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DNA packaging in humans

(12, 13). Interestingly, chromosome 18, which is
small but gene-poor, does not interact frequently
with the other small chromosomes; this agrees
with FISH studies showing that chromosome 18
tends to be located near the nuclear periphery (14).

We then zoomed in on individual chromo-
somes to explore whether there are chromosom-
al regions that preferentially associate with each
other. Because sequence proximity strongly in-
fluences contact probability, we defined a normal-

ized contact matrixM* by dividing each entry in
the contact matrix by the genome-wide average
contact probability for loci at that genomic dis-
tance (10). The normalized matrix shows many
large blocks of enriched and depleted interactions,
generating a plaid pattern (Fig. 3B). If two loci
(here 1-Mb regions) are nearby in space, we
reasoned that they will share neighbors and have
correlated interaction profiles. We therefore de-
fined a correlation matrix C in which cij is the

Pearson correlation between the ith row and jth
column of M*. This process dramatically sharp-
ened the plaid pattern (Fig. 3C); 71% of the result-
ing matrix entries represent statistically significant
correlations (P ≤ 0.05).

The plaid pattern suggests that each chromo-
some can be decomposed into two sets of loci
(arbitrarily labeled A and B) such that contacts
within each set are enriched and contacts between
sets are depleted.We partitioned each chromosome

Fig. 1. Overview of Hi-C. (A)
Cells are cross-linked with form-
aldehyde, resulting in covalent
links between spatially adjacent
chromatin segments (DNA frag-
ments shown in dark blue, red;
proteins, which canmediate such
interactions, are shown in light
blue and cyan). Chromatin is
digested with a restriction en-
zyme (here, HindIII; restriction
site marked by dashed line; see
inset), and the resulting sticky
ends are filled in with nucle-
otides, one of which is bio-
tinylated (purple dot). Ligation
is performed under extremely
dilute conditions to create chi-
meric molecules; the HindIII
site is lost and an NheI site is
created (inset). DNA is purified
and sheared. Biotinylated junc-
tions are isolated with strep-
tavidin beads and identified by
paired-end sequencing. (B) Hi-C
produces a genome-wide con-
tactmatrix. The submatrix shown
here corresponds to intrachro-
mosomal interactions on chromo-
some 14. (Chromosome 14 is
acrocentric; the short arm is
not shown.) Each pixel represents all interactions between a 1-Mb locus and another 1-Mb locus; intensity corresponds to the total number of reads (0 to 50). Tick
marks appear every 10 Mb. (C and D) We compared the original experiment with results from a biological repeat using the same restriction enzyme [(C), range
from 0 to 50 reads] and with results using a different restriction enzyme [(D), NcoI, range from 0 to 100 reads].

A

B C D

Fig. 2. The presence and orga-
nization of chromosome territo-
ries. (A) Probability of contact
decreases as a function of ge-
nomic distance on chromosome 1,
eventually reaching a plateau at
~90 Mb (blue). The level of in-
terchromosomal contact (black
dashes) differs for different pairs
of chromosomes; loci on chromo-
some 1 are most likely to inter-
act with loci on chromosome 10
(green dashes) and least likely
to interact with loci on chromo-
some 21 (red dashes). Interchro-
mosomal interactions are depleted
relative to intrachromosomal in-
teractions. (B) Observed/expected
number of interchromosomal con-
tacts between all pairs of chromosomes. Red indicates enrichment, and blue indicates depletion (range from 0.5 to 2). Small, gene-rich chromosomes tend to interact
more with one another, suggesting that they cluster together in the nucleus.
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DNA packaging in humans

of the genome inferred from Hi-C. More gen-
erally, a strong correlation was observed between
the number of Hi-C readsmij and the 3D distance
between locus i and locus j as measured by FISH
[Spearman’s r = –0.916, P = 0.00003 (fig. S3)],
suggesting that Hi-C read count may serve as a
proxy for distance.

Upon close examination of the Hi-C data, we
noted that pairs of loci in compartment B showed
a consistently higher interaction frequency at a
given genomic distance than pairs of loci in com-
partment A (fig. S4). This suggests that compart-
ment B is more densely packed (15). The FISH
data are consistent with this observation; loci in
compartment B exhibited a stronger tendency for
close spatial localization.

To explore whether the two spatial compart-
ments correspond to known features of the ge-
nome, we compared the compartments identified
in our 1-Mb correlation maps with known genetic
and epigenetic features. Compartment A correlates
strongly with the presence of genes (Spearman’s
r = 0.431, P < 10–137), higher expression [via
genome-wide mRNA expression, Spearman’s
r = 0.476, P < 10–145 (fig. S5)], and accessible
chromatin [as measured by deoxyribonuclease I
(DNAseI) sensitivity, Spearman’s r = 0.651, P
negligible] (16, 17). Compartment A also shows
enrichment for both activating (H3K36 trimethyl-
ation, Spearman’s r = 0.601, P < 10–296) and
repressive (H3K27 trimethylation, Spearman’s
r = 0.282, P < 10–56) chromatin marks (18).

We repeated the above analysis at a resolution
of 100 kb (Fig. 3G) and saw that, although the
correlation of compartment A with all other ge-
nomic and epigenetic features remained strong
(Spearman’s r > 0.4, P negligible), the correla-
tion with the sole repressive mark, H3K27 trimeth-
ylation, was dramatically attenuated (Spearman’s
r = 0.046, P < 10–15). On the basis of these re-
sults we concluded that compartment A is more
closely associated with open, accessible, actively
transcribed chromatin.

We repeated our experiment with K562 cells,
an erythroleukemia cell line with an aberrant kar-
yotype (19). We again observed two compart-
ments; these were similar in composition to those
observed in GM06990 cells [Pearson’s r = 0.732,

Fig. 4. The local packing of
chromatin is consistent with the
behavior of a fractal globule. (A)
Contact probability as a function
of genomic distance averaged
across the genome (blue) shows
a power law scaling between
500 kb and 7 Mb (shaded re-
gion) with a slope of –1.08 (fit
shown in cyan). (B) Simulation
results for contact probability as
a function of distance (1 mono-
mer ~ 6 nucleosomes ~ 1200
base pairs) (10) for equilibrium
(red) and fractal (blue) globules.
The slope for a fractal globule is
very nearly –1 (cyan), confirm-
ing our prediction (10). The slope
for an equilibrium globule is –3/2,
matching prior theoretical expec-
tations. The slope for the fractal
globule closely resembles the slope
we observed in the genome. (C)
(Top) An unfolded polymer chain,
4000 monomers (4.8 Mb) long.
Coloration corresponds to distance
from one endpoint, ranging from
blue to cyan, green, yellow, or-
ange, and red. (Middle) An equi-
librium globule. The structure is
highly entangled; loci that are
nearby along the contour (sim-
ilar color) need not be nearby in
3D. (Bottom) A fractal globule.
Nearby loci along the contour
tend to be nearby in 3D, leading
to monochromatic blocks both
on the surface and in cross sec-
tion. The structure lacks knots.
(D) Genome architecture at three
scales. (Top) Two compartments,
corresponding to open and closed
chromatin, spatially partition the
genome. Chromosomes (blue, cyan,
green) occupy distinct territories.
(Middle) Individual chromosomes
weave back and forth between
the open and closed chromatin
compartments. (Bottom) At the
scale of single megabases, the chromosome consists of a series of fractal globules.
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Cyto-skeleton

eukaryotic cells (source: wiki)

Nucleus	


!

Actin	


!

Microtubuli

mechanical properties,	


network topology, ...
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Cyto-skeleton

Microtubuli network in Drosophila embryo
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FIG. 1. PAR-1 polarity organizes the local net direction of the MT cytoskeleton. A) Confocal crosssection through an oocyte
expressing PAR-1 protein trap GFP at late stage 9. Scale bar is 20µm. B) PAR-1 fluorescence profile around posterior-lateral
cortex (green) and moving average (blue). Domain width (dashed line with arrows) is measured as the width at 45% of peak
height above base line (dashed line). C) PAR-1 domain width as a fraction of the length of posterior-lateral cortex in N =?
oocytes as a function of the follicle cells surrounding the oocytes. Follicle cell number increases throughout stage 9 and can be
used as cell-intrinsic measure of time (see text). D) Three-dimensional representation of oocyte geometry. Red line indicates
crosssection shown in panels E-G. E) Schematic two-dimensional crosssection as indicated in E. MTs (brown) are assumed
to be straight rods of width � with typical length LMT = 0.5 emanating from all over the cortex except the PAR-1 domain
(green) at all angles (i). At each point inside the oocyte the density of overlapping MTs and net direction can be calculated
(ii). F) Crosssection through the MT density calculated by summing up contributions from the entire cortex at each point
within the oocyte. G) Vector field crosssection throught the MT director field calculated by summing up MT directions from
the entire cortex at every point inside the oocyte geometry and dividing by the density shown in panel (F). Arrows indicate
net direction of MT plus ends. oskar mRNA transported by plus-end directed motor kinesin would follow arrows, while bicoid
mRNA transported by minus-end directed dynein would move opposite to arrows. Arrow magnitude denotes the strength of
the directionality. H) Staining of MTs in late S9 oocyte. I) MT nucleation density at the cortex as a function of coordinate x
along the AP axis for a wild-type (top, blue) and PAR-1 mutant (top, red) oocyte. Bottom shows length distribution of MTs.
J)-K) Same as panels (F)-(G) but for the PAR-1 mutant. See supplementary for details.

quantitative agreement with the directionality measure-
ment of oskar mRNA movement and MT direction [7, 8].
Yet, this analysis reveals that there is a net organiza-
tion in dorso-ventral direction as well which cancels each
other and leads to a vanishing overall net direction in
agreement with experiments that pooled directional data
globally. Thus, the MT cytoskeleton in wild-type oocytes

may be more ordered than previously thought.

Next we focussed on mutants that lack a PAR-1 do-
main. In hypomorphs such as PAR-16323/PAR-1W3 os-
kar mRNA mislocalizes to a cloud or dot in the center
of the oocyte [13, 16]. We therefore ask what the MT
cytoskeletal architecture results from a lack of PAR-1 do-
main. Allowing MTs to emanate from all around the cor-
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Polymers & filaments

Drosophila oocyte

Goldstein lab, PNAS 2012
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Actin in flow

were stored at!80 "C. Polymerization to form filamentous
actin (F-actin) was achieved by addition of 1=10th volume
of 10# ABþ, then stabilized by the addition of an equimo-
lar amount (to G-actin monomers) of Alexa Fluor 488
phalloidin (Invitrogen), dissolved to a final concentration
of %10 !M of G-actin, and then stored in the dark at 4 "C
for up to 3 months. For an experiment, an aliquot of
10# AB! stock was thawed and mixed with 9 parts of
deionized water-glycerol mixture and degassed to reduce
dissolved oxygen. Photobleaching was reduced by adding
to the final buffer (termed AG) an oxygen scavenger
consisting of 20 mM dithiothreitol, 0:2 mg=ml glucose
oxidase, 0:5 mg=ml of catalase, and 3 mg=ml of glucose.
The concentration of F-actin suitable for the experiments
was %2 nM and yielded filaments with lengths from 3 to
18 !m.

Consider an elastic filament of contour length L, diame-
ter a, with " & a=L ' 1, bending modulus A ¼ kBT‘p,
where ‘p is the persistence length, lying in the xy plane
between x ¼ )L=2. For small-amplitude fluctuations in
the position hðxÞ from y ¼ 0, its energy is

E ¼ 1

2

Z L=2

!L=2
dxfAh2xx þ #ðxÞh2xg; (1)

where subscripts indicate differentiation. The nonuniform
tension induced by the flow [19],

#ðxÞ ¼ 2$! _%

lnð1="2eÞ ðL
2=4! x2Þ; (2)

which peaks at the center and vanishes at the filament
ends, is positive (extensional) for _%> 0 and compressional
otherwise [20]. We first focus on extensional suppression
of fluctuations. The often-used Fourier decomposition
of hðxÞ [13,16] is incompatible with the force- and
torque-free boundary conditions at the filament ends.
Instead, the Euler-Lagrange equation of (1) defines a set

of eigenfunctionsWðnÞ (and eigenvalues &n) with boundary
conditions Wxxð)L=2Þ ¼ Wxxxð)L=2Þ ¼ 0 [3,21]. Under
the convenient rescaling ' ¼ $x=L, these obey

WðnÞ
4' ! !@'½ð$2=4! '2ÞWðnÞ

' - ¼ "nW
ðnÞ: (3)

The eigenvalues "n ¼ L4&n=$
4A are functions of [22]

! ¼ 2! _%L4

$3A lnð1="2eÞ : (4)

When ! ¼ 0, the WðnÞ are eigenfunctions of the one-
dimensional biharmonic equation

W!¼0 ¼ A sinkxþ B sinhkxþD coskxþ E coshkx: (5)

The wave vectors kn satisfy cosknL coshknL ¼ 1, with
k0 ¼ 0 (the constant solution Wð0Þ ¼ 1), and knL ’ ðnþ
1=2Þ$ for n . 1. Even if the W’s cannot be found analyti-
cally [23], a numerical solution for ! ! 0 is straightfor-
ward. Figure 2(a) shows the first four WðnÞ for ! ¼ 0 and
Wð1Þ for ! ¼ 100; remarkably, the shape of the fundamen-
tal bending mode is nearly independent of !, a result to
which we return below. A point not previously recognized
[13] is that if hðxÞ ¼ P

nanW
ðnÞðxÞ, then for any ! the

energy decomposes into a sum of contributions from inde-
pendent modes: E ¼ ð1=2ÞPn&na

2
n. This follows from in-

tegrations by parts, Eq. (3), and boundary conditions that
render the operator self-adjoint and the WðnÞ orthogonal
(and we assume they are normalized). Equipartition then
yields hamani ¼ (mnL

4=$4‘p"n, and the local variance
VðxÞ ¼ h½hðxÞ ! #h-2i is

Vðx;!Þ ¼ L3

‘p$
4

X1

n¼1

WðnÞðxÞ2
"nð!Þ

: (6)

As the contribution to "n from the bending energy
grows like ðnþ 1=2Þ4, the fundamental mode Wð1Þ domi-
nates. This is seen in Fig. 2(b), where we plot the measured

FIG. 1 (color online). Experimental setup. (a) Microfluidic cross-flow geometry controlled by a pressure difference$P between inlet
and outlet branches. (b) Close-up of the velocity field near the stagnation point, showing a typical actin filament. (c) Raw contour (red)
of an actin filament and definition of geometric quantities used in the analysis.
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which peaks at the center and vanishes at the filament
ends, is positive (extensional) for _%> 0 and compressional
otherwise [20]. We first focus on extensional suppression
of fluctuations. The often-used Fourier decomposition
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W!¼0 ¼ A sinkxþ B sinhkxþD coskxþ E coshkx: (5)

The wave vectors kn satisfy cosknL coshknL ¼ 1, with
k0 ¼ 0 (the constant solution Wð0Þ ¼ 1), and knL ’ ðnþ
1=2Þ$ for n . 1. Even if the W’s cannot be found analyti-
cally [23], a numerical solution for ! ! 0 is straightfor-
ward. Figure 2(a) shows the first four WðnÞ for ! ¼ 0 and
Wð1Þ for ! ¼ 100; remarkably, the shape of the fundamen-
tal bending mode is nearly independent of !, a result to
which we return below. A point not previously recognized
[13] is that if hðxÞ ¼ P
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FIG. 1 (color online). Experimental setup. (a) Microfluidic cross-flow geometry controlled by a pressure difference$P between inlet
and outlet branches. (b) Close-up of the velocity field near the stagnation point, showing a typical actin filament. (c) Raw contour (red)
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eigenfunction Wð1Þ. Subsequent instabilities of higher
modes occur at !#

2 ¼ %1:9876 and !#
3 ¼ %4:955. At the

large value ! ¼ %47 in Fig. 3(c), the shape is a superpo-
sition of modes 3 and 4.

We have quantified the fluctuations, dynamics, and
buckling of single actin filaments under flow-induced ten-
sion and thereby established that strain rates _! in the range
0:1–1 s%1 are sufficient to induce buckling of filaments
with L& ‘p. Intriguingly, these are of the same order as
found in cytoplasmic streaming in large eukaryotic cells,
particularly those of plants [6,27]. This raises the possibil-
ity that significant filament rearrangements can occur
through the action of streaming. A quantitative treatment
of the finite-temperature rounding of the stretch-coil tran-
sition, along the lines of approaches to the Euler buckling
problem [17] or more general stochastic supercritical bi-
furcations [28], and a low-dimensional description of the
coupled rotation and deformation of filaments will be
discussed elsewhere. Generalization of these issues to
concentrated suspensions of flexible filaments is a chal-
lenging open problem.

We are grateful to D. Page-Croft, C. Hitch, J. Milton,
and N. Price for technical assistance and thank E. J. Hinch
for discussions and J. E. Molloy for advice with actin
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FIG. 3 (color online). The stretch-coil transition of single actin filaments. (a)–(c) Snapshots of buckling filaments beyond the
instability, ! ¼ %0:55 (a), %1:9 (b), and %47 (c). Scale bars are 3 %m, indicated times since the first frame are rescaled by _!, and %
(þ) denotes a flow with compression along x (y). The fundamental mode is seen in (a) and (b), a higher-order mode in (c) during
compression along x followed by y. (d) Fractional compression measured by the end-to-end displacement L, as a function of j!j.
Dashed lines indicate instability thresholds for modes whose shapes are shown. The gray band indicates the noise floor.
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motility due to surface-bound motors (20). In the
bulk of the sample, the active MT network con-
tracted into asterlike structures (16, 17); however,
a number of bundles remained attached to the

edges of the flow chamber or partially trapped
under air bubbles, and thus separated from the
bulk of the contracting structures. Once separated,
these bundles exhibited uniform large-scale beat-

ing patterns (Fig. 1, B and C, fig. S2, and movies
S1 to S3). To ensure that backgroundMTs did not
interfere with the beating patterns, in some exper-
iments we displaced the unbound MT/kinesin
mixture with a buffer containing only ATP, PEG,
and kinesin clusters (but no MTs). In these sam-
ples, the attached bundles continued to beat for
more than 1 hour. The primary factor that deter-
mines the beating frequency is the length of the
bundle, which can range from less than 10 mm to
more than 100 mm, with longer bundles beating
with longer periods (fig. S3).We hypothesize that
active bundles contain MTs with mixed polarity
and that the oscillatory beating is driven by the
activity of kinesin clusters that induce interfila-
ment sliding. At the same time, the osmotic pres-
sure due to PEG keeps the bundle together and,
in combination with the attachment at the base,
transforms the sliding motion into local bend-
ing, producing large-scale beating patterns.

How does the minimal system of active bun-
dles compare with biological axonemes? Although
both have a scaffold composed of MTs, cilia and
flagella are highly ordered structures that con-
tain more than 650 different proteins (8). In con-
trast, active bundles are disorganized structures
of varying size that only containMTs and kinesin
clusters. Active MT bundles exhibit oscillations
only when attached to a fixed boundary, similarly
to axonemes that are attached to the cell cyto-
skeleton through the basal body (21). Addition-
ally, both active bundles and axonemes contain
molecular motors that drive interfilament sliding.
However, in axonemes, dynein motors are per-
manently attached to one doublet MT (in an
ATP-insensitive manner), while walking on a
neighboring doublet in an ATP-dependent man-
ner (4). In contrast, the in vitro MT bundles are
driven by kinesin clusters, which considerably
differ from axonemal dyneins in size and direc-
tion, as well as other aspects (22), including that
kinesin clusters continuously associate and dis-
sociate from active bundles because they lack
permanent attachment sites to MTs.

Another requirement for the generation of
active oscillations in both systems is the presence
of condensing agents that arrange MTs into bun-
dles and also might restrict MT sliding. In axo-
nemes, specialized structures, such as the nexin
link, cross-link the nine MT doublets (11). It has
been suggested that the nexin binds, dissociates,
and rebinds neighboring MT doublets, thus al-
lowing them to slide past each other over a sig-
nificant distance while maintaining a well-defined
separation (23). In depletion-driven bundling, it
is not obvious if individual MTs slide freely past
each other or remain fixed in a more static struc-
ture due to large interfilament friction. The latter
was found to be the case for depletion-driven
bundling of actin filaments (24, 25). Using a re-
cently developed method, we investigated the
dynamics of MT bundles confined to quasi–two-
dimensional (2D) chambers and found that MTs
slide freely past each other, indicating a relatively
low interfilament friction (Fig. 2, A and B, and

Fig. 1. A minimal system of MTs, molecular motors, and depleting polymer assembles into actively
beating MT bundles. (A) Schematic illustration of all components required for assembly of active bundles.
(B) A sequence of images illustrating the beating pattern of an active bundle over one beat cycle. Scale
bar, 30 mm. (C) The conformation of the bending MT bundle indicates a fairly symmetric beating pattern
that is reminiscent of those found in cilia and flagella. (D) Sequence of images showing one beating cycle
of a flagellum from Chlamydomonas reinhardtii. Scale bar, 5 mm.

Fig. 2. A short MT bound to a longer filament by
the depletion force exhibits thermally driven sliding
motion. (A) A time-lapse observation of two sliding
MTs over a period of 15 min. Scale bar, 3 mm. At
this depletant concentration, unbinding events are

very rare. (B) A trajectory of a shorter MT diffusing while bound to the longer MT. The position is measured
relative to the end point of a longer MT. (C) MSD of the relative diffusion between the two MTs. The
subdiffusive behavior indicates viscoelastic coupling between the two filaments. The MSD data are
averaged for six filament pairs in which shorter filaments were between 3 and 4 mm long. In each
case, the dynamics were observed for anywhere between 10 and 30 min.
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