive elements and
genes, and its deregulation leads to impaired cell and tissue
identity, premature aging and cancer.'’ Specific histone modi-
fications, such as for instance the formation of yYH2AX,"* can
be induced by double strand breaks and lead to chromatin
rearrangements. Damaged sites in highly condensed hetero-
chromatin regions are transported by entropic forces towards
the heterochromatin border or into the euchromatin environ-
ment, respectively.">'* In the physiological state, double
strand breaks can be perfectly repaired,’® e.g., by repair mecha-
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nisms like homologous recombination'® or the rapid non-
homologous end joining,'” and the heterochromatin for-
mation is finally reconstructed.'*'® If strand breaking DNA
damage exceeds repair mechanisms, or if the repair mecha-
nisms are dysfunctional, genome stability may be severely
impaired and - depending on the affected histone - result in
severe consequences for the given organism.'® >

Patients with chronic kidney disease (CKD) suffer from an
exceedingly high cardiovascular (CV) disease, which further
increases on dialysis therapy. A 30-year-old patient on dialysis
has a CV mortality corresponding to the mortality of the
80-year-old general population.”® In peritoneal dialysis (PD),
glucose degradation products exert major additional endo-
thelial toxicity.>* Accelerated endothelial aging is one of the
driving forces, with children suffering from CKD5 already exhi-
biting premature endothelial telomere shortening.>> >’

Toxins and ionizing radiation cause chromatin changes on
a multiscale level, i.e. from the sub-molecular scale over the
molecular nano- and meso-scale to the supra-molecular micro-
scale.”® According to our best knowledge, the spatial chroma-
tin organization in endothelial cells in response to uremic and
dialytic milieu has not been studied yet.

Established methods to visualize and quantify chromatin
organization are Single Molecule Localization Microscopy
(SMLM) techniques,>®?° which allow studies of nano- and
meso-scaled structural (re-)organization of bio-molecules.’
SMLM is a super-resolution microscopy method*> based on
optical isolation of fluorescent molecules that stochastically
switch between two different spectral states, e.g., an on (fluor-
escing) and off (non-fluorescing) state.>* These blinking events
of dye molecules allow spatial separation of individual fluo-
rescent signals which can be precisely (in the order of 10 nm)
localized by calculating the intensity barycenter of the Airy
disc visualized for point-like light sources (dye molecules) by
the microscope objective lens used.>* SMLM data acquisition
results in a matrix of point coordinates of the labelling mole-
cules. In combination with novel image-free evaluation
methods geometries of point patterns, point clustering or
topologies and their degree of similarities can be calculated.?>
These mathematical approaches have been successfully
applied to describe chromatin networks after labelling of
H3K9me3 methylation sites (heterochromatin) or ALU and L1
interspersed regions, and to differentiate cell types according
to their chromatin organization.'>?* Reversible and irrevers-
ible chromatin network changes were measured during chro-
matin repair after DNA damaging by ionizing radiation.’
Locally the nano-organization of repair foci (yYH2AX, 53BP1,
MRE11 etc.) was studied along the repair process (see e.g., ref.
3, 5, 14 and 19). Also functionally correlated receptor protein
clustering®® or the spatial organization of tight junction pro-
teins®” were analysed in cell membranes.

Here, we used SMLM in combination with the novel ana-
lysis tools to analyse the point pattern of H3K9me3 in HUVEC
cells in order to elucidate the spatial and topological changes
of heterochromatin in endothelial cells exposed to uremic
milieu and PD fluids (PDF), respectively.
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Results

Plasma from individuals with chronic kidney disease changes
heterochromatin organization with high inter-individual
variation

HUVEC cells, a commercially available endothelial cell model,
were incubated with plasma from five healthy donors (con-
trols) (HC1-HC5) and five CKD5 patients (U1-U5) mixed by a
ratio of 1:4 with cell medium. Visually, in endothelial cell
nuclei incubated with plasma from healthy individuals
(control), the typical heterochromatin ring distribution
appeared more frequently, which is not obvious in the point
pattern reconstructed from the fluorochrome loci. This was
not observed in endothelial cells incubated with CKD5 plasma
(Fig. 1A).

In Fig. 1B, the box plots of the absolute numbers of
detected heterochromatin signals are shown for HUVEC cells
treated with plasma from healthy individuals and CKD5
patients. Within a section of about 500 nm (typical z-section
for SMLM recording) in the equatorial plane of a cell nucleus,
HUVEC cells exposed to plasma from healthy individuals
showed about 10092 + 3534 signals. The fluctuations within
the five data sets and each 25 recordings were comparable
between the individuals. Larger fluctuations within the five
data sets and each 25 recordings were observed for specimens
exposed to the CDK5 plasmas. The mean number was 12 091 +
6643 considering all 125 recordings. SMLM analysis showed a
higher number of event counts in 3 cases of CKD5 plasma
treated cells compared to the cells treated with healthy plasma
most likely representing the higher biological variation
between the patients.

This stronger individual variability among the patient
plasma specimens was also found for the Ripley curves in
Fig. 1C representing the absolute frequency of pairwise point
distances. While the peaks at small distances representing the
formation of point clusters show about the same width and
similar heights for the cells with plasma of healthy individ-
uals, peak width and heights vary considerably in the patients
plasma group indicating disordered heterochromatin. This is
supported for instance by the steep increase of the Ripley
curve at higher distance values for U4 indicating a strong ten-
dency to random heterochromatin organization.

Persistent homology revealed barcodes for components and
holes of the networks of point patterns.*® These barcode pat-
terns of heterochromatin labelling points for each cell were
compared to each other cell by calculating the Jaccard
indices.*® The Jaccard indices of each specimen pair were aver-
aged and presented in 2™¢ generation heatmaps®® for com-
ponents and holes. Surprisingly, U3, U4 and U5 indicate a
high similarity for components and holes (Fig. 1C and D).
However, the comparison of these results with the results
obtained by Principal Component Analysis (PCA) after trans-
formation of the bar codes into persistent images>® revealed a
much higher variability of the patient specimens than of the
control specimens in the two-dimensional latent space of the
first two major components (Fig. 1E). Thus, it can be con-
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Fig. 1 Impact of uremic plasma on heterochromatin organisation: (A)

typical SMLM images of cell nuclei after anti-H3K9me3 antibody label-
ling. (B) Boxplots of H3K9me3 signals for cell nuclei treated with plasma
of patients (U1,...,U5) and healthy controls (HC1,...,HC5). The boxplots
show the median point number of the detected signals (line), the lower
and upper quantile (box), and the value range within +2 standard devi-
ations (black line). (C) Ripley frequency histograms of pairwise point dis-
tances (left: plasma of healthy controls; right: plasma of CDK5 patients).
(D) 2nd generation heatmaps obtained from persistent homology and
calculation of the Jaccard indices for the patient specimens indicate a
topological similarity U3, U4, U5. (E) Latent space of component 1 vs.
component 0 of the specimens analysed after PCA of persistent imaging
results for the holes.

cluded from Fig. 1C-E that in the case of the specimens with
patient$ plasma a nearly random distribution of heterochro-
matin with a limited amount of clusters occurred.

Impact of peritoneal dialysis fluids on endothelial
heterochromatin organization

HUVEC cells were exposed to different peritoneal dialysis
fluids (PDF) and normal cell culture medium as control. These
fluids contain different buffer compounds and concentrations
of glucose degradation products (GDP): (a) pH neutral, bicar-
bonate buffered, low GDP PDF (BPDF), (b) pH neutral lactate
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buffered low GDP PDF (LPDF) and (c) conventional, acidic,
lactate buffered high GDP PDF (CPDF).

Exposure to all PDF resulted in a significantly higher
amount of H3K9me3 tags molecule abundance compared to
HUVEC cells exposed to cell medium only (Fig. 2A). The
highest molecule counts were found in BPDF, followed by
CPDF and LPDF groups which were - although statistically
different - in the same range. In all cases, H3K9me3 clustering
is visible as shown by the peak in the absolute and relative
Ripley*" distance histograms (Fig. 2B and C). The absolute dis-
tance analysis showed distributions comparable to the mole-
cule count histograms. BPDF has the highest peak amplitude
(180 000), followed by CPDF, LPDF, and the medium (100 000
to 25 000). The same descending order applies when consider-
ing the peak width and the gradient value at larger distances.
This particular order correlates with the order of the average
count numbers in the SMLM analysis, illustrating the impact
of the high counts of the various treatments on the heterochro-
matin distribution. For BPDF, a steep increase of the curves at
higher distance values indicates an increased random distri-
bution of H3K9me3 tags.
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Fig. 2 Impact of PDF on heterochromatin organisation: (A) and (D) box

plots of the absolute numbers of heterochromatin anti-H3K9me3 tags
in a ~500 nm image section through the equatorial plane of cell nuclei
exposed to different PDF in comparison to medium without PDF; (B) and
(E) absolute Ripley frequency histograms of pairwise distances of
H3K9me3 points for the different PDF in comparison to medium
without PDF; (C) and (F) relative Ripley frequency histograms of pairwise
distances of H3K9me3 points for the different PDF in comparison to
medium without PDF.
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In the normalized distribution (equalizing the number of
molecules per experimental condition) medium treated
HUVEC cells have the highest peak at 40 nm with a peak-width
of about 80 nm (2% of molecules were found at the distance
up to 40 nm) indicating a cell typical clustering (Fig. 2C). This
was also found for CPDF and LPDF. In contrast, the peak of
BPDF treated cells was much lower and smaller which is com-
patible to a loss of heterochromatin clustering. This particular
order of the Ripley curves correlates with the order of the
average count numbers from the SMLM analysis, illustrating
the impact of the high counts of the various treatments on the
heterochromatin distribution. All relative curves show a con-
sistent gradient after distances of approximately 80 nm (BPDF)
to 110 nm (medium), depending on the peak size. Gradient
values differ slightly, indicating a random point distribution at
larger distances.’® Aside from the amplitudes and slight vari-
ations in peak width, the curves are generally similar.

Despite the largest differences in the H3K9me3 molecule
counts, the topology of heterochromatin organisation as deter-
mined by persistent homology and 2" generation heat maps
reveals the same degree of lower similarity between medium
and all PDF for components and holes. This similarity,
however, is considerably higher between BPDF and CPDF, only

(Fig. 3).

Single GDP has a dose-dependent impact on heterochromatin
organisation

Next, we studied the impact of single GDP, which is present in
CPDF in concentrations up to 20 pM. Endothelial HUVEC cells
exposed to 10 pM and 20 pM 3,4 di-deoxy-glucosone (3,4 DGE)
exhibited a dose-dependent increase in the
H3K9me3 molecule counts, but the difference to the medium
without PDF was smaller as compared to the effect between all
PDF (Fig. 2D). Ripley absolute pairwise distance frequency ana-
lysis revealed an increase of heterochromatin clustering in a
dose-dependent manner (Fig. 2E). The cluster size described
by the width of the peaks in the relative pairwise distance fre-
quency curves remained unaffected (Fig. 2F).

In the cases of 2°¢ generation heatmaps after persistent
homology, application of the higher concentration (20 uM) of
3,4 DGE showed a higher similarity to BPDF than to the
medium and LPDF and CPDF.

Since the heterochromatin network has a strong impact on
genome functioning, the topological analysis calculated by
persistent homology and persistent imaging was especially
focused on holes and meshes of the H3K9me3 pattern. While
in the 2nd generation heatmaps presented for the components
and holes (Fig. 3) the specimens treated with BPDF and CPDF
revealed an increased similarity, the result of the topological
analysis after PCA showed a completely different image
(Fig. 4).

In Fig. 4A the results of persistent imaging are shown for
the component 0, i.e. the component with the largest variance
in the PCA. The data show the “lifetime” (length of the respect-
ive bar) of the holes (meshes of the heterochromatin network)
vs. the birth of the holes. This gives a measure for the size of
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Fig. 3 2"¢ generation heatmaps of components (A) and holes (B)
obtained from persistent homology of H3K9me3 tags of HUVEC cells
under different treatments with PDF. Each heatmap pixel averages the
heatmap of a given treatment.

the holes at which the algorithm identifies closed holes
(meshes).>* For the cells treated with medium only, the hetero-
chromatin organization shows strongly compacted heterochro-
matin with meshes of 40 nm to 100 nm. Meshes of larger sizes
are available but with a low frequency. For cells treated with
LPDF, this strong compaction is reduced and the major mesh
size is extended up to 180 nm. Also the mesh size of 250 nm to
380 nm shows an increased frequency. Cells treated with BPDF
show still the majority of meshes in the range of 40 nm to
120 nm (comparable to medium only) but with a lower fre-
quency compared to cells in medium only. Moreover, the large
meshes show heterogeneity in their frequency indicating
changes in the heterochromatin organization. As having
shown previously, heterochromatin re-organization is corre-
lated to changes in gene activity (up- or down-regulation).®
Thus, changes in mesh sizes of the heterochromatin network
could change the accessibility of gene loci which might cause
additional/other genetic activities. The situation considerably
changed for cell treated with CPDF. Here the small meshes,
which were the most frequent ones in cells treated with LPDF,
are the ones with a disappearing frequency while the large
mesh sizes become the most frequent ones. This is correlated
with a complete reorganization of heterochromatin and conse-
quently many functional changes might be induced.

Nanoscale, 2025, 17,15914-15923 | 15917
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Fig. 4 Topological analysis of H3K9me3 tags after cell treatment with
different PDF and 3,4 DGE: (A) Results of persistent imaging for com-
ponent 0 in the latent spaces of PCA. Endothelial cells were incubated
with peritoneal dialysis fluids containing bicarbonate (BPDF) or lactate
buffer (LPDF) with content of glucose degradation products (GDP) and
lactate based PD fluid with high concentration of GDP (CPDF). The
pixels reveal the lifetime (length in nm) of the bars for holes in persistent
homology vs. the value the bar starts (birth). The blue values are highly
frequent and the content is increasing with the darkness of the pixel.
The red-brown pixels are values of low (disappearing) frequency. (B)
Principal component analysis of the results of persistent imaging of the
holes (left: latent space of component 1 vs. component 0; right: latent
space of component 2 vs. component 0). In both cases the cells incu-
bated with BPDF were the most different compared to lactate-based PD
fluids with low and high content of glucose degradation products.

In Fig. 4B, the results of PCA are presented. Concerning the
three major components 0, 1 and 2, the cells treated with
BPDF, are completely separated indicating a topological
change in the heterochromatin organization. For comparison,
the cells treated with LPDF or with 3,4 DGE (10 uM) are within
the variability of the HUVEC control that was cultivated in
medium without any PDF.

Discussion

Recently, it has been shown that heterochromatin organization
is strongly related to gene expression.>'! This means that het-
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erochromatin organization may orchestrate the accessibility of
the transcription machinery that impacts gene expression. So
far the association of heterochromatin organization with
factors associated with CKD and PD has not been investigated.
In this article, we present for the first time geometrical and
topological changes of heterochromatin after cell exposure to
uremic milieu and different PDF.

Heterochromatin usually has a condensed and tight struc-
ture, making it less accessible to proteins.>” In such a way het-
erochromatin may control molecular trafficking in cell nuclei.
DNA damaging for instance by ionizing radiation, diseases or
therapies, for instance cancer treatment, can lead to rearrange-
ments of chromatin and molecular reorganization affecting
genomic functioning. Here, such changes have been studied
by SMLM followed by distance and topological analysis of
molecular point patterns.*’

We have designed a cell system based on human umbilical
vein endothelial cells (HUVEC) and a heterochromatin specific
antibody against H3K9me3 methylation sites'"** which are
known to exist independently of the degree of compaction of
the heterochromatin.*'*

The specificity of the antibodies may be considered in the
context of antibody choice. The antibodies anti-H3K9me3 are
known to show some but to our experience negligible cross-
labelling of non-heterochromatic regions. There are other anti-
bodies available against heterochromatin but none of them is
free from cross-labelling. Detailed studies of data bases have
induced the decision to use this antibody as the best compro-
mise between labelling specificity and labelling efficiency in
many studies of genome organization and radiation biophys-
ics. Moreover, this makes the presented results compatible
and comparable to many other results recently published (e.g.,
ref. 2, 5, 6 and 19).

The HUVEC cell system was exposed to plasma from 5
patients suffering from chronic kidney disease (CKD) and
5 healthy individuals. Patients with CKD suffer from exceedingly
high risk for cardiovascular disease (CVD), the leading cause of
death worldwide, with limited therapeutic options. CVD is the
main complication in patients with CKD and can affect any part
of the vasculature, including severe cases such as uremic arterio-
lopathy with varying severity depending on risk factor exposure.

Although our experiments are limited to a small number of
individual patients, we studied children with CKD5 with
underlying diseases limited to the kidney and urinary tract,
thus largely excluding bias caused by life-style and
comorbidities.*'?

We did not relate heterochromatin changes induced by
uremic plasma and PD fluids with gene expression. However
patient 4 showed an impressive increase in heterochromatin
tags compared to the controls. This might indicate a disrup-
tion of secondary and tertiary structures in chromatin.*'¢ In
another recent study*” analysing H3K9me3 in smooth muscle
cells, the authors propose chromatin decompaction as a
driving force for smooth muscle cell transformation into osteo-
clasts, a process leading to calcification of the vascular wall.
The genes identified in the de-compacted heterochromatin

This journal is © The Royal Society of Chemistry 2025
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region included members of the NF-kB inflammatory pathways
and senescence associated secretory phenotype related genes,
which are major drivers of vascular aging in endothelial cells
as well.** Our cell model of short-term in vitro exposure to
plasma from chronically uremic patients and PD fluids has
limitations, which should be addressed in in vitro repeated
and longer exposure models, in respective experimental in vivo
models, including the potential capacities of recovery of the
heterochromatin organization and in vascular tissues from
patients with CKD and on PD.

The analysis by novel approaches of
H3K9me3 loci in nuclei of endothelial cells incubated with
plasma from healthy individuals and children with CKD5
resulted in considerable differences in the number of tagged
H3K9me3 molecules. While the mean values did not show sig-
nificant differences between the groups, the variance observed
among children with CKD5 was twice that of individuals with
normal kidney function, most likely reflecting individual differ-
ences in the response to the uremic toxin load. Distance analysis
shows cluster formations in all cells, but cell patterns of speci-
mens treated with healthy plasma are more similar to each other
than those treated with CKD5 plasma. The part in the distance
frequency histograms related to random point distribution is up
to three times higher in CDK5 plasma treated cells compared to
healthy plasma treated cells, indicating relaxation of the hetero-
chromatin structures. The analysis showed more organized and
homogeneous clusters in all endothelial cells treated with
plasma from healthy individuals, while in endothelial cells incu-
bated with plasma from CKD5 children the clusters showed irre-
gularities and were less pronounced. Higher numbers of
H3K9me3 molecules coupled with a reduced number of clusters
imply a relaxation of HC in the uremic milieu, suggesting higher
transcriptional activity due to better accessibility of the chroma-
tin. Topological analysis®> employed to describe the chromatin
architecture confirms this observation of high variations among
individual CKD5 donors.

Although only standardized tools of data evaluation were
used, which have been applied for several applications of
SMLM, the cells in many cases showed a broad variability in
the quantitative values. Using standard box plot graphics
allowed for the description of the major differences between
the cell treatments. Calculation of p-values gave hints about
the quality of significance of differences.

Nevertheless, it might be apposite to ask for other reasons
of this variability than the treatment. At a first glimpse one
might think about preparation effects that on one hand can
never be excluded completely. However, the specimens were pre-
pared by well skilled persons without visible differences in
quality. So, on the other hand, real biological reasons have to be
included into the consideration. Recently, Alekseenko et al.**
have pointed out reasons for fundamentally low reproducibility
of quantitative results between individual cells. For each cell that
could be subjected to single cell experiments slightly different
conditions in the microenvironment might lead to small func-
tional differences in the individual cells although they all contain
to the same entity. This might be negligible in bulk experiments

mathematical
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but in single cell experiments as presented here, it could become
more prominent. Or with other words, the more precisely single
cell measurements are performed, the more variations between
individual cells may become obvious.

In the experiments applying plasma of uremic individuals,
additional variability is introduced since the composition of
the plasma is influenced by various factors, such as the dur-
ation and degree of chronic kidney disease, nutrition, medi-
cation and the intestinal microbiome.**

Heterochromatin in HUVEC also responded to various PD
fluids and their related glucose degradation products (GDP),
particularly 3,4 DGE, which was applied in two concentrations.
GDP are known to be very highly reactive and form advanced gly-
cation end-products, which are deposited in the endothelium.**
These trigger tight junction disintegration and consequently cell
death, well known mechanisms associated with vascular disease
development.”* Although PD solutions with low amount of GDP
are available, these still induce major vascular changes, predomi-
nantly due glucose-induced immune response and angio-
genesis.”® The effects of these compounds on heterochromatin
organization caused a pronounced increase in visible H3K9me3
tag molecules compared to cells treated with medium only. This
indicates not only heterochromatin changes but also heterochro-
matin relaxation. The bicarbonate buffer leads to almost the
double numbers of registered molecules compared to the other
PD fluids, indicating a de-compaction of heterochromatin and
thus a better accessibility for the anti-H3K9me3 antibodies for
heterochromatin labelling.

Between the lactate buffered PDF the higher GDP contain-
ing CPDF results in higher count numbers compared to LPDF.
Examining the highly toxic, well characterized GDP, the 3,4
DGE, an increase in concentration resulted in a higher
number of detected molecules, which also corresponds to the
observations made between the lactate buffered PDF. Distance
analysis showed an increased random distribution at greater
distances. Lactate buffered PDF show more clustering and less
random distribution, hence less relaxation of the examined
H3K9me3, compared to BPDF. The whole distribution in the
topological analysis indicates that the high GDP containing
CPDF has the highest number of similarly sized hole struc-
tures on high mesh sizes. On the other hand, cells treated with
BPDF show a completely different chromatin organization
than cells exposed to the other PDF.

The biocompatibility of low GDP-PDF is widely debated.
Despite increasing clinical and experimental evidence support-
ing the benefits of low GDP-PDF, many countries still use high
GDP-PDF. GDPs are rapidly absorbed from the peritoneal
cavity and increase the concentration of advanced systemic gly-
cation end products. Multiple randomized studies have shown
the advantages of fluids with low GDP in contrast to fluids
with high GDP.*>™*’

In conclusion, the results for spatial heterochromatin
organization obtained by SMLM and advanced mathematical
tools demonstrated that different PDF with different impact on
cells caused heterochromatin reorganization on different
levels of compaction and de-compaction. Future systematic
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studies will further improve the knowledge of PDF impact on
chromatin organization and genome functioning.

Experimental
Cell culture and immunostaining

Polarized human umbilical vein endothelial cells (HUVEC) were
purchased commercially (PromoCell, Heidelberg, Germany) and
cultured as recommended by the manufacturer (for further
details see ref. 37). They had been grown on transwells (Greiner,
Heidelberg, Germany) and were exposed to plasma from healthy
donors (n = 5) and CKD5 patients (7 = 5) mixed 1:4 with cell
medium (plasma samples collected within the International
Peritoneal Biobank®) and to different peritoneal dialysis fluids
(PDF). The five CKD5 patients suffered from congenital abnorm-
alities of kidney and urinary tract.

PDF (pH neutral, bicarbonate buffered, low GDP-PDF
(BPDF), pH neutral lactate buffered low GDP-PDF (LPDF) and
conventional, acidic, lactate buffered high GDP-PDF (CPDF))
were mixed 1:1 with cell medium. Glucose degradation
product (GDP) 3,4 di-deoxy-glucosone (3,4-DGE) was used in
concentrations found in CPDF.

Anti-H3K9me3 (ab8898, 1:1000, Abcam, Cambridge, UK)
was diluted in blocking buffer containing 5% fetal bovine
serum.’” Cell nuclei were stained with DAPI, the filters were
cut out and fixed with ProlongGold until imaging.

Single molecule localization microscopy (SMLM)

SMLM is an advanced technique of super-resolution fluo-
rescence microscopy”” and makes use of stochastic blinking of
dye molecules for precise localization in the ten-nanometre
range of single molecules. The dye molecules stochastically
switch between two different spectral states, on- (fluorescing)
and off- (non-fluorescing).**** This “blinking” allows spatial
separation of individual fluorescent molecules.*® The SMLM
setup described in'**® has an oil-immersion objective lens
(100x/NA 1.46) and four different lasers for illumination with
the wavelengths 405 nm/491 nm/561 nm/642 nm with
maximal laser powers of 120 mW/200 mW/200 mW/140 mW,
respectively. The illumination laser light path is equipped with
a LightHub—laser combiner (Omicron Laserprodukte GmbH,
Rodgau-Dudenhofen, Germany) and a polychromatic AOTF (AA
Opto Electronic, Orsay Cedex, France) for switching between
the laser wavelengths. The shapes of the laser beams are
formed by a variable beam expander 10BE03-2-8 (Standa Ltd,
Vilnius, Lithuania) and a Flat-Top-Profile forming optics—
PiShaper (AdlOptica GmbH, Berlin, Germany). To separate illu-
mination and fluorescence, two quadband interference filter
glasses F73-410 and F72-866 (AHF Analysentechnik AG,
Tiibingen, Germany) are used. Fluorescence images with the
blinking events are recorded by an Andor Ultra EMCCD
(iXonUltra 897, Andor Technology, Belfast, Northern Ireland).
Data are from five independent sets of experiments from each
treatment 25 cells were recorded. The individual cell nuclei
were selected by uniform shape based on DAPI staining (using
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the 405 nm laser). Up to 2000 image frames were acquired at
each illumination wavelength used with an exposure time of
100 ms per image. No background was recorded showing high
specificity of the H3K9me3 immunostaining.

Software and Statistics

Using an in-house software package,®® super-resolution signal
coordinates were calculated according to an algorithm sub-
tracting the brightness values of two successive image frames.
Dark states over more than two successive frames were regis-
tered, the barycentre calculated,*® the loci coordinates of all
molecules registered in the ‘orte-matrix’. Signals with intensi-
ties below the threshold were sorted out.

In Fig. 5, the further evaluation process®® is schematically
visualized: Ripley statistics*"">* was applied to the coordinate
values of the points and point-to-point distances were calcu-
lated and normalized. For topological analysis, persistent
homology,*®**" persistent imaging® and principal component
analysis®® were applied as described in detail in ref. 35. These
analyses depend on the extraction of major structures of a poin-
tillist pattern. Mathematically, this means a transformation in
the topological space spanned by these structures. We calculated
two parameters: the number of components (number of points
with which the analysis starts) and holes (closed configurations
like meshes of a net occurring and disappearing during the
mathematical evaluation process). For this calculation, each
point (“component”) registered in the orte-matrix is virtually sur-
rounded by a circle which radius is increasing. Each component
is represented by a bar starting at 0 (ie., the given point) and
ending at the radius value where two circles attach. At this
moment the two components merge into one and one of the two
bars stops further growing. During this process enlarged com-
ponents can arise, forming a closed structure and showing free
space inside not covered by the increasing virtual circles (“hole”).
With the birth of a hole another bar starts. When the hole is
completely covered by the increasing virtual circles, also this bar
ends. In this way, the measured point pattern is transferred to a
bar code pattern of components and holes.

To compare the bar codes of individual cells with each
other, we calculated the Jaccard index,*® a standard similarity
measure of two given bar codes. The Jaccard index is normal-
ized and results in values between 0 (no overlap of two bar
codes) and 1 (two identical bar codes). The Jaccard indices of
the individual cells of one individual are represented in a 1*
generation heatmap, to compare the individuals with each
other the heatmap values of one individual are averaged and
the mean values of all individuals are compared with each
other by the representation in a 2" generation heatmap.*°

The bar-codes of the holes are transferred into a diagram of
“bar life-time” vs. “bar birth”, overlaid by a pixel scan (persistent
image). The intensity of each pixel correlates to the number of
points in the given pixel. Persistent images are obtained for each
cell. Finally, the persistent images are subjected to principal com-
ponent analysis (PCA).>* The values of the 1%, the 2™, the 3™,
the 4™, ..., the n™ pixel of all individual persistent images are
separately compared and build an n-dimensional orthogonal
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Fig. 5 Schematic representation of the different evaluation steps of
SMLM datasets. After acquisition of a time series of image frames, the
coordinates and other values of all the blinking events of a cell nucleus
were integrated into a matrix, the so-called “orte-matrix” (top-left). In
the one-channel analysis, the coordinate values of the points were sub-
jected to Ripley statistics. For the representative graph (top right), the
point-to-point distances were calculated and represented in a normal-
ized distance frequency histogram. In the lower part, the processes of
persistent homology, persistent imaging, and principal component ana-
lysis are shown. The point pattern is transferred into a bar code descrip-
tion of components and holes. The lengths of the bars (difference of the
a values of the end and the beginning of a particular bar) provide the
lifetime; the beginning provides the birth in the one-point cloud. The
one-point clouds for all cell nuclei that are considered for evaluation are
transferred in pixel images (persistent imaging). Each pixel is compared
for all images. The results of these comparisons span an n-dimensional
orthogonal vector space. The variations of the pixel values determine
the components of the principal component analysis. Finally, the
outcome for the components (orthogonal vector values) with the
largest variation and the second largest variation determines the latent
space (graph bottom right) (for further details, see text in Material and
Methods). Note: this figure was originally published under CC-BY
licence in ref. 5.

vector space. The dimension with the larges variances forms the
component 0 in the final diagram. Component 1 is a dimension
perpendicular to component 0 and shows the second large var-
iance of values. In this way, the results of a complex point
pattern can be reduced to a latent space of two dimensions repre-
senting the largest changes in topology. This means that only
two principal components describe the main features and their
changes of the labelled molecules while small variations (“bio-
logical noise”) are neglected.

Conclusions

By means of SMLM we measured the spatial organization of
heterochromatin methylation points (H3K9me3) and subjected
the results to mathematical procedures that gave us geometri-
cal and topological information so that feature parameters
could be extracted and compared. It was shown that the
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spatial heterochromatin organization of endothelial cells is
variable in response to treatment with CKD plasma. PDF
induce major heterochromatin relaxation, depending on the
buffer and GDP content. This indicates that additional chro-
matin accessibility could be opened and genetic activity may
change. Our findings provide a novel base for measuring and
improving PD biocompatibility which may show the vascular
endothelial health during PD.
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