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ABSTRACT
The nucleus is highly organized to facilitate coordinated gene transcription. Measuring the
rheological properties of the nucleus and its sub-compartments will be crucial to understand the
principles underlying nuclear organization. Here, we show that strongly localized temperature
gradients (approaching 1°C /µm) can lead to substantial intra-nuclear chromatin displacements
(>1 µm), while nuclear area and lamina shape remain unaffected. Using particle image
velocimetry (PIV), intra-nuclear displacement fields can be calculated and converted into
spatio-temporally resolved maps of various strain components. Using this approach, we show
that chromatin displacements are highly reversible, indicating that elastic contributions are
dominant in maintaining nuclear organization on the time scale of seconds. In genetically
inverted nuclei, centrally compacted heterochromatin displays high resistance to deformation,
giving a rigid, solid-like appearance. Correlating spatially resolved strain maps with fluorescent
reporters in conventional interphase nuclei reveals that various nuclear compartments possess
distinct mechanical identities. Surprisingly, both densely and loosely packed chromatin showed
high resistance to deformation, compared to medium dense chromatin. Equally, nucleoli display
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particularly high rigidity and strong local anchoring to heterochromatin. Our results establish
how localized temperature gradients can be used to drive nuclear compartments out of
mechanical equilibrium to obtain spatial maps of their material responses.
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Main Findings:
•

Novel non-invasive active micro-rheology method to probe spatial intranuclear
material responses, unhindered by the nuclear lamina, using strongly localized
temperature gradients

•

Chromatin shows both elastic and viscous properties at the mesoscale with a
retardation time of τ ~ 1s

•

Compacted heterochromatin in a model of nuclear inversion shows high resistance to
deformation, suggesting dominantly solid-like behavior

•

The nucleus displays spatially distinct material properties for different compartments

•

The nucleolus shows high resistance to deformation on the time scale of seconds

•

Immobile nucleoli appear solidly anchored to and retain the deformation of
surrounding chromatin
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INTRODUCTION
It is widely believed that the spatial organization of the nucleus is supported by and makes
functional use of distinct material properties to support homeostatic function (Cremer et al.,
2020; Falk et al., 2019; Mirny and Dekker, 2021), and that may be temporally adapted to
facilitate cell cycle dynamics and differentiation (Mittasch et al., 2020; Strom et al., 2021; Sun
et al., 2018) . Starting at the nanometer scale, molecular interactions are thought to give rise to
the spatial organization of nuclear constituents that become visible at the micrometer scale. For
example, the nucleus features membraneless organelles, such as the nucleolus, Cajal bodies,
nuclear speckles, PML bodies and others, which are comprised of RNA and proteins and are
considered to be formed by liquid-liquid phase separation (LLPS) (Zidovska, 2020a). (Feric et
al., 2016). Most of the nucleus is occupied by chromatin, however, which is hierarchically
organized into different compartments: i) a few nucleosomes (5-20) loosely assembled into
clutches, which further assemble into chromatin nanodomains, ii) nanodomains are further
grouped into local continuous gene clusters called topologically associated domains (TADs),
and iii) TADs from different loci group together to form two main compartments: active Acompartments and inactive B-compartments (Jerkovic´ and Cavalli, 2021; Mirny and Dekker,
2021; Misteli, 2020). Using data from chromatin conformation capturing assays (Hi-C),
computer simulations suggest that strong interactions between B constituents together with
weak interactions of A constituents drive the separation of compartments (Falk et al., 2019).
Furthermore, condensed chromatin is thought to solidify with increasing strength of molecular
interactions, yielding elastic rather than viscous responses (Hansen et al., 2021). Hence,
differences in interactions within compartments should also be directly measurable as a
reflection of different material properties. Experimental characterization of the material
properties of nuclear compartments will be crucial to understand spatial nuclear organization
and its role in nuclear information processing. Despite great progress, an integrated physical
picture of the nucleus is still missing.
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A recent point of discussion has been whether chromatin behaves like a liquid or a solid
(Strickfaden et al., 2020; Zidovska, 2020b). For chromatin it has been suggested that its material
properties are predominantly liquid in line with the view that heterochromatin domains form
through LLPS, facilitated through the binding to scaffold proteins, similar to nuclear organelles
(Gibson et al., 2019; Larson et al., 2017; Strom et al., 2017). However, FRAP experiments in
interphase nuclei that harbored fluorescently-labeled chromatin observed that bleached heteroor euchromatin regions did not recover their intensity after bleaching at the minute to hour scale
(Strickfaden et al., 2020). Contrary to the earlier view, this indicates that chromatin cannot
move freely and therefore behaves more like a solid. To reconcile the observed discrepancies,
it has been suggested that chromatin, like other polymers, shows a more complex behavior that
can be viscous, elastic or viscoelastic depending on the time and length scales that are being
probed and the energy-driven enzymatic activity in the environment (Zidovska, 2020b;
Zidovska et al., 2013). For example, the liquid-like behavior of chromatin observed at the
nanoscale (Nozaki et al., 2017) likely emerges from enzymatically driven processes such as
transcription and loop extrusion (Fudenberg et al., 2016; Golfier et al., 2020). A high molecular
mobility on the nanoscale might still be locally constrained and prevent large scale
rearrangements of chromatin. Hence, observing liquid-like behavior at the nano scale does not
have to be in contradiction with solid-like behavior at the micron scale.
One functional adaptation of nuclear architecture is the central compaction of
heterochromatin in rod cells, termed nuclear inversion. (Solovei et al., 2009). Nuclear inversion
is triggered by LBR down regulation (Solovei et al., 2013) and describes the successive fusion
of chromocenters during terminal stages of retinal development, which leads to improved
contrast sensitivity under low light conditions (Subramanian et al., 2021). Motivated by these
findings, it has been suggested that heterochromatin cohesion drives nuclear inversion, as well
as the separation of hetero- and euchromatin in conventional interphase nuclei (Falk et al.,
2019). Yet, it remains an open question which material properties compacted heterochromatin
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adapts, how more heterochromatin is mechanically integrated into the nucleoplasm and how
chromatin interfaces with other nuclear compartments. To better understand chromatin
organization across scales, new experimental approaches are needed to measure material
properties in living cells, ideally spatially resolved and dynamically.
A wide range of different complementary techniques have been proposed to infer
compartment interactions or nuclear material properties. At the nanoscale, Hi-C based methods
have been used to map the spatial interactions between different chromatin compartments
(Belaghzal et al., 2021; Falk et al., 2019; Lieberman-Aiden et al., 2009) and reconstitute the
genomic 3D organization in silico (Stevens et al., 2017). While Hi-C reports on genome
interactions and allows to infer the spatial organization to a very good degree, Hi-C methods
themselves do not capture dynamic processes or facilitate making predictions about the material
properties, without being complemented by other techniques.
To acquire dynamic data of chromatin motion at the mesoscale (0.01-1 µm), passive microrheology approaches can be used to infer material properties from the spatio-temporal dynamics
of discernable features using video microscopy in conjunction with tracking algorithms
(Armiger et al., 2018; Herráez-Aguilar et al., 2020; Nozaki et al., 2017; Zidovska et al., 2013).
These methods are successful in gaining insights into apparent material properties noninvasively; however, their use is limited to short time scales during which thermal fluctuation
dominates over active processes. At larger time scales, motion appears to be largely driven by
active ATP-dependent processes and material properties cannot be quantified anymore by
assuming thermal motion as the driver. (Guo et al., 2014; Zidovska et al., 2013). For example,
chromatin shows ATP-dependent coherent motion on time scales above one second (Zidovska
et al., 2013).
To overcome the limitations of passive micro-rheology in energy-consuming materials,
active micro-rheology approaches have been developed that use an external stimulus to drive
materials out of their mechanical equilibrium. Methods to test nuclear material properties
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include AFM (Liu et al., 2014), micropipette aspiration (Davidson et al., 2019), magnetic beads
(Guilluy et al., 2014; Keizer et al., 2021) and membrane stretch devices (Schürmann et al.,
2016; Seelbinder et al., 2020). A difficulty, however, is that the nuclear lamina, an outer stiff
shell that surrounds and protects the nucleus, is believed to be at least 10x stiffer than chromatin
and would therefore mask the internal material properties when probed from the outside
(Harada et al., 2014; Isermann and Lammerding, 2013). These methods provide a good
understanding of the mechanics of the nucleus as an integrated whole, but lack spatial
resolution. Recently, the injection of magnetic beads into live nuclei allowed for the estimation
of local material properties inside the nucleus, but spatial control of the bead location is still
limited (Keizer et al., 2021).
Spatially resolved maps of material properties can be obtained by Brillouin Microscopy
(Brillouin, 1922; Prevedel et al., 2019; Scarcelli and Yun, 2008), by quantifying Raman shifts
of scattered photons. Brillouin Microscopy (BM) has been used to map mechanical properties
in zebrafish (Sánchez-Iranzo et al., 2020) and living cell nuclei (Zhang et al., 2020, 2017).
While it is a powerful method, BM measures the mechanics at very short time scales (subnanosecond) due to its reliance on acoustic waves in the GHz range. Highly attractive would
therefore be a micro-rheology method that permits probe-free, spatially resolved mapping of
material properties on physiologically relevant time scales, while leveraging the conceptual
advantages of active perturbations.
Here, we report on a novel approach that utilizes highly localized temperature gradients to
displace and strain chromatin inside the nucleus. Since displacements can reach hundreds of
nanometers to few microns, local displacements can be quantified through tracking algorithms.
As temperature stimuli pervade the stiff nuclear lamina, chromatin motion occurs without
disturbing nuclear size or shape. Using this method, we observed that interphase chromatin
displays highly reversible, viscoelastic behavior in response to deformation with a characteristic
time of τ~1 s. We find that material properties are spatially distinct for different compartments.
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The nucleolus, in particular, shows high mechanical resilience to deformation, but significant
adhesion to surrounding chromatin.
Together, our results showcase the utility of this new approach to actively and noninvasively probe nuclear material properties in a spatially and temporally resolved manner,
enabling to assign material responses to biochemical identity of compartments and gain new
insights into the mechanics of compartment interfaces.

RESULTS

Engineered temperature gradients facilitate controlled chromatin deformation in living
cells
To generate a highly localized temperature gradient, a heating IR-laser beam (λ=1455nm)
was focused and rapidly scanned (1 kHz) along a line (Fig. 1a). Temperature profiles for
various laser intensities (low, medium, high) were measured using the temperature-sensitive
dye Rhodamine B at a chamber temperature of 36°C (Fig. 1b-c, Suppl. Fig. 1a). The average
temperature increase inside the nucleus could further be confirmed via temperature sensitive
mCherry-H2b, which corresponded well to Rhodamine measurements averaged along a typical
nuclear length of 20 µm (Fig. 1d-e, Suppl. Fig. 1b). Unless otherwise indicated, experiments
were run at medium laser intensity resulting in an average temperature increase of 2°C inside
the nucleus.
When placing the heating stimulus in close proximity to the nucleus, we observed chromatin
motion down the temperature gradient as visualized by GFP-H2b in NIH-3T3 cells (Fig. 1f,
Suppl. Videos 1-2). To better visualize time-dependent chromatin displacements, we generated
image difference stacks by subtracting the first image from the image stack (Fig. 1f). Analyzing
the average image difference over time, we demonstrated that chromatin movement is
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Fig. 1. Engineered temperature gradients facilitate controlled chromatin deformation in living
cells. a) Overview of the microscopy setup. An IR laser is scanned along a line to generate a
temperature gradient perpendicular to the scanning line. Cells are cultured in temperature chambers
that maintain a reservoir temperature of 36°C via Peltier elements. Sapphire, rather than glass, was
used due to its high heat transfer coefficient. Shown is the side view of chamber. b) The temperaturesensitive dye Rhodamine B can be used to visualize temperature gradients during laser scanning.
The red dotted line indicates the laser scan path and outlines of an average size nucleus are
superimposed in white. c) Temperature profile and gradient were quantified perpendicular to the
laser scan path via Rhodamine B for three different laser intensities (low, medium and high). Raw
data of temperature measurements were fitted and differentiated to achieve noise-robust estimates of
the temperature gradients. See Suppl. Fig. 1a for dye calibration. d) Confirmation of instantaneous
temperature changes inside the nucleus, at low laser intensity, via relative quantum efficiency
measurements of mCherry-H2b, which reduces ~1.3% for each 1°C heating. See Suppl. Fig. 1b for
calibration. e) Comparison of thermometry results measured inside the nucleus via mCherry-H2b
and inside the chamber via Rhodamine B. Chamber temperature were averaged along 20 µm,
reflecting the average size of a nucleus, to compare both measurements directly; n=5, error=STD. f)
Top: Response of NIH-3T3 nuclei to an applied temperature gradient at medium laser intensity.
Bottom: Image difference analysis of the same data and controls, indicating mesoscopic, partially
reversible chromatin displacements due to temperature stimulation. See also Suppl. Videos 1 and
2.mg) Temporal analysis of image differences show that chromatin re-arrangements have
characteristic times (τc - creep or retardation time, τr - relaxation time) are on the time scale of
seconds; n=10, error=STD.
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instantaneous and largely reversible (Fig. 1g). Further, image difference dynamics followed an
exponential trend that could be fitted to a simple viscoelastic material model (Kelvin-Voigt),
with characteristic times τ on the second scale. In the absence of temperature stimulation, we
only observed small changes in the image difference stack that likely reflect the spontaneous
coherent motion of chromatin as reported before (Zidovska et al., 2013) and might account for
some of the residual differences after perturbations.

Strongly localized temperature-gradients drive intra-nuclear chromatin displacement
without affecting nuclear shape
To better characterize the observed chromatin displacement away from an applied
temperature gradient, we tracked large intra-nuclear features during the perturbation. Large
organelles that exclude chromatin, such as the nucleolus, show up as dark pockets (features) in
GFP-H2b images and are well suited to track intranuclear movement (Fig. 2a). Kymograph
analysis of chromatin-void features confirm instantaneous directed motion with amplitudes of
hundreds of nanometers to a few microns, with reversible asymptotic exponential dynamics.
(Fig. 2b-c). Furthermore, centroid tracking of prominent features reveal that displacements are
larger closer to the temperature stimulus.
Displacements appear to be restricted to the inside of the nucleus, as the centroid of the
nucleus and nuclear area only marginally changed (~1%) during temperature stimulation (Fig.
2d-e, Suppl. Video 3). Specifically, quantifying the change in nuclear geometry by measuring
the distance of the nuclear border to the nuclear center before (t=0 s), during (t=10 s) and after
(t=20 s) temperature stimulation, we further validated that the deviations in nuclear shape were
on the order of 100 nm (Fig. 2f-g), similar to displacements of the nuclear centroid. The
constant nuclear dimensions likely reflect the dominating stiffness of the nuclear laminar.
Additionally, the constant volume of the nucleus distinguishes our findings from the nuclear
swelling that was observed during bulk heating of isolated nuclei (Chan et al., 2017).
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Fig. 2: Quantification of intra-nuclear chromatins displacement and absence of changes in
nuclear shape during temperature stimulation. a) Chromatin displacement over time during 10s
temperature stimulation experiments in NIH-3T3 nuclei expressing H2b-GFP; scale=5 µm. b-c)
Detailed view of one chromatin void feature. Kymograph analysis quantifying time and length scale
shows largely reversible motion on the order of microns; scale=5 µm. d-e) Segmentation and
tracking of intranuclear features show their gradual, heterogenous displacements of up to 2 µm, while
nuclear area remains largely constant. See also Suppl. Video 3; scale=5 µm. f) Close-up view of the
linearized nuclear border of the nucleus shown in d) further indicates that the border remains static
during and after temperature stimulation; scale=5 µm. g) Quantification of the distance of the nuclear
border, with respect to the nuclear center at t=0s, of the nucleus shown in d) reveals that the
distortions of the nuclear shape are less than 200 nm during temperature stimulation.
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To summarize our methodological advancement to this point, we found that strongly
localized temperature gradients with a magnitude below 2°C cause micron-scale displacements
of chromatin and chromatin void organelles inside the nucleus without changing the nuclear
area or disturbing the nuclear border.

Centrally compacted hetero-chromatin behaves as an elastically suspended solid in a
genetically induced nuclear inversion model
Tethering of chromatin to the nuclear border (perinuclear chromatin) is an important
mechanism that shapes global chromatin structure (Guelen et al., 2008). For example,
detachment of chromatin from the nuclear envelope by downregulation of lamin A/C and lamin
B receptor leads to the inversion of the conventional chromatin architecture in murine
photoreceptor cells with nuclei displaying a condensed heterochromatin cluster in the center
(Solovei et al., 2013, 2009). This change in nuclear organization has functional implications
even beyond gene expression control, as it serves to improve nocturnal vision in mice
(Subramanian et al., 2021, 2019). Due to its characteristic organization, inverted nuclei have
become a prominent model to study heterochromatin formation and global genome organization
(Solovei et al., 2009).
By overexpressing Casz1 (a zinc finger transcription factor) in NIH-3T3 cells, as shown
before (Mattar et al., 2018), we were able to induce chromatin inversion that, in some instances,
leads to the formation of a single large central heterochromatin cluster (CHC), reminiscent of
the organization of photoreceptor nuclei in mice (Fig. 3a). Inverted nuclei present an interesting
model for studying chromatin organization, specifically with respect to the material properties
associated with heterochromatin formation. We observed a highly reversible displacement of
the CHC upon temperature stimulation in videos and kymographs (Fig 3b, Suppl. Video 4),
which was further verified by tracking of the CHC centroid (Fig. 3c). At the same time, area
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Fig. 3: Quantification of movement and shape changes of centrally compacted chromatin
during temperature stimulation in a genetically induced nuclear inversion model. a) NIH-3T3
cells expressing H2b-GFP displayed an inverted chromatin organization after transfection with
Casz1. The resulting central heterochromatin cluster (CHC) shows a significant displacement during
temperature stimulation. See also Suppl. Video 4; scale=5 µm. b) Kymograph analysis quantifying
time and length scale shows reversible submicron scale motion of the CHC. c-d) Detailed analysis
of the CHC centroid verifies that its motion is characterized by a fast and reversible displacement
during temperature stimulation. However, the CHC appears resistant to deformation as it shows little
change in area and major and minor axis length. e) Close-up view of H2b-positive chromatin fibers
straining during temperature stimulation. The cartoon on the right depicts the concept of strain. Based
on their initial length L0 ~3 µm, the estimated fiber strain is indicated in c) on the right axis.

and shape of the CHC remained constant during stimulation, indicating strong resistance to
deformation and hence dominantly solid-like behavior (Fig. 3d).
The dynamic displacement again fitted well to a simple viscoelastic Kelvin-Voigt model
with characteristic times of τ = 0.74s during the creep and τ = 0.92s during the relaxation phase
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(Fig. 3c). Since the CHC moved in its entirety and showed little deformation, this dynamic
likely reflects the properties of chromatin fibers that span radially from the CHC to the nuclear
border (Fig. 3e). By measuring the initial length of the fibers at rest (L0~3 µm) and assuming
that the CHC centroid displacement was similar to the extension of fibers (ΔL), the strain of
chromatin fibers was estimated to be up to 15% (Fig. 3c, right axis). In contrast, the bulk strain
of the CHC was below 1%, indicating that the nucleus features heterogeneous compartmentspecific material properties.

Spatially resolved strain maps reveal distinct mechanical properties of nuclear subcompartments.
Analyzing the chromatin displacement in inverted nuclei provided further evidence that the
nucleus features spatially distinct heterogenous nuclear material properties. Therefore, we
asked if we could map intranuclear strain more generally in conventional interphase nuclei in
order to correlate local material identities with biological function. To this end, we used PIV
(Sveen, 2004; Zidovska et al., 2013) to generate spatial displacement maps during temperature
stimulation using the frame at t=0s as reference (Fig. 4a, Suppl. Fig. 2). To further estimate
local intra-nuclear deformation, strain maps were calculated from displacement maps. Shown
here are local volumetric changes (hydrostatic strain) and orthogonal displacements (shear
strain). Absolute nuclear strain magnitudes, integrated over the whole nucleus, displayed
asymptotic exponential dynamics similar to tracked features before (Fig. 4b). Averaging nonabsolute (total) hydrostatic strains over the whole nucleus, where positive values (extension)
and negative values (compression) can cancel each other, results in a line close to 0%, which is
congruent with our observation that there is little change in overall nuclear area during
temperature stimulations.
Using mCherry-H2b intensities as a proxy for chromatin density, we generated discretized
maps of 7 nuclear compartments (Cremer et al., 2020) of equal volume (Fig. 4c). An additional
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Fig 4: Differential strain measurement within chromatin compartments during temperature
stimulation using spatially resolved strain maps. a) NIH-3T3 cells expressing mCherry-H2b were
recorded during temperature stimulation. Spatially resolved displacement maps were generated from
image stacks via PIV, using t=0s as undeformed reference frame. From this, hydrostatic and shear
strain maps were further calculated. Strains are shown here as relative values (1=100%).
Displacement map is shown at half density, see Suppl. Fig. 2 for full density and large-scale strain
maps; scale=5 µm. b) Magnitude and temporal evolution of strain components. The inset cartoon
depicts the concept of different strain types as a measure of local deformation. c) Nuclei were
segmented into 7 equi-volumetric chromatin compartments of different density inferred by mCherryH2b intensity. Nucleoli were further detected using Cytopainter live stains. A region of 6 pixels (~
0.74 µm) away from the nuclear border was cut off to exclude low displacements close to the nuclear
lamina. d) Magnitudes of absolute hydrostatic strains were locally evaluated for different chromatin
densities by combining strain maps with compartment maps. Shown is the averaged absolute
hydrostatic strain for each compartment measured at peak deformation (t=10s) for n=11 nuclei.
Boxplots depict the 25-75 percentile with whiskers spanning the full data range excluding outliers
(>3xSTD). Statistics via one-way ANOVA with Tukey HSD. e) Local analysis of averaged total
hydrostatic strains of n=11 nuclei showing that lightly packed chromatin bins (C1-3) are
preferentially compressed while densely packed chromatin bins are extended. Statistics via one-way
ANOVA with Tukey HSD for all groups and two tailed T-test for binned groups.
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dye was used to identify the nucleolus. Segmented fluorescence maps were then spatially
correlated with strain maps to investigate whether there are differences in compartment
behavior during temperature-induced chromatin displacements. Surprisingly, analysis of
absolute hydrostatic strains revealed a non-linear relationship over chromatin densities, with
most dense (C7) and most light packed regions (C1) experiencing the least, and medium dense
regions (C4) the highest change in volume (Fig. 4d-e, Suppl. Fig. 3). Despite similar
propensities in volume change, analysis of total (non-absolute) hydrostatic strains further
showed that lightly packed euchromatin bins (C1-3) tend to be compressed, while
heterochromatin bins (C4-7) tend to be extended (Fig. 4f). This likely reflected the inability of
densely compacted chromatin to be further compacted, while loosely packed euchromatin
seems to act as a mechanical buffer for decompaction inside a conserved volume.
The nucleolus is considered to be a liquid condensate that, despite lacking a membrane,
maintains its integrity through liquid-liquid phase separation (Lafontaine et al., 2021; Strom
and Brangwynne, 2019). Surprisingly, nucleoli showed high mechanical resilience during
temperature induced chromatin displacement, as we measured only half the amount of absolute
hydrostatic strain compared to overall chromatin (7.2 vs 13.5%) and a third less compared to
dense chromatin regions (C7, 7.2 vs. 10.4%) that are frequently found adjacent to nucleoli.

Immobile nucleoli provide a model case to study chromatin-nucleoli and chromatinchromatin interactions
The nucleolus is formed by nucleolar organizing regions (NORs) that encode for different
ribosomal RNAs (Bersaglieri and Santoro, 2019). These regions form a characteristic ring of
condensed chromatin around the nucleolus, referred to as perinucleolar chromatin. In contrast
to the lamina, the molecular mechanisms of chromatin-nucleoli tethering are not well
understood (Mirny and Dekker, 2021). We observed that the nucleus showed high mechanical
resilience to deformation. Moreover, in some cases, we observed that the nucleoli remained
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Fig 5: Measurement of chromatin displacements around static nucleoli reveal robust binding
of perinuclear chromatin to the nucleolus as well as chromatin network effects. a) NIH-3T3
cells expressing H2b-GFP were stained with a nucleoli live stain and recorded during temperature
induced chromatin displacement. Outlines represent detected nucleoli. Shown is an example in which
nucleoli displayed little displacement, with chromatin flowing around the nucleoli like an obstacle.
See also Suppl. Video 5; scale=5 µm. b) Displacement maps, derived via PIV, show chromatin
motion around an immobile nucleolus. Indicated are the outlines of the nucleolus (NLL) and
perinucleolar chromatin shells with a distance of 0-0.5 µm (PC1), 0.5-1 µm (PC2) and 1-1.5 µm
(PC3) as well as the nuclear border (NUC). Low displacements close to the nuclear lamina (6 pixels
~ 0.74 µm, dotted line) were excluded to better reflect internal chromatin motion. Displacement
maps are shown at half density. c) Displacements for the nucleolus (NLL), perinuclear chromatin
shells (PC1-3) and the nucleus as a whole (NUC) were quantified for n=9 different nuclei that
displayed static nucleoli. See also Suppl. Fig. 4 for the cases of moving nucleoli as a comparison.
Statistics via one-way ANOVA with Tukey HSD.

largely static during our stimulations with chromatin appearing to flow around it (Fig. 5a,
Suppl. Video 5). To gain more insights into the way the nucleolus is mechanically embedded
in nucleoplasm, we quantified the displacement of nucleoli and of adjacent 4 pixel thick (~0.5
µm) perinuclear regions with a distance of 0-0.5 µm (PC1) 0.5-1.0 µm (PC2) and 1.0-1.5 µm
(PC3) from the nucleoli border. Quantification verified that nucleoli (NLL), which appeared
static during temperature induced chromatin displacement, moved significantly less compared
to the nuclear average (NUC, Fig. 5b). While chromatin appears to flow around nucleoli in
videos and PIV displacement maps, detailed analysis showed that the displacement of the
closest regions (PC1) was not significantly higher than that of nucleoli (Fig. 5c). Displacements

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

increased successively between the perinucleolar regions, but were still distinctly lower in PC3
compared to average chromatin displacements (NUC). This further suggested that, first,
perinucleolar chromatin has a strong association with the liquid interface of the nucleoli border
and, second, that the chromatin network is highly interwoven with signatures of continuous
interaction on the scale of microns. As a control, velocity gradient does not occur around mobile
nucleoli (Suppl. Fig. 4).

DISCUSSION
We demonstrated that strongly localized temperature gradients can move chromatin noninvasively inside cell nuclei, thereby providing a complementary approach to existing methods
to gain detailed new insight into the spatial organization of the nucleus. By displacing chromatin
in a model of nuclear inversion (Mattar et al., 2018; Solovei et al., 2009), we observed high
rigidity of the centrally formed heterochromatin cluster despite large displacements. This
provided further evidence that highly compacted heterochromatin does not behave like a liquid
but rather like a solid at micron scale, as recently suggested (Strickfaden et al., 2020). More
general, in conventional interphase nuclei, we found that chromatin motion was largely
reversible and showed exponential asymptotic trends over time. The simplest model that fit the
deformation and relaxation dynamics was a Kelvin-Voigt model that features a viscous dashpot and an elastic spring element connected in parallel, indicating that the underlying
mechanisms of liquid and solid behavior are interwoven. The characteristic times τ extracted
from this model where around 1 s. Since τ reflects the ratio of viscosity to elasticity (τ = η/E),
this suggested that liquid and solid contributions of chromatin, specifically the phases C1-C6,
are in close balance on the mesoscale when assessed on the time scale of seconds.
We further showed that different nuclear compartments possess distinct material properties.
Specifically, we found that the susceptibility to volumetric deformation (absolute hydrostatic
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strain) showed a non-linear relationship over chromatin compaction with medium dense
chromatin being most compliant, and lightly and densely packed chromatin being most resistant
to deformation. A similar non-linear relationship between hydrostatic strain and chromatin
density has been reported in cardiomyocyte nuclei during spontaneous cell contractions (Ghosh
et al., 2019). That lightly packed chromatin compartments show high resilience is still
somewhat surprising and merits further investigation. One reason could be that persistent
tethering of RNA to transcribed chromatin, important for the formation of transcriptional
pockets, provides structural support (Hilbert et al., 2021).
Furthermore, we observed a striking mechanical identity of the nucleolus, which showed
higher resistance to deformation than any chromatin compartment. The nucleolus is considered
to be a membraneless liquid droplet. Our findings might help to better understand the
underlying physics (e.g. its surface tension) that allow the nucleolus to maintain a stable form
(Caragine et al., 2019; Feric et al., 2016). We frequently observed that the nucleolus resisted
displacement altogether. A reason for that could be that perinucleolar chromatin further anchors
nucleoli to the nuclear lamina, especially in 2D cultures where nuclei have a flat topology
(Ghosh et al., 2019). In such cases we found that perinucleolar chromatin showed similar
resistance to displacement, suggesting a tight association to the nucleolus. Nucleolus associated
domains (NADs) are thought to anchor peri-nucleolar heterochromatin to the nucleolus (Canat
et al., 2020), but more needs to be understood.
Based on recent FRAP experiments that revealed that chromatin does not mix and recover,
while chromatin scaffold proteins rapidly do, the authors suggested that interphase chromatin
is akin to a porous hydrogel. Our results support this view, and complement the FRAP based
evidence by detailed analysis of the mechanical relaxation response after perturbation.
Specifically, our method reveals a characteristic dynamic behavior of a porous gel-like phase
with both dissipative as well as elastic contributions, the latter of which being responsible for
deformations being predominantly reversible. When analyzing chromatin motion around static
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nucleoli, one can directly observe that chromatin shows ‘network effects’, meaning coherent
motion of spatially extended gel-like heterochromatin domains. These network effects become
visible over length scales of up to 1.5 µm as a smooth gradient of velocities surrounding
immobile nucleoli and are consistent with coherent motion and relaxation of genetic loci after
displacement by magnetic forces (Keizer et al., 2021).
As different methods shed light onto different aspects of nuclear organization, combining
our approach with other complementary methodologies will be useful to reach an integrated
view of nuclear organization. For example, combining data from live perturbations with
chromatin conformation capture methods (Hi-C) might be key to connect mechanical identities
of compartments with their underlying sequence interactions (Hildebrand and Dekker, 2020).
Specifically, our method could be used in conjunction with the recently developed liquid Hi-C
approach that aims to disentangle the contribution of the chromatin backbone and non-covalent
chromatin interactions for nuclear mechanics and organization (Belaghzal et al., 2021).
Similarly, ChIP-seq approaches could be employed to further elucidate the roles of epigenetic
modifications and chromatin-protein binding in shaping these interactions (Huang et al., 2015;
Jiang and Mortazavi, 2018; Mourad and Cuvier, 2015).
We also showed that this method allows to study the material interfaces between
compartments, such as chromatin and the nucleoli. Similar approaches could be used to study
the interaction of chromatin with the nuclear lamina, especially to study diseases in which
lamina dysfunctions cause aberrant nuclear organization, referred to as Laminopathies
(Isermann and Lammerding, 2014; Köhler et al., 2020; Stiekema et al., 2020). Of high interest
would also be to study the transition of this lamina-interaction during mitosis to achieve a better
understanding of the underlying mechanism of nuclear reformation (Serra-Marques et al.,
2020).
While our method constitutes a reliable, non-invasive and well tunable way to induce
chromatin motion in cell nuclei and study its relaxation behaviors, our perturbations bear further
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potential to gain insight into the physical chemistry that underlies temperature dependent
chromatin organization. Temperature dependent changes in chromatin compaction have been
reported after bulk cooling of live cell nuclei (Fischl et al., 2020), albeit on the time scale of
hours. On shorter time scales, reversible changes in nuclear volume have been observed after
homogenous temperature increases (ΔT=18°C) in isolated nuclei (Chan et al., 2017).
Interestingly, the study found that the sign of volumetric change was dependent on ion valency,
especially multivalent cations, hinting towards an electro-osmotically driven influx of water
into these isolated nuclei. As the directed motion of chromatin within a cell nucleus as described
by us occurs without signs of such nuclear volume changes and at about ten-fold smaller
temperature differences (2 vs. 18°C), it is likely driven by the temperature gradient.
A wide range of physical phenomena is known that give rise to the motion of microscopic
objects in temperature gradients. The movement of molecules along a temperature gradient
(thermophoresis or Soret effect) is complex and subject of ongoing scientific debates. However,
studies have shown that the movement of highly charged polymers, such as DNA and RNA, in
aqueous solutions can be predicted over a large range of experimental parameters by the
temperature gradient-induced emergence of local and global electric fields that link ionic
thermophoresis to electrostatic energies and the Seebeck effect respectively (Duhr and Braun,
2006; Reichl et al., 2014).
Moreover, the observed actuation of chromatin could in parts also be driven by a
temperature dependent affinity of DNA to histone complexes, potentially leading to a
decompaction of condensed chromatin with increasing temperature. Equally, a temperature
dependent hydrophilicity of chromatin, as it is known for certain polymers (Quesada-Pérez et
al., 2011) and has technologically been exploited to elicit responses phenomenologically similar
to the bending of bi-metallic strips (Hippler et al., 2019), could potentially give rise to
chromatin motion in temperature gradients. Additionally, motion in fluids may also be the result
of so-called thermoviscous flows (Weinert et al., 2008). These have successfully been used to
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stream the cytoplasm (Mittasch et al., 2018), but require the spatial scanning of a temperature
field, and as such can be decoupled from the here observed effects due to their fundamentally
different symmetry properties of the stimulus.
In conclusion, we showed that strongly localized temperature gradients offer unexpected
opportunities to study the organization of the living nucleus in a spatially resolved and dynamic
manner.

MATERIALS AND METHODS

Cell Culture and Transfection
NIH-3T3 cells were cultured in DMEM + GlutaMAX (Gibco) containing 10% fetal
bovine serum (Gibco) and 1% penicillin-streptomycin (Gibco) at 37°C and 5% CO2. For
temperature stimulation experiments, 150 µm thick c-axis cut sapphire cover slips (UQG
Optics) were coated with fibronectin (60 µg/mm2) for 1h at RT and seeded with cells to reach
50% confluency the next day. Sapphire was chosen for its excellent heat conductivity while
still allowing for high quality imaging. Transfection of GFP-H2b, mCherry-H2b or Casz1_v2
(NM_017766) containing plasmids was performed 18h after seeding using Lipofectamine 3000
and cells were incubated for another 24h before experiments. To visualize nucleoli, cells were
stained with Cytopainter Nucleolar Staining Kit (Abcam, ab139475) 30 min before
experiments. During experiments, a temperature chamber, consisting of a thick sapphire glass
slide with Peltier elements on each side (Mittasch et al., 2018), was used to maintain a constant
ambient temperature of 36°C (Peltier elements convert heat into energy and vice versa). On the
day of experiments, sapphire cover slips containing transfected cells were mounted onto
temperature chambers using 15 µm polystyrene spacer beads (Bangs Laboratories).
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Live Cell Imaging and Temperature Stimulation
Image stacks were taken on an inverted Olympus IX81 microscope equipped with a
Yokogawa spinning disk confocal head (CSU-X1), 60x 1.2 NA plan apochromat water
objective and an iXon EM + DU-897 BV back illuminated EMCCD (Andor). Images were
acquired at 4 frames per second, with an excitation of about 200ms, using VisiView software
(Visitron Systems). Cells were imaged for 1 min total, starting with 20s of no stimulation
(baseline), followed by 10s of temperature stimulation and ending with 30s of no stimulation
again (reversibility).
To apply a local, precisely controlled temperature gradient, an infrared laser (1455 nm)
was scanned along a line at 1 kHz. The exact setup has been described before (Mittasch et al.,
2018). Briefly, an infrared Raman laser beam (CRFL-20-1455-OM1, 20 W, near TEM00 mode
profile, Keopsys) was acousto-optically scanned along a line. Precise deflection patterns were
generated using a dual-channel frequency generator PCI card (DVE 120, IntraAction),
controlled via modified LabVIEW (National Instruments) based control software (DVE 120
control, IntraAction), in combination with a power amplifier (DPA-504D, IntraAction). For
two-dimensional laser scans (Fig. 4a), a two-axis acousto-optical deflector (AA.DTSXY-A6145, Pegasus Optik) was used. Precise laser scan patterns were performed by generating analog
signals using self-written software in LabVIEW, in combination with a PCI express card (PCIe
6369, National Instruments). A dichroic mirror (F73-705, AHF, Germany) was used to couple
the infrared laser beam into the light path of the microscope by selectively reflecting the infrared
light but transmitting visible wavelengths which were used for fluorescence imaging.

Dye-Based Temperature Measurements
To measure the spatial temperature profile inside the cell incubation chamber, as well
as the temperature increase inside nuclei during temperature stimulation experiments, we used
temperature sensitive decrease in quantum efficiency that has been well-described for certain
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dyes (usually in the red spectrum) before (Hirsch et al., 2018; Mittasch et al., 2018; Singhal and
Shaham, 2017). For chamber measurements, Rhodamine B solution (Sigma, 02558) was diluted
to 10% in water and image stacks were acquired in the red channel during laser application. For
nuclear measurements, mCherry-H2b transfected cells were recorded. Both dyes were
calibrated by precise changing of the bulk temperature of the incubation chamber (Suppl. Fig.
1). For Rhodamine, thermophoretic effects (lower dye intensity due to concentration difference,
not quantum yield) were determined to correct measurements.

Displacement and Strain Map Calculation
A custom MATLAB code was written to calculate spatial displacements and strain maps
from image stacks. A modified version of MatPIV (v 1.7) (Sveen, 2004) was used to generate
displacement maps with a window size of 32 pixels, 75% overlap using multiple passes as well
as local and global filters. The final displacement field resolution was 4x4 pixels and
displacement maps in this manuscript are shown only at half resolution. From displacement
maps, hydrostatic and shear strain maps were calculated according to:
Ɛ!"#$% =
Ɛ(!)'$ =

𝑑𝑑𝑑𝑑𝑑𝑑𝑑𝑑 + 𝑑𝑑𝑑𝑑𝑑𝑑𝑑𝑑
2 ∙ 𝐿𝐿&!'$

𝑑𝑑𝑑𝑑𝑑𝑑𝑑𝑑 + 𝑑𝑑𝑑𝑑𝑑𝑑𝑑𝑑
𝐿𝐿&!'$

With Lchar being the characteristic (initial) length before deformation.
To extract local strain information, binary masks of chromatin densities, using intensity
histograms, or of nucleoli regions using intensity thresholding were generated. Strain maps
were extrapolated to match image resolution and local strains were averaged using binary
masks. The same algorithm was used to track changes in nuclear and CHC area.
Image difference stacks and average image difference tracks were generated using
ImageJ (v. 1.52t). The “Analyze Particles” function in ImageJ was used to track the centroid
position of nuclear features and calculate feature displacements. Dynamic measurements of
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image differences and displacements were fitted to a Kelvin Voigt Model, consisting of a spring
and a dashpot in series, using the equations:
Ɛ(t) = 11𝐸𝐸 ∙ (1 − 𝑒𝑒 *+⁄,! )

Ɛ(t > 𝑡𝑡. ) = Ɛ(𝑡𝑡. ) ∙ 𝑒𝑒 *+⁄,"
𝜂𝜂
τ = 1𝐸𝐸

For the creep (during stimulation) and relaxation phase (after stimulation), respectively, with
E being the relative spring constant and τ the characteristic time, which reflects the ratio of
viscosity (η) to elasticity (E) (Meyers and Chawla, 2009).

Statistics
T-tests or One-Way ANOVA were conducted using OriginPro 2021 (v. 9.8.0.200). The
statistical test used, as well as the number of repeats n and significance levels, are indicated in
the figures and/or in the figure captions. All data with repeated measurements were collected
in at least 3 independent experiments.

ACKNOWLEDGEMENTS
We want to thank Falk Elsner and Claudius George for constructing the temperature
incubation chambers. Further, we would like to thank Irina Solovei, Job Dekker and Denis
Lafontaine for discussions as well as Lennart Hilbert and Iain Patten for feedback on the
manuscript, and Anatol Fritsch and Matthäus Mittasch for devising the setup used for the
thermal manipulations.

AUTHOR CONTRIBUTIONS
Conceptualization, B.S., and M.K.; Methodology, B.S., S.K. and M.K.; Software, B.S.
and S.K.; Formal Analysis, B.S. and M.J.; Investigation, B.S., M.J, E.E. and I.S.; Interpretation

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

of results, B.S., I.S. and M.K, Writing – Original Draft, B.S., I.S. and M.K.; Writing – Review
& Editing, All authors; Funding Acquisition, M.K.;

DECLARATION OF INTERESTS
M.K., E.E., and I.S. are listed as inventors of past patent applications that describe
technology to stimulate biological samples with infrared light. M.K. further acts a consultant to
Rapp Optoelektronik GmbH that commercializes related technologies.

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

REFERENCES

Armiger TJ, Lampi MC, Reinhart-King CA, Dahl KN. 2018. Determining mechanical
features of modulated epithelial monolayers using subnuclear particle tracking. J Cell Sci
131. doi:10.1242/jcs.216010
Belaghzal H, Borrman T, Stephens AD, Lafontaine DL, Venev S V., Weng Z, Marko JF,
Dekker J. 2021. Liquid chromatin Hi-C characterizes compartment-dependent chromatin
interaction dynamics. Nat Genet 53:367–378. doi:10.1038/s41588-021-00784-4
Bersaglieri C, Santoro R. 2019. Genome Organization in and around the Nucleolus. Cells
8:579. doi:10.3390/cells8060579
Brillouin L. 1922. Diffusion de la lumière et des rayons X par un corps transparent homogène.
Ann Phys (Paris) 9:88–122. doi:10.1051/anphys/192209170088
Canat A, Veillet A, Bonnet A, Therizols P. 2020. Genome anchoring to nuclear landmarks
drives functional compartmentalization of the nuclear space. Brief Funct Genomics
19:101–110. doi:10.1093/bfgp/elz034
Caragine CM, Haley SC, Zidovska A. 2019. Nucleolar dynamics and interactions with
nucleoplasm in living cells. Elife 8. doi:10.7554/eLife.47533
Chan CJ, Li W, Cojoc G, Guck J. 2017. Volume Transitions of Isolated Cell Nuclei Induced
by Rapid Temperature Increase. Biophys J 112:1063–1076.
doi:10.1016/j.bpj.2017.01.022
Cremer T, Cremer M, Hübner B, Silahtaroglu A, Hendzel M, Lanctôt C, Strickfaden H,
Cremer C. 2020. The Interchromatin Compartment Participates in the Structural and
Functional Organization of the Cell Nucleus. BioEssays 42. doi:10.1002/bies.201900132
Davidson PM, Fedorchak GR, Mondésert-Deveraux S, Bell ES, Isermann P, Aubry D, Allena
R, Lammerding J. 2019. High-throughput microfluidic micropipette aspiration device to
probe time-scale dependent nuclear mechanics in intact cells. Lab Chip 19:3652–3663.

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

doi:10.1039/c9lc00444k
Duhr S, Braun D. 2006. Why molecules move along a temperature gradient. Proc Natl Acad
Sci U S A 103:19678–19682. doi:10.1073/pnas.0603873103
Falk M, Feodorova Y, Naumova N, Imakaev M, Lajoie BR, Leonhardt H, Joffe B, Dekker J,
Fudenberg G, Solovei I, Mirny LA. 2019. Heterochromatin drives compartmentalization
of inverted and conventional nuclei. Nature 570:395–399. doi:10.1038/s41586-0191275-3
Feric M, Vaidya N, Harmon TS, Mitrea DM, Zhu L, Richardson TM, Kriwacki RW, Pappu R
V., Brangwynne CP. 2016. Coexisting Liquid Phases Underlie Nucleolar
Subcompartments. Cell 165:1686–1697. doi:10.1016/j.cell.2016.04.047
Fischl H, McManus D, Oldenkamp R, Schermelleh L, Mellor J, Jagannath A, Furger A. 2020.
Cold‐induced chromatin compaction and nuclear retention of clock mRNAs resets the
circadian rhythm. EMBO J 39. doi:10.15252/embj.2020105604
Fudenberg G, Imakaev M, Lu C, Goloborodko A, Abdennur N, Mirny LA. 2016. Formation
of Chromosomal Domains by Loop Extrusion. Cell Rep 15:2038–2049.
doi:10.1016/j.celrep.2016.04.085
Ghosh S, Seelbinder B, Henderson JT, Watts RD, Scott AK, Veress AI, Neu CP. 2019.
Deformation Microscopy for Dynamic Intracellular and Intranuclear Mapping of
Mechanics with High Spatiotemporal Resolution. Cell Rep 27:1607-1620.e4.
doi:10.1016/J.CELREP.2019.04.009
Gibson BA, Doolittle LK, Schneider MWG, Jensen LE, Gamarra N, Henry L, Gerlich DW,
Redding S, Rosen MK. 2019. Organization of Chromatin by Intrinsic and Regulated
Phase Separation. Cell 179:470-484.e21. doi:10.1016/j.cell.2019.08.037
Golfier S, Quail T, Kimura H, Brugués J. 2020. Cohesin and condensin extrude DNA loops in
a cell-cycle dependent manner. Elife 9:1–34. doi:10.7554/eLife.53885
Guelen L, Pagie L, Brasset E, Meuleman W, Faza MB, Talhout W, Eussen BH, de Klein A,

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Wessels L, de Laat W, van Steensel B. 2008. Domain organization of human
chromosomes revealed by mapping of nuclear lamina interactions. Nature 453:948–951.
doi:10.1038/nature06947
Guilluy C, Osborne LD, Van Landeghem L, Sharek L, Superfine R, Garcia-Mata R, Burridge
K. 2014. Isolated nuclei adapt to force and reveal a mechanotransduction pathway in the
nucleus. Nat Cell Biol 16:376–381. doi:10.1038/ncb2927
Guo M, Ehrlicher AJ, Jensen MH, Renz M, Moore JR, Goldman RD, Lippincott-Schwartz J,
Mackintosh FC, Weitz DA. 2014. Probing the stochastic, motor-driven properties of the
cytoplasm using force spectrum microscopy. Cell 158:822–832.
doi:10.1016/j.cell.2014.06.051
Hansen JC, Maeshima K, Hendzel MJ. 2021. The solid and liquid states of chromatin.
Epigenetics Chromatin 14:50. doi:10.1186/s13072-021-00424-5
Harada T, Swift J, Irianto J, Shin J-W, Spinler KR, Athirasala A, Diegmiller R, Dingal PCDP,
Ivanovska IL, Discher DE. 2014. Nuclear lamin stiffness is a barrier to 3D migration, but
softness can limit survival. J Cell Biol 204:669–82. doi:10.1083/jcb.201308029
Herráez-Aguilar D, Madrazo E, López-Menéndez H, Ramírez M, Monroy F, Redondo-Muñoz
J. 2020. Multiple particle tracking analysis in isolated nuclei reveals the mechanical
phenotype of leukemia cells. Sci Rep 10. doi:10.1038/s41598-020-63682-5
Hilbert L, Sato Y, Kuznetsova K, Bianucci T, Kimura H, Jülicher F, Honigmann A,
Zaburdaev V, Vastenhouw NL. 2021. Transcription organizes euchromatin via
microphase separation. Nat Commun 12. doi:10.1038/s41467-021-21589-3
Hildebrand EM, Dekker J. 2020. Mechanisms and Functions of Chromosome
Compartmentalization. Trends Biochem Sci. doi:10.1016/j.tibs.2020.01.002
Hippler M, Blasco E, Qu J, Tanaka M, Barner-Kowollik C, Wegener M, Bastmeyer M. 2019.
Controlling the shape of 3D microstructures by temperature and light. Nat Commun 10.
doi:10.1038/s41467-018-08175-w

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Hirsch SM, Sundaramoorthy S, Davies T, Zhuravlev Y, Waters JC, Shirasu-Hiza M, Dumont
J, Canman JC. 2018. FLIRT: fast local infrared thermogenetics for subcellular control of
protein function. Nat Methods 15:921–923. doi:10.1038/s41592-018-0168-y
Huang J, Marco E, Pinello L, Yuan GC. 2015. Predicting chromatin organization using
histone marks. Genome Biol 16. doi:10.1186/s13059-015-0740-z
Isermann P, Lammerding J. 2014. Nuclear mechanics and mechanotransduction in health and
disease. Curr Biol 23. doi:10.1016/j.cub.2013.11.009.Nuclear
Isermann P, Lammerding J. 2013. Nuclear mechanics and mechanotransduction in health and
disease. Curr Biol 23:R1113-21. doi:10.1016/j.cub.2013.11.009
Jerkovic´ I, Cavalli G. 2021. Understanding 3D genome organization by multidisciplinary
methods. Nat Rev Mol Cell Biol. doi:10.1038/s41580-021-00362-w
Jiang S, Mortazavi A. 2018. Integrating ChIP-seq with other functional genomics data. Brief
Funct Genomics 17:104–115. doi:10.1093/bfgp/ely002
Keizer VIP, Grosse-Holz S, Woringer M, Zambon L, Aizel K, Bongaerts M, Kolar-Znika L,
Scolari VF, Hoffmann S, Banigan EJ, Mirny LA, Dahan M, Fachinetti D, Coulon A.
2021. Live-cell micromanipulation of a genomic locus reveals interphase chromatin
mechanics. bioRxiv 2021.04.20.439763. doi:10.1101/2021.04.20.439763
Köhler F, Bormann F, Raddatz G, Gutekunst J, Corless S, Musch T, Lonsdorf AS, Erhardt S,
Lyko F, Rodríguez-Paredes M. 2020. Epigenetic deregulation of lamina-associated
domains in Hutchinson-Gilford progeria syndrome. Genome Med 12.
doi:10.1186/s13073-020-00749-y
Lafontaine DLJ, Riback JA, Bascetin R, Brangwynne CP. 2021. The nucleolus as a
multiphase liquid condensate. Nat Rev Mol Cell Biol. doi:10.1038/s41580-020-0272-6
Larson AG, Elnatan D, Keenen MM, Trnka MJ, Johnston JB, Burlingame AL, Agard DA,
Redding S, Narlikar GJ. 2017. Liquid droplet formation by HP1α suggests a role for
phase separation in heterochromatin. Nature 547:236–240. doi:10.1038/nature22822

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Lieberman-Aiden E, Van Berkum NL, Williams L, Imakaev M, Ragoczy T, Telling A, Amit
I, Lajoie BR, Sabo PJ, Dorschner MO, Sandstrom R, Bernstein B, Bender MA, Groudine
M, Gnirke A, Stamatoyannopoulos J, Mirny LA, Lander ES, Dekker J. 2009.
Comprehensive mapping of long-range interactions reveals folding principles of the
human genome. Science (80- ) 326:289–293. doi:10.1126/science.1181369
Liu H, Wen J, Xiao Y, Liu J, Hopyan S, Radisic M, Simmons C a, Sun Y. 2014. In Situ
Mechanical Characterization of the Cell Nucleus by Atomic Force Microscopy. ACS
Nano. doi:10.1021/nn500553z
Mattar P, Stevanovic M, Nad I, Cayouette M. 2018. Casz1 controls higher-order nuclear
organization in rod photoreceptors. Proc Natl Acad Sci U S A 115:E7987–E7996.
doi:10.1073/pnas.1803069115
Meyers MA, Chawla KK. 2009. Mechanical behavior of materials. Cambridge University
Press.
Mirny L, Dekker J. 2021. Mechanisms of Chromosome Folding and Nuclear Organization:
Their Interplay and Open Questions. Cold Spring Harb Perspect Biol a040147.
doi:10.1101/cshperspect.a040147
Misteli T. 2020. The Self-Organizing Genome: Principles of Genome Architecture and
Function. Cell. doi:10.1016/j.cell.2020.09.014
Mittasch M, Gross P, Nestler M, Fritsch AW, Iserman C, Kar M, Munder M, Voigt A, Alberti
S, Grill SW, Kreysing M. 2018. Non-invasive perturbations of intracellular flow reveal
physical principles of cell organization. Nat Cell Biol 20:344–351. doi:10.1038/s41556017-0032-9
Mittasch M, Tran VM, Rios MU, Fritsch AW, Enos SJ, Gomes BF, Bond A, Kreysing M,
Woodruff JB. 2020. Regulated changes in material properties underlie centrosome
disassembly during mitotic exit. J Cell Biol 219. doi:10.1083/JCB.201912036
Mourad R, Cuvier O. 2015. Predicting the spatial organization of chromosomes using

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

epigenetic data. Genome Biol 16. doi:10.1186/s13059-015-0752-8
Nozaki T, Imai R, Tanbo M, Nagashima R, Tamura S, Tani T, Joti Y, Tomita M, Hibino K,
Kanemaki MT, Wendt KS, Okada Y, Nagai T, Maeshima K. 2017. Dynamic
Organization of Chromatin Domains Revealed by Super-Resolution Live-Cell Imaging.
Mol Cell 67:282-293.e7. doi:10.1016/j.molcel.2017.06.018
Prevedel R, Diz-Muñoz A, Ruocco G, Antonacci G. 2019. Brillouin microscopy: an emerging
tool for mechanobiology. Nat Methods. doi:10.1038/s41592-019-0543-3
Quesada-Pérez M, Maroto-Centeno JA, Forcada J, Hidalgo-Alvarez R. 2011. Gel swelling
theories: The classical formalism and recent approaches. Soft Matter.
doi:10.1039/c1sm06031g
Reichl M, Herzog M, Götz A, Braun D. 2014. Why charged molecules move across a
temperature gradient: The role of electric fields. Phys Rev Lett 112.
doi:10.1103/PhysRevLett.112.198101
Sánchez-Iranzo H, Bevilacqua C, Diz-Muñoz A, Prevedel R. 2020. A 3D Brillouin
microscopy dataset of the in-vivo zebrafish eye. Data Br 30.
doi:10.1016/j.dib.2020.105427
Scarcelli G, Yun SH. 2008. Confocal Brillouin microscopy for three-dimensional mechanical
imaging. Nat Photonics 2:39–43. doi:10.1038/nphoton.2007.250
Schürmann S, Wagner S, Herlitze S, Fischer C, Gumbrecht S, Wirth-Hücking A, Prölß G,
Lautscham LA, Fabry B, Goldmann WH, Nikolova-Krstevski V, Martinac B, Friedrich
O. 2016. The IsoStretcher: An isotropic cell stretch device to study mechanical biosensor
pathways in living cells. Biosens Bioelectron 81:363–372.
doi:10.1016/j.bios.2016.03.015
Seelbinder B, Scott AK, Nelson I, Schneider SE, Calahan K, Neu CP. 2020. TENSCell:
Imaging of Stretch-Activated Cells Reveals Divergent Nuclear Behavior and Tension.
Biophys J 118:2627–2640. doi:10.1016/j.bpj.2020.03.035

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Serra-Marques A, Houtekamer R, Hintzen D, Canty JT, Yildiz A, Dumont S. 2020. The
mitotic protein NuMA plays a spindle-independent role in nuclear formation and
mechanics. J Cell Biol 219. doi:10.1083/jcb.202004202
Singhal A, Shaham S. 2017. Infrared laser-induced gene expression for tracking development
and function of single C. Elegans embryonic neurons. Nat Commun 8.
doi:10.1038/ncomms14100
Solovei I, Kreysing M, Lanctôt C, Kösem S, Peichl L, Cremer T, Guck J, Joffe B. 2009.
Nuclear architecture of rod photoreceptor cells adapts to vision in mammalian evolution.
Cell 137:356–68. doi:10.1016/j.cell.2009.01.052
Solovei I, Wang AS, Thanisch K, Schmidt CS, Krebs S, Zwerger M, Cohen T V, Devys D,
Foisner R, Peichl L, Herrmann H, Blum H, Engelkamp D, Stewart CL, Leonhardt H,
Joffe B. 2013. LBR and lamin A/C sequentially tether peripheral heterochromatin and
inversely regulate differentiation. Cell 152:584–98. doi:10.1016/j.cell.2013.01.009
Stevens TJ, Lando D, Basu S, Atkinson LP, Cao Y, Lee SF, Leeb M, Wohlfahrt KJ, Boucher
W, O’Shaughnessy-Kirwan A, Cramard J, Faure AJ, Ralser M, Blanco E, Morey L,
Sansó M, Palayret MGS, Lehner B, Di Croce L, Wutz A, Hendrich B, Klenerman D,
Laue ED. 2017. 3D structures of individual mammalian genomes studied by single-cell
Hi-C. Nature 544:59–64. doi:10.1038/nature21429
Stiekema M, van Zandvoort MAMJ, Ramaekers FCS, Broers JLV. 2020. Structural and
Mechanical Aberrations of the Nuclear Lamina in Disease. Cells.
doi:10.3390/cells9081884
Strickfaden H, Tolsma TO, Sharma A, Underhill DA, Hansen JC, Hendzel MJ. 2020.
Condensed Chromatin Behaves like a Solid on the Mesoscale In Vitro and in Living
Cells. Cell 183:1772-1784.e13. doi:10.1016/j.cell.2020.11.027
Strom AR, Biggs RJ, Banigan EJ, Wang X, Chiu K, Herman C, Collado J, Yue F, Politz JCR,
Tait LJ, Scalzo D, Telling A, Groudine M, Brangwynne CP, Marko JF, Stephens AD.

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

2021. Hp1α is a chromatin crosslinker that controls nuclear and mitotic chromosome
mechanics. Elife 10. doi:10.7554/eLife.63972
Strom AR, Brangwynne CP. 2019. The liquid nucleome – phase transitions in the nucleus at a
glance. J Cell Sci 132. doi:10.1242/jcs.235093
Strom AR, Emelyanov A V., Mir M, Fyodorov D V., Darzacq X, Karpen GH. 2017. Phase
separation drives heterochromatin domain formation. Nature 547:241–245.
doi:10.1038/nature22989
Subramanian K, Petzold H, Seelbinder B, Hersemann L, Nüsslein I, Kreysing M. 2021.
Optical plasticity of mammalian cells. J Biophotonics 14. doi:10.1002/jbio.202000457
Subramanian K, Weigert M, Borsch O, Petzold H, Garcia A, Myers E, Ader M, Solovei I,
Kreysing M. 2019. Title: Rod nuclear architecture determines contrast transmission of
the retina and behavioral sensitivity in mice. Elife 8. doi:10.7554/eLife.49542
Sun M, Biggs R, Hornick J, Marko JF. 2018. Condensin controls mitotic chromosome
stiffness and stability without forming a structurally contiguous scaffold. Chromosom
Res 26:277–295. doi:10.1007/s10577-018-9584-1
Sveen J. 2004. An introduction to matpiv v. 1.6. 1. Eprint no. 2, ISSN 0809-4403, Dept. of
Mathematics, University of Oslo.
Weinert FM, Kraus JA, Franosch T, Braun D. 2008. Microscale fluid flow induced by
thermoviscous expansion along a traveling wave. Phys Rev Lett 100.
doi:10.1103/PhysRevLett.100.164501
Zhang J, Alisafaei F, Nikolić M, Nou XA, Kim H, Shenoy VB, Scarcelli G. 2020. Nuclear
Mechanics within Intact Cells Is Regulated by Cytoskeletal Network and Internal
Nanostructures. Small 16. doi:10.1002/smll.201907688
Zhang J, Nou XA, Kim H, Scarcelli G. 2017. Brillouin flow cytometry for label-free
mechanical phenotyping of the nucleus. Lab Chip 17:663–670. doi:10.1039/c6lc01443g
Zidovska A. 2020a. The rich inner life of the cell nucleus: dynamic organization, active flows,

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

and emergent rheology. Biophys Rev. doi:10.1007/s12551-020-00761-x
Zidovska A. 2020b. Chromatin: Liquid or Solid? Cell 183:1737–1739.
doi:10.1016/j.cell.2020.11.044
Zidovska A, Weitz DA, Mitchison TJ. 2013. Micron-scale coherence in interphase chromatin
dynamics. Proc Natl Acad Sci U S A 110:15555–15560. doi:10.1073/pnas.1220313110

bioRxiv preprint doi: https://doi.org/10.1101/2021.12.15.472786; this version posted December 16, 2021. The copyright holder for this
preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

SUPPLEMENTAL MATERIAL

Suppl. Fig 1: Calibration of dyes for temperature measurements.
Quantum efficiency (relative intensity) of a) Rhodamine and b) mCherry was measured at different
temperatures via the same temperature incubation chamber used for live cell experiments; n=5,
error=STD.
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Suppl. Fig 2: Displacement and strain maps
Large scale images of displacement maps, generated via PIV, and derived strain maps between rest
(t=0s) and peak displacement (t=10s) corresponding to Fig. 4a.
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Suppl. Fig 3: Hydrostatic strain over time for different nuclear compartments of a single nucleus.
a) Top: Nuclear compartments with different chromatin densities as well as nucleoli were mapped via
mCherry-H2b and a nuclear live stain. Bottom: Intra-nuclear strain maps were calculated from
chromatin displacements, derived via PIV.
b) Compartment and strain maps were combined to analyze mechanical identities of different chromatin
compartments. Shown are absolute and total hydrostatic strains of different nuclear compartments (C17) and the nucleolus (NLL) over time.
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Suppl. Fig 4: Displacement analysis of moving nucleoli as comparison for static nucleoli
b) NIH-3T3 cells expressing H2b-GFP were stained with a nucleoli live stain and recorded during
temperature induced chromatin displacement. Outlines represent detected nucleoli. Shown is an
example in which nucleoli showed displacements similar to surrounding chromatin; scale=5 µm.
b) Displacement maps were derived via PIV. Indicated are the outlines of the nucleolus (NLL) and
perinucleolar chromatin shells with a distance of 0-0.5 µm (PC1), 0.5-1 µm (PC2) and 1-1.5 µm (PC3)
as well as the nuclear border (NUC). Low displacements close to the nuclear lamina (6 pixels ~ 0.74
µm, dotted line) were excluded to better reflect internal chromatin motion. Displacement map is shown
at half density.
c) Displacements for the nucleolus (NLL), perinuclear chromatin shells (PC1-3) and the nucleus as a
whole (NUC) were quantified for n=9 different nuclei that displayed moving nucleoli. Statistics via oneway ANOVA with Tukey HSD.
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Suppl. Video 1-2: Video microscopy of temperature stimulated and control nuclei, corresponding
to image difference analysis in Fig. 1. GFP-H2b transfected NIH-3T3 cells were recorded during
stimulation with a temperature gradient, placed along the bottom of the nucleus (Video 1), or without
stimulation (Video 2). Recorded at 4 fps, show at 4x real-time (16 fps). Stimulation for 10s.
Suppl. Video 3: Video microscopy of temperature stimulated nuclei, corresponding to feature
tracking analysis in Fig. 2. A GFP-H2b transfected NIH-3T3 cell was recorded during stimulation with
a temperature gradient placed along the bottom of the nucleus. Recorded at 4 fps, show at 4x real-time
(16 fps). Stimulation for 10s.
Suppl. Video 4: Video microscopy of temperature stimulated inverted nuclei, corresponding to
analysis in Fig. 3. A Casz1 and GFP-H2b double-transfected NIH-3T3 cell that formed a centrally
compacted heterochromatin feature was stimulated with a temperature gradient placed along the bottom
of the nucleus. Recorded at 8 fps, show at 2x real-time (16 fps). Stimulation for 5s.
Suppl. Video 5: Video microscopy of temperature stimulated nuclei, showing a case of static
nucleoli and corresponding to analysis in Fig. 5. A GFP-H2b transfected NIH-3T3 was stained with
a nucleoli specific dye and was recorded during stimulation with a temperature gradient placed along
the bottom of the nucleus. H2b (white) and nucleoli (magenta) channels were recorded sequentially at
2 fps, shown at 8x real-time (16 fps). Stimulation for 10s.

