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ABSTRACT The nucleolus is required for ribosome biogenesis. Human cells have 2 or 3
nucleoli associated with nucleolar organizer region (NOR)-bearing chromosomes. An in-
crease in number and altered nucleolar morphology define cancer cells. However, the
mechanisms that modulate nucleolar morphology and function are unclear. Here we
show that in addition to localizing at the nuclear envelope, lamin B2 localizes proximal
to nucleolin at the granular component (GC) of the nucleolus and associates with the
nucleolar proteins nucleolin and nucleophosmin. Lamin B2 knockdown severely dis-
rupted the nucleolar morphology, which was rescued to intact and discrete nucleoli
upon lamin B2 overexpression. Furthermore, two mutually exclusive lamin B2 deletion
mutants, ΔHead and ΔSLS, rescued nuclear and nucleolar morphology defects, respec-
tively, induced upon lamin B2 depletion, suggesting independent roles for lamin B2 at
the nucleolus and nuclear envelope. Lamin B2 depletion increased nucleolin aggregation
in the nucleoplasm, implicating lamin B2 in stabilizing nucleolin within the nucleolus.
Lamin B2 knockdown upregulated nucleolus-specific 45S rRNA and upstream intergenic
sequence (IGS) transcripts. The IGS transcripts colocalized with aggregates of nucleolin
speckles, which were sustained in the nucleoplasm upon lamin B2 depletion. Taken to-
gether, these studies uncover a novel role for lamin B2 in modulating the morphology,
dynamics, and function of the nucleolus.
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The nucleolus is the largest nuclear subcompartment and is the site of ribosomal
DNA (rDNA) transcription, processing, and ribosome biogenesis (1). The nucleolus

undergoes cycles of disassembly and reassembly during mitosis (2). At the end of
mitosis, small prenucleolar bodies (PNBs) assemble on human chromosomes 13, 14, 15,
21, and 22 bearing the nucleolar organizer regions (NOR), which then coalesce to form
the nucleolus (3). Altered nucleolar numbers and structure correlate with cancers and
ribosomopathies (4, 5).

Electron microscopy (EM) revealed that the nucleolus in amniotes has a tripartite
organization consisting of the innermost fibrillar compartment (FC), the intermediate
dense fibrillar compartment (DFC), and the outermost granular component (GC) (6).
Inhibition of nucleolar transcription, rRNA processing, or assembly into preribosomes
perturbs the integrity of the nucleolar compartments. Inhibition of rRNA transcription
by actinomycin D (Act D) induces nucleolar cap formation, inversion of the FC, DFC, and
GC, and dispersion of nucleolar proteins into the nucleoplasm, underscoring the role of
active transcription of rDNA in maintaining nucleolar integrity (7). Thus, nucleolar
morphologies are affected by altered metabolic rates and physiological stresses, such
as nutrient deprivation, DNA damage, and hypoxia, that inhibit rDNA transcription
(8–11). On the other hand, hyperproliferative cancer cells and hypertrophic cardiomy-
ocytes with elevated protein synthesis and rDNA transcription show increased numbers
of or enlarged nucleoli (12, 13). Often these nucleoli are irregular in morphology and
therefore serve as prognostic markers of carcinogenesis (14). The nucleolar structure is
also altered when rRNA processing is compromised upon depletion of the rRNA-
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processing factors NF90/NF110 or the key ribosomal proteins uL18 (RPL5) and uL5
(RPL11) (15, 16).

Mass spectrometric analysis of isolated nucleoli identified �4,500 nucleolar proteins
that modulate ribosome biogenesis, cell cycle control, and DNA damage repair (17).
However, the majority of nucleolar proteins remain uncharacterized in terms of their
potential to modulate nucleolar structure and function. Upstream binding factor (UBF),
nucleolin, and nucleophosmin are well-characterized nucleolar proteins that are essen-
tial for nucleolar formation and morphology (18–21). Fibrillarin and nucleophosmin,
which are associated with ribosome biogenesis, phase-separate from the soluble
nucleoplasm into nucleoli in an rRNA-dependent manner (22, 23).

The nucleolus nevertheless remains dynamic in its tripartite organization and is
connected to the nuclear matrix by intermediate filament (IF) proteins (24, 25). Lamins
are type V intermediate filament proteins at the inner nuclear membrane that maintain
nuclear architecture (26). B-type lamins (B1 and B2) are expressed in most vertebrate
cells, while lamin A/C is expressed predominantly in differentiated cells (27, 28).
Although lamins localize primarily to the nuclear periphery, intranuclear pools of lamins
modulate chromatin dynamics, splicing, and DNA damage repair (29–32). Lamin A/C
and lamin B1 are implicated in maintaining nucleolar structure and function (33–36).
However, the role of lamin B2 in nucleolar structure-function modulation remains
unclear.

Here we have uncovered a novel role for lamin B2 in modulating nucleolar mor-
phology and function. We show that lamin B2 localizes at the granular component and
associates with nucleolar factors such as nucleolin and nucleophosmin (NPM1) in
diploid DLD-1 cells. Furthermore, lamin B2 depletion strikingly disrupts nucleolar
morphology and upregulates levels of nucleolar transcripts such as the 45S rRNA and
intergenic sequence (IGS) transcripts. The upregulated IGS transcripts show an in-
creased colocalization with nucleolin aggregates in the nucleoplasm. Taken together,
these studies unravel a novel role for lamin B2 in modulating nucleolar morphology,
dynamics, and function.

RESULTS
Lamin B2 depletion disrupts nucleolar morphology. Lamins and SUN1, which are

proteins of the nuclear envelope, regulate nuclear structure and function across cell
types (37, 38). Interestingly, lamin A/C, lamin B1, and SUN1 also regulate nucleolar
structure and function (33, 35). Here we sought to examine the relatively unappreciated
role of lamin B2 in the modulation of nucleolar structure and function in diploid
colorectal cancer (DLD-1) cells. We selected DLD-1 cells for our experiments owing to
their stable and near diploid karyotype of 44 to 46 chromosomes across passages (data
not shown). Furthermore, the levels of all three nuclear lamins, i.e., lamins A/C, B1, and
B2, are comparable in DLD-1 cells but vary considerably in most other cell types
(39–41).

We performed small interfering RNA (siRNA)-mediated gene silencing of lamins B2
and A/C, followed by immunoblotting assays, which showed �70% knockdown of
lamin B2 and lamin A/C, independently, in DLD-1 cells (Fig. 1A and B). Since the
depletion of the closely related lamin B1 disperses nucleoli in HeLa cells, we ascertained
that lamin B2 depletion does not alter the levels of lamin B1 in DLD-1 cells (Fig. 1C) (35).
We next examined nucleolar morphologies upon lamin depletion by immunostaining
cells with nucleolin, a bona fide nucleolar protein (Fig. 1D and F). Nucleolin localizes at
the granular component (GC) of each nucleolus and serves as a marker of nucleolar
morphology and numbers across cell types (19, 42). Immunostaining of nucleolin in
DLD-1 cells showed two contrasting nucleolar morphologies: (i) intact, i.e., discrete,
spatially separate, and spherical nucleoli (Fig. 1D, arrowhead), and (ii) disrupted, i.e.,
aggregated and irregular nucleoli (Fig. 1D, asterisk). We typically detected 2 or 3
discrete, spherical nucleoli in each nucleus in �69% of the cells, while �31% of the cells
showed disrupted nucleoli (Fig. 1E). Interestingly, lamin B2 depletion revealed a sig-
nificant increase in strikingly aberrant and disrupted nucleoli in �76% of the cells
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FIG 1 Lamin B2 depletion disrupts nucleolar morphology. (A and B) Western blots (WB) showing siRNA-mediated depletion of lamin B2 (A) and lamin A/C (B).
(C) Lamin B1 levels are unaltered upon lamin B2 knockdown. Loading controls were GAPDH (glyceraldehyde-3-phosphate dehydrogenase) and actin. (D)
Coimmunostaining of lamin B2 and nucleolin in DLD-1 cells. DAPI counterstains the nucleus. Untreated cells, lamin B2 knockdown cells (siLMNB2), or cells
treated with nontargeting siRNA (siCtrl) were used. Representative confocal images of control cells show discrete and intact nucleoli (arrowhead), and siLMNB2
shows disrupted nucleolar morphology (asterisk) (also shown in 3D reconstructions). Scale bars, �5 �m. (E) Quantification of nucleolar morphologies shows
a significant increase in disrupted nucleoli upon lamin B2 knockdown (***, P � 0.001 by Fisher’s exact test of proportions) (number of independent biological
replicates [N] � 3; n, number of nuclei). Error bars indicate standard errors of means (SEM). (F) Coimmunostaining of lamin A/C and nucleolin. No change in
nucleolar morphology was observed upon siLMNA/C (arrowhead) or siCtrl treatment (also shown in 3D reconstructions). Scale bars, �5 �m. (G) Quantification
of nucleolar morphologies upon lamin A/C knockdown (P � 0.05 by Fisher’s exact test of proportions) (N � 2; n, number of nuclei). Error bars indicate standard
deviations (SD).
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(Fig. 1D [asterisk] and E). In marked contrast, lamin A/C knockdown did not affect
nucleolar morphologies (intact, �80% of the cells; disrupted, �20% of the cells) (Fig. 1F
and G). We also employed two independent siRNA oligonucleotides to knock down
lamin B2, which showed comparable extents of disrupted nucleoli in DLD-1 cells
(siLMNB2.2, �59%; siLMNB2.3, �62%) (data not shown). Furthermore, nucleolar vol-
umes showed a significant increase (�1.5-fold) upon lamin B2 but not lamin A/C
depletion, consistent with the large-scale nucleolar disruptions that we detected in
lamin B2-depleted cells (data not shown). Lamin B2 knockdown, however, did not alter
nucleolin levels (data not shown). Taken together, these results underscore a novel role
for lamin B2 in the maintenance of discrete and intact nucleolar morphologies.

Distinct domains of lamin B2 modulate nucleolar and nuclear morphologies. To
dissect potential separation of the function of lamin B2 in modulating nucleolar and
nuclear morphologies, we targeted two amino acid sequences in the N- and C-terminal
domains of lamin B2. Lamin B2 is organized as (i) an N-terminal globular head domain
(amino acids [aa] 1 to 28), (ii) a central rod domain (aa 29 to 380), and (iii) a C-terminal
tail domain (aa 381 to 600) (Fig. 2A) (43, 44). We created two independent deletion
mutants of lamin B2: (i) lamin B2ΔHead (with the first 28 amino acids of lamin B2
deleted), required for the head-tail organization of lamin B2 dimers (45), and (ii) lamin
B2ΔSLS, with a 7-amino-acid deletion of the SLSATGR sequence from the C-terminal tail
domain (Fig. 2A). This amino acid stretch is unique to lamin B2 and absent in lamin A/C
and lamin B1.

We determined the effects of overexpressing siRNA-resistant (i) full-length lamin B2,
(ii) lamin B2ΔHead, and (iii) lamin B2ΔSLS on the nucleolar and nuclear morphologies
in lamin B2-depleted cells. Immunoblotting showed that the expression levels of
full-length lamin B2 and the deletion mutants were comparable in control and lamin
B2-depleted cells (Fig. 2B). We next expressed full-length lamin B2 and its deletion
mutants in DLD-1 cells and examined the nucleolar morphology by nucleolin staining
(Fig. 2C).

We first examined the effect of overexpressing full-length siRNA-resistant lamin B2
on nucleolar morphology in lamin B2-depleted cells. Overexpression of full-length
lamin B2 reduced the number of disrupted nucleoli in control cells. Disrupted nucleoli
induced upon lamin B2 knockdown were also rescued to intact nucleoli upon overex-
pression of lamin B2 in �81% of the cells (Fig. 2C and D). Taken together, these data
suggest that an intact nucleolar morphology was rescued upon the restoration of lamin
B2 levels.

Transfection of the deletion constructs of lamin B2 did not alter the nucleolar
morphology in control cells (Fig. 2C and D). Notably, the disrupted nucleolar morphol-
ogy in lamin B2-depleted cells was not restored to intact nucleoli upon overexpressing
the lamin B2 mutant lacking the head domain (Fig. 2C and D), while overexpression of
the lamin B2 mutant lacking the SLSATGR amino acid sequence at the tail domain
restored intact nucleolar morphology in �85% of the cells (comparable to the case for
full-length lamin B2) (Fig. 2C and D), suggesting that the SLSATGR sequence is
dispensable for the maintenance of intact nucleoli. Taken together, the results show
that the head domain of lamin B2 is required for maintaining intact nucleolar mor-
phologies.

Lamin B2 knockout induces severe defects in the nuclear envelope (37). We were
curious to determine if lamin B2 mutants exert mutually exclusive effects on the
nucleolar and nuclear morphologies. We examined the effect of lamin B2 depletion on
nuclear morphology. Confocal imaging of DLD-1 cells immunostained for lamin B1
consistently revealed a homogenous population of ellipsoidal nuclei, with a regular and
uniform nuclear envelope (Fig. 3A, siCtrl). A small subpopulation (�1%) of control cells,
however, showed nuclear blebs (Fig. 3B). Remarkably, lamin B2 knockdown induced the
formation of nuclear blebs in �25% of DLD-1 cells (Fig. 3A [siLMNB2, arrowhead] and
B). Overexpression of full-length lamin B2 decreased nuclear blebs from �25% to �3%
in lamin B2-depleted cells (Fig. 3B, siLMNB2�LMNB2), while overexpression of lamin
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FIG 2 The lamin B2 head domain maintains nucleolar morphology. (A) Schematic representation of full-length lamin B2
with the N-terminal head domain, central rod domain, and C-terminal tail domain. The lamin B2ΔHead mutant lacks the

(Continued on next page)
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B2ΔHead also reduced nuclear blebs to �3% (Fig. 3B, siLMNB2�ΔHead). Overexpres-
sion of the lamin B2ΔSLS mutant, in contrast, did not reduce the extent of nuclear bleb
formation in lamin B2-depleted cells (Fig. 3B, siLMNB2�ΔSLS), suggesting that the
SLSATGR sequence is indeed required for maintaining the normal and bleb-free nuclear
morphology, while the head domain of lamin B2 is dispensable for the same. We also
found that overexpression of full-length lamin B2, lamin B2ΔHead, or lamin B2ΔSLS did
not induce nuclear blebs in control DLD-1 cells (Fig. 3B). In summary, the analyses of
lamin B2 mutants was revealing at the mechanistic level, as this unraveled a distinct
separation of function of lamin B2 in independently modulating nucleolar and nuclear
morphologies.

Lamin B2 localizes at the nucleolar border and associates with nucleolin and
nucleophosmin. It is well established that lamin B2 localizes primarily at the inner
nuclear membrane across cell types (46, 47). Lamin B2 staining in intact nuclei shows
hardly any intranuclear localization (Fig. 1D). We therefore permeabilized the nucleus
by salt extractions and DNase I treatment in order to facilitate antibody accessibility
into the nuclear matrix (48, 49). This approach revealed a distinct intranuclear localiza-
tion of lamin B2 and lamin A/C inside the nucleus. Notably, lamin B2 but not lamin A/C
localized proximal to the nucleolar border (data not shown).

To determine if lamin B2 indeed associates with the nucleolus, we performed
immunofluorescence staining of lamin B2 on isolated nucleoli from a semiconfluent
culture of DLD-1 cells (Fig. 4A). Remarkably, isolated nucleoli showed a distinct local-
ization and enrichment of lamin B2 at the nucleolar border as foci in close proximity to
nucleolin (Fig. 4A [siCtrl, arrowheads] and B [line scan]). Nucleoli isolated from lamin
B2-depleted cells did not show lamin B2 staining, while nucleolin staining was main-
tained at the nucleolar border (Fig. 4A, siLMNB2). This further validated the specificity
of lamin B2 localization at the nucleolar border in isolated nucleoli.

We also performed superresolution microscopy using Airyscan imaging to further
resolve lamin B2 and lamin A/C localization within isolated nucleoli (Fig. 4C). This
high-resolution imaging approach recapitulated lamin B2 localization at the nucleolar
border (Fig. 4C). In contrast, lamin A/C showed a punctate distribution in the nucleolar
interior, while nucleolin localization was confined to the nucleolar border (Fig. 4C). The
nucleolar localization of lamin A/C is consistent with its detection in nucleolar extracts
of HeLa cells by mass spectrometry (35). Although confocal and superresolution
Airyscan imaging showed a close proximity of lamin B2 with nucleolin (Fig. 4B, line
scans), we did not detect a colocalization between lamin B2 and nucleolin at all regions
of isolated nucleoli.

Considering the proximity of lamin B2 to nucleolin, we asked if lamin B2 associates
with bona fide nucleolar proteins. We performed coimmunoprecipitation (co-IP) assays
with nucleolin and nucleophosmin (NPM1) on whole-cell extracts of DLD-1 cells (Fig.
4D). Coimmunoprecipitation of nucleolin specifically immunoprecipitated lamin B2 but
not lamin A/C or lamin B1 (Fig. 4D, panels i to iii). Under similar conditions, we
recapitulated the well-established interaction between nucleolin and NPM1 (50) (Fig.
4D, panel iv). Lamin B2 also coimmunoprecipitated with NPM1, underscoring the
association of lamin B2 with nucleolar proteins at the granular component (Fig. 4D,
panel v). In summary, these results strongly implicate lamin B2 in the structural and
potentially functional organization of the nucleolus.

FIG 2 Legend (Continued)
head domain (aa 1 to 28) from the N terminus. The lamin B2ΔSLS mutant lacks the sequence SLSATGR (aa 404 to 410)
from the tail domain of lamin B2. (B) Western blot showing overexpression of siRNA-resistant full-length lamin B2-GFP,
lamin B2ΔHead-GFP, and lamin B2ΔSLS-GFP mutants in control and lamin B2-depleted cells. The loading control was
actin. (C) Immunofluorescence staining of nucleolin, showing the nucleolar morphology in control and lamin B2-depleted
cells overexpressing (i) full-length lamin B2-GFP (�LMNB2), (ii) lamin B2ΔHead (�ΔHead), and (iii) lamin B2ΔSLS (�ΔSLS)
constructs. Scale bars, �5 �m. (D) Intact nucleolar morphology was restored upon overexpression of full-length lamin
B2 (siLMNB2�LMNB2) and lamin B2ΔSLS (siLMNB2�ΔSLS) but not upon overexpression of lamin B2ΔHead
(siLMNB2�ΔHead). (*, P � 0.05; ***, P � 0.001; n.s., not significant [by Fisher’s exact test of proportions]) (number of
independent biological replicates [N] � 3; n, number of nuclei). Error bars indicate SEM.
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FIG 3 The SLSATGR sequence in the lamin B2 tail domain maintains nuclear morphology. (A)
Immunofluorescence staining of lamin B1, showing the nuclear morphology in control and lamin

(Continued on next page)
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Lamin B2 depletion enhances nucleolin aggregation in the nucleoplasm. Active
transcription by RNA polymerase I (Pol I) is essential for the maintenance of nucleolar
structure and function. This was corroborated by actinomycin D (Act D)-mediated
inhibition of RNA Pol I, which induces reorganization of fibrillarin and UBF into
nucleolar caps and dispersal of nucleolin and NPM1 into the nucleoplasm (7). Act D
treatment is a useful experimental paradigm to address the effects of potential regu-
lators on the morphology and function of the nucleolus. We determined the effect of
lamin B2 depletion on the subnuclear localization of nucleolin and nucleolar morphol-
ogy upon Act D treatment. Immunostaining of nucleolin in Act D-treated cells consis-
tently showed cells with (i) smaller and hollow nucleoli (Fig. 5A, asterisk), (ii) nucleolar
cap formation, and (iii) nucleolin dispersion into the nucleoplasm (Fig. 5A, siCtrl�Act D,
arrowhead). Furthermore, nucleolin was enriched at the nuclear periphery, consistent
with nucleolin shuttling out of the nucleolus in Act D-treated cells (51). Act D treatment
induced nucleolin aggregates in the nucleoplasm (Fig. 5A, siCtrl�Act D, arrowhead). Of
note, lamin B2-depleted cells treated with Act D showed a significant increase in cells
with nucleolin aggregates (siCtrl, �54%; siLMNB2, �80%) (Fig. 5B) and also an increase
in their volume (�1.3-fold) (Fig. 5C). Notably, fibrillarin costained with nucleolin aggre-
gates, suggesting the association of nucleolar RNA binding proteins within these
aggregates and destabilization of the nucleolus (Fig. 5D). Fibrillarin also showed a
relatively higher intensity in these aggregates upon lamin B2 depletion (Fig. 5E).

We determined whether lamin B2 modulates the status of nucleolin aggregates in
cells overexpressing nucleolin. Interestingly, nucleolin overexpression phenocopied the
disrupted nucleolar morphologies that we consistently detect upon lamin B2 depletion
(Fig. 5F, NCL OE � vehicle, arrowhead). Additionally, nucleolin overexpression showed
nucleolin aggregates in the nucleoplasm upon Act D treatment (Fig. 5F and G, NCL
OE � Act D) (volume [M] � 0.36 �m3). Lamin B2 knockdown showed a significant
increase in the volume of nucleolin aggregates (M � 0.77 �m3) of �2.13-fold, while
lamin B2 overexpression rescued the volume of nucleolin aggregates to near-basal
levels (M � 0.25 �m3) (Fig. 5F and G). Taking the data together, we conclude that lamin
B2 modulates nucleolin aggregation in the nucleoplasm.

Nucleolin aggregates persist in the nucleoplasm upon lamin B2 depletion. We
determined the effect of lamin B2 depletion on the dynamics of nucleolin aggregates
by live-cell imaging. This revealed a progressive increase in nucleolin aggregates
originating from the nucleolus, from �40 min after Act D addition (Fig. 6A [siCtrl] and
B; see Movie S1 in the supplemental material). In control cells, nucleoplasmic aggre-
gates of nucleolin showed a steady decline and were hardly detectable after �2 h,
suggesting a dispersal of nucleolin into the nucleoplasm (Fig. 6A and B [blue circles]).
Remarkably, nucleolin aggregates in lamin B2-depleted cells persisted in the nucleo-
plasm even after �3 h of Act D treatment (Fig. 6A and B [red circles]; see Movies S2 and
S3 in the supplemental material). This suggests that lamin B2 depletion promotes the
long-term retention of nucleolin aggregates in the nucleoplasm. We performed fluo-
rescence recovery after photobleaching (FRAP) to examine whether lamin B2 regulates
nucleolin dynamics within the aggregates (Fig. 6C and D). Nucleolin showed �95%
recovery, suggesting a free exchange of nucleolin into the aggregates (Fig. 6D and E).
This is consistent with the free diffusion of nucleolin in the nucleoplasm of HeLa cells
treated with Act D (52). Although the relative mobile fractions of nucleolin within the
aggregates were comparable (Fig. 6E), nucleolin recovery was significantly faster upon

FIG 3 Legend (Continued)
B2-depleted cells overexpressing full-length lamin B2-GFP (�LMNB2), (ii) lamin B2ΔHead (�ΔHead),
and (iii) lamin B2ΔSLS (�ΔSLS) constructs. Control cells show ellipsoidal nuclei with uniform lamin B1
staining at the nuclear periphery. Lamin B2-depleted cells show nuclear blebs that partially stain for
lamin B1 (arrowhead). Scale bars, �5 �m. (B) The incidence of nuclear blebs in lamin B2 depleted cells
was reduced upon overexpression of full-length lamin B2 (siLMNB2�LMNB2) and lamin B2ΔHead
(siLMNB2�ΔHead) but not upon overexpression of lamin B2ΔSLS (siLMNB2�ΔSLS). (*, P � 0.05; **, P �
0.01; ***, P � 0.001 [by Student’s t test]) (number of independent biological replicates [N] � 3; n, number
of nuclei). Error bars indicate SEM.
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lamin B2 depletion (half-life [t1/2], �1.2 s) than that for control cells (t1/2, �1.7 s) (Fig. 6F).
Taken together, these results suggest an increased recruitment of nucleolin into the
aggregates upon lamin B2 depletion.

Lamin B2 depletion increases rRNA expression. Lamin B2 depletion significantly
disrupts the nucleolar morphology and affects the dynamics of nucleolin aggregates

FIG 4 Lamin B2 associates with the nucleolus. (A) Isolated nucleoli were immunostained for lamin B2 and nucleolin. Nucleolin localizes largely at the nucleolar
edge. Lamin B2 foci were enriched at the nucleolar periphery (siCtrl panel, arrowheads). The absence of lamin B2 staining in nucleoli isolated from lamin
B2-depleted cells (siLMNB2 panel) shows the specificity of lamin B2 staining at the nucleolus. Scale bars, �5 �m. (B) A representative line scan across an
isolated nucleolus shows lamin B2 (red line) enrichment near the edge of the nucleolus marked by nucleolin (green line). (C) Superresolution Airyscan images
of isolated nucleoli immunostained for nucleolin, lamin B2, and lamin A/C. Lamin B2 is enriched at the nucleolar border (arrowheads), while lamin A/C foci
localize in the nucleolar interior. Scale bars, �5 �m. (D) (i) Coimmunoprecipitation of lamin B2 with nucleolin (NCL). Negative control, IgG. (ii and iii) Lamin
A/C (ii) and lamin B1 (iii) do not coimmunoprecipitate with nucleolin. (iv) Nucleolin pulls down NPM1, which serves as a positive control. (v) Lamin B2
coimmunoprecipitates with NPM1. Co-IP experiments were performed in three independent biological replicates for lamin B2 and two independent
biological replicates for lamin A/C and lamin B1.
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FIG 5 Lamin B2 depletion increases the volume of nucleolin aggregates. (A) Control or lamin B2-depleted cells were treated with DMSO (vehicle control) or
actinomycin D (�Act D) and immunostained for nucleolin. Vehicle-treated control (siCtrl) and lamin B2-depleted (siLMNB2) cells show nucleolin restricted to

(Continued on next page)
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(Fig. 1D and E and 6D to F). We determined whether lamin B2 also modulates nucleolar
function by monitoring the levels of nucleolus-specific transcripts. We examined the
expression levels of key nucleolar transcripts (by quantitative real-time PCR [qRT-PCR])
from two independent regions of the rDNA repeat cluster, i.e., (i) 45S rRNA, an �13-kbp
rRNA coding region which is further processed into 28S, 5.8S, and 18S rRNAs, and (ii) the
intergenic sequence (IGS), an �12-kbp region upstream of the 45S rRNA start site, by
RNA fluorescent in situ hybridization (RNA-FISH) (Fig. 7A). The rDNA IGS encodes
noncoding RNAs (ncRNAs) such as promoter-associated RNAs (pRNAs) and promoter
and pre-rRNA antisense (PAPAS) in response to serum starvation, heat shock, or acidosis
(53–55). Interestingly, these ncRNAs regulate 45S rRNA expression, or sequester chap-
erones (heat shock proteins [HSPs] and Von Hippel-Lindau tumor suppressor protein
[VHL]) into the nucleolus (54, 55).

Remarkably, lamin B2 depletion showed a significant increase in the levels of the
RNA Pol I-transcribed 45S rRNA (fold change, �2.7), while the long noncoding MALAT1
RNA (transcribed by RNA Pol II) was unaffected (Fig. 7B). Taken together, these findings
reveal a unique role for lamin B2 and underscores its specificity in upregulating 45S
rRNA levels. The expression levels of 45S rRNA showed a significant decline (�84%
decrease) upon Act D treatment (Fig. 7B, siCtrl�Act D). Although Act D treatment
downregulated 45S rRNA levels in control cells by �84%, the decrease in 45S rRNA
levels was only �61% in lamin B2-depleted cells. This reiterates that the reduction in
lamin B2 levels counters the effect of Act D in downmodulating the levels of 45S rRNA
(Fig. 7B). Levels of 28S and 18S processed rRNA transcripts were not significantly altered
upon lamin B2 depletion or Act D treatment, suggesting that lamin B2 depletion may
not affect processing of 45S pre-rRNA (Fig. 7B).

Having detected a specific increase in 45S rRNA levels, we examined the expression
levels and nuclear localization of IGS RNA by RNA-FISH upon lamin B2 depletion (Fig.
7C). RNA-FISH revealed three subpopulations of cells showing IGS foci: (i) a single focus
(�65% of the cells), (ii) 2 foci (�33% of the cells), and (iii) �2 foci (�2% of the cells) (Fig.
7D, gray bars). Lamin B2 depletion showed a marked decrease in cells with a single
focus (�31% of the cells) and a concomitant increase in cells with 2 foci (�46% of the
cells) and �2 foci (23% of the cells) (Fig. 7D, white bars). Taking the results together, in
addition to the 45S rRNA, lamin B2 also upregulates expression levels of nucleolus-
specific intergenic transcripts. Remarkably, lamin B2 overexpression rescued levels of
IGS RNA signals to a single focus (�71%), comparable to the case for control cells (Fig.
7D, black bars).

We next examined the nuclear localization of IGS RNA upon Pol I inhibition (Fig. 7E).
In contrast to the distinct foci of IGS RNA signals in untreated cells (Fig. 7C), IGS RNA
localization was relatively diffuse upon Act D treatment. Furthermore, IGS RNA colo-
calized with nucleolin aggregates upon Act D treatment (Fig. 7E). IGS RNA and nucleolin
colocalization was enhanced in lamin B2-depleted cells (Fig. 7E and F). In summary,
lamin B2 depletion promotes the stability of nucleolin-IGS RNA aggregates in the

FIG 5 Legend (Continued)
the nucleolus. Vehicle-treated lamin B2-depleted cells show an irregular nucleolar morphology (siLMNB2, �Vehicle panel). Act D-treated control (siCtrl�Act D)
or lamin B2-depleted (siLMNB2�Act D) cells show nucleolin aggregates in the nucleoplasm (insets, enlarged panels [arrowhead]). Act D treatment shows
spherical nucleoli (asterisk, enlarged panel). Scale bars, �5 �m. (B) Lamin B2 depletion shows a significant increase in cells with nucleolin aggregates upon Act
D treatment (*, P � 0.05 by Student’s t test) (number of independent biological replicates [N] � 3; n, number of nuclei). Error bars indicate SEM. (C) Scatter
plots showing an increase in the volumes of nucleolin aggregates upon lamin B2 depletion followed by Act D treatment (***, P � 0.001 by Mann-Whitney test).
Bar, median (N � 3; n, number of aggregates; siCtrl, 32 nuclei; siLMNB2, 35 nuclei). (D) Fibrillarin colocalizes with nucleolin aggregates upon Act D treatment
(arrowhead). Scale bars, �5 �m. (E) Lamin B2-depleted cells show a significant increase in fibrillarin intensity within nucleolin aggregates (***, P � 0.001 by
Mann-Whitney test) (N � 2; siCtrl, 28 nuclei; siLMNB2, 30 nuclei). (F) Live imaging of DLD-1 cells overexpressing nucleolin (NCL-GFP OE) following Act D or
vehicle treatment. NCL-GFP-transfected cells phenocopy disrupted nucleolar morphology comparably to lamin B2 depletion (NCL-GFP OE, arrowhead). Act
D-treated cells show aggregates of nucleolin in the nucleoplasm (arrowhead). Lamin B2-depleted cells overexpressing nucleolin show relatively larger
aggregates in the nucleoplasm (NCL OE� siLMNB2, inset). Cells coexpressing lamin B2-mCherry and NCL-GFP show smaller aggregates, suggesting a rescue
of the phenotype of lamin B2 depletion (NCL OE� LMNB2 OE, inset). Insets, nucleolin aggregates. Scale bars, �5 �m. (G) Scatter plots showing volumes of
nucleolin aggregates. Lamin B2 depletion significantly increases the volumes of nucleolin aggregates (siLMNB2�NCL OE), while coexpression of lamin B2 and
nucleolin (LMNB2 OE � NCL OE) rescues the volume of nucleolin aggregates to basal levels. Bars, median (***, P � 0.001 by Mann-Whitney test) (N � 3, n,
number of aggregates; NCL OE, 30 nuclei; siLMNB2�NCL OE, 30 nuclei; LMNB2 OE�NCL OE, 25 nuclei).
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nucleoplasm. We conclude that lamin B2 functions as a key modulator of nucleolar
morphology, dynamics, and function.

DISCUSSION

It is well established that lamins are required for the maintenance of nuclear
architecture and function (56). Here we show that in addition to providing mechanical
and structural integrity to the nucleus (37), lamin B2, and its head domain in particular,
is required for maintaining the intact and discrete morphology of the nucleolus. Lamin
B2 potentially exerts its nucleolar function by localizing at the nucleolar border and by
associating with nucleolar factors such as nucleolin and nucleophosmin. Furthermore,
lamin B2 modulates the extent of nucleolin aggregation and dynamics in the nucleus.

FIG 6 Persistence of nucleolin aggregates upon lamin B2 depletion. (A) Control and lamin B2-depleted cells were transfected with
NCL-GFP and treated with Act D. 4D time-lapse confocal imaging shows nucleolin aggregates that peak at �1 h after Act D addition and
gradually disperse into the nucleoplasm (siCtrl,). In lamin B2-depleted cells, nucleolin aggregates persist for �3 h (siLMNB2 panel). Scale
bars, �2 �m. (B) Quantification of nucleolin aggregates from reconstructions of 4D time-lapse movies, plotted as a function of time
(number of independent biological replicates [N] � 3; n � 6 nuclei each), shows the persistence of nucleolin aggregates upon lamin B2
depletion. (C) Nucleolin aggregates (NCL-GFP) were photobleached to assess nucleolin dynamics. Representative images of nucleolin
speckles from control cells are shown. Red boxes, bleach ROI. Insets, photobleached ROI. Scale bar, �5 �m. (D) FRAP curve shows recovery
of nucleolin in aggregates from lamin B2-depleted and control cells. Dashed box, initial phase of recovery is faster upon lamin B2
depletion. (E) The mobile fraction of nucleolin calculated from panel C is not altered upon lamin B2 depletion. Error bars, SEM (P � 0.05
by Student’s t test) (N � 3; n, number of nuclei). (F) Nucleolin recovery is significantly faster upon lamin B2 depletion (**, P � 0.01 by
Student’s t test) (N � 3; n, number of nuclei).
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FIG 7 Lamin B2 depletion upregulates expression levels of nucleolar transcripts. (A) Schematic representation of the rDNA encoding the �13.3-kbp 45S rRNA
and �30-kbp intergenic sequence. The primer pairs used for qRT-PCR (half arrows) and the �12-kbp probe for RNA-FISH are indicated. (B) qRT-PCR shows a
significant increase in 45S transcript levels upon lamin B2 depletion. Act D treatment significantly reduces expression levels of the 45S rRNA transcript in both
control and lamin B2-depleted cells. Lamin B2 depletion does not show a significant change in the levels of 28S and 18S transcripts (number of independent
biological replicates [N] � 3). MALAT1 expression levels are not altered upon lamin B2 depletion and serve as a negative control (N � 3; *, P � 0.05; **, P �
0.01; ***, P � 0.001 [by Student’s t test]). (C) RNA-FISH labels intergenic sequence (IGS) RNA in the nucleolus. Lamin B2-depleted cells show amplification of
IGS RNA (siLMNB2 panel, arrowhead). Overexpression of siRNA-resistant lamin B2-GFP in lamin B2-depleted cells (siLMNB2�LMNB2-GFP) restores the number

(Continued on next page)
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Lamin B2 depletion strikingly increases the expression levels of key nucleolus-specific
transcripts such as the 45S rRNA and the upstream IGS RNA (Fig. 8). Taken together, the
results of this study unravel a novel role for nuclear lamin B2 in the maintenance of
nucleolar structure and function.

Although the nucleus does not have membrane-bound subcompartments, the
nucleolus achieves a remarkable level of compartmentalization by phase separation
through nucleolar proteins such as nucleophosmin and fibrillarin, which also maintain
the relatively spherical morphology of the nucleolus (22, 23, 57). Nucleolin and NPM1
have alternate stretches of basic and acidic amino acid residues at the N terminus,
which are likely to function in the phase separation of the nucleolus. We surmise that
given the uniquely peripheral localization of lamin B2 at the nucleolar border (Fig. 4),
lamin B2 may associate with the negatively charged regions of nucleolin and NPM1 and
further assist them in phase separating the nucleolus. It is evident that the loss of lamin
B2 disorganizes the nucleolus and enhances the formation of nucleolin aggregates in
the nucleoplasm, further implicating lamin B2 in modulating nucleolar phase separa-
tion (Fig. 1D and 5A). The contribution of the cytoskeleton in conjunction with nuclear
lamins and LINC complex proteins in phase separating nuclear suborganelles is an
active area of investigation. The nuclear membrane proteins SUN1, lamin A/C, and
lamin B1 regulate nucleolar structure and function in human mammary epithelial

FIG 7 Legend (Continued)
of IGS RNA-FISH signals. The absence of RNA signals in cells upon RNase A treatment shows specificity of IGS RNA-FISH foci. Scale bars, �5 �m. (D) Quantification
of RNA-FISH foci shows a significant increase (�2 foci) upon lamin B2 depletion, while overexpression of lamin B2 restores IGS transcripts to a single focus. Error
bars, SD. (*, P � 0.05; **, P � 0.01; ***, P � 0.001 [by Fisher’s exact test of proportions]) (N � 3, n, number of nuclei). (E) Immuno-RNA-FISH shows colocalization
of nucleolin speckles with IGS transcripts in control or lamin B2-depleted cells treated with Act D (arrowhead). (F) Increased colocalization of IGS transcripts with
nucleolin in the nucleoplasm upon lamin B2 knockdown (Pearson colocalization index median values: control, 0.7; siLMNB2, 0.88). Manders coefficient (M1),
overlap of IGS RNA with nucleolin (median values; control, 0.19; siLMNB2, 0.38). Manders coefficient (M2), overlap of nucleolin with IGS RNA (median values:
control, 0.2; siLMNB2, 0.31 [not significant]). Whiskers, Tukey (***, P � 0.001 by Mann-Whitney test) (N � 3; siCtrl, 28 nuclei; siLMNB2, 32 nuclei).

FIG 8 Model depicting a role for lamin B2 in modulating nucleolar structure and function. Lamin B2 is localized
predominantly at the nuclear periphery. However, lamin B2 also localizes at the nucleolar border and potentially
interacts with nucleolin and NPM1. Lamin B2 depletion shows disrupted nucleolar morphology (1) and increased
expression of 45S rRNA and intergenic sequence RNA (IGS RNA) (2). Lamin B2-depleted cells treated with
actinomycin D (Act D) have increased nucleolin-IGS RNA aggregates that persist in the nucleoplasm (3). The lamin
B2 head domain is required for the maintenance of intact nucleolar morphology, while the lamin B2 SLSATGR
amino acid sequence is required for maintaining bleb-free nuclei.
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MCF10A cells and in HeLa cells (33, 35). Further, the disruption of F-actin filaments by
latrunculin treatment results in nucleolar aggregates in Xenopus germinal vesicle nuclei.
This suggests that nucleoskeletal tension between the nucleolus and nuclear matrix
potentially contributes to the discreteness of individual nucleoli (58). Of note, lamin A/C
knockdown led to nucleolar expansion in MCF10A cells and fibroblasts (33, 34), while
lamin B1 depletion in HeLa cells resulted in nucleolar dispersal (35). This suggests that
lamin function in the regulation of nucleolar structure and function is cell type specific.

Lamin B2 mutants exert mutually exclusive effects on nucleolar and nuclear
morphologies. Lamins form structured polymers at the nuclear membrane as revealed
by cryo-electron tomography and three-dimensional structured illumination micros-
copy (3D-SIM) (46, 59). Lamins homo- or heterodimerize in vitro via their rod domains
(45). Lamin dimers form head-to-tail parallel polymers, which laterally associate to form
stacks of lamin filaments (60). We surmise that the lamin B2 organization at the nuclear
periphery is strikingly different from that at the nucleolar border, owing to its stable
association with lamin A/C and B1 at the nuclear periphery (Fig. 4). The head domain
of lamin B2 is required for the head-to-tail polymerization of lamin B2 dimers. Head
domain deletion mutants of chicken lamin B2 and mouse lamin A do not form
head-to-tail polymers in vitro (60, 61). However, in mammalian cells, lamin AΔHead did
not localize at the nuclear periphery and showed nuclear aggregates, while lamin
B1ΔHead correctly localized to the nuclear periphery, with no effect on endogenous
lamins (62). This suggests the differential localization and function of the head domains
of A-type and B-type lamins at the nuclear envelope. Interestingly, our studies suggest
that the head domain of lamin B2 is required for maintaining nucleolar morphology but
not nuclear morphology (Fig. 2 and 3).

It is possible that lamin B2 forms head-to-tail polymers at the nucleolar periphery in
order to maintain the spherical morphology and discrete organization of the nucleolus.
A possibility remains that the lamin B2ΔHead mutant heterodimerizes with endoge-
nous lamin A/C or lamin B1 via its rod domain at the nuclear envelope, thereby rescuing
the extent of nuclear blebs (63).

Nuclear rupture and nuclear blebs during cancer cell migration are enhanced upon
lamin B2 depletion (64). Consistent with previous reports, nuclear blebs were enriched
in regions of the nuclear membrane with reduced lamin B1 levels (Fig. 3B, arrowhead)
(64). The tail domains of lamins with the CAAX motif and IgG fold are required for their
integration into the nuclear membrane and interaction with emerin and histones
(65–67). It is interesting that the relatively uncharacterized and unique amino acid
stretch SLSATGR in the C-terminal region of lamin B2 modulates the formation of
nuclear blebs (Fig. 3). This suggests that the SLSATGR sequence is required for the
proper organization of the nuclear lamina, as its absence increases the propensity for
nuclear blebs.

Lamin B2 associates with the nucleolus and interacts with nucleolar factors.
The nucleolar localization sequence (NoLS) guides the localization of several ribosomal
and nonribosomal proteins, such as human telomerase reverse transcriptase (hTERT)
and fibroblast growth factor 3 (FGF-3), in the nucleolus (68–70). In addition to the NoLS,
c-Myc protein for instance is recruited to the nucleolus via its interaction with NPM1
(71). Furthermore, NPM1 phase-separates and integrates into the nucleolus by inter-
acting with RXn1R motif-containing proteins (22). Interestingly, we found several RXn1R
motifs in lamin B2 that may facilitate its nucleolar localization. We propose that lamin
B2 localized at the GC compartment functions as a barrier (Fig. 4A) and limits nucleolin
mobility in and out of the nucleolus, since lamin B2 depletion was associated with
increased rates of nucleolin recovery into nucleolin aggregates in the nucleoplasm (Fig.
6F). Nucleolin stability within the nucleolus is important, as its nucleoplasmic localiza-
tion is associated with the degradation of p53 mRNA (72, 73).

Lamin B2 modulates nucleolin aggregation. The formation of interphase pre-
nucleolar bodies (iPNBs) associated with unprocessed rRNA is induced in cells under
hypotonic stress (74). Here, we show that the inhibition of RNA Pol I by Act D treatment
induces the aggregation of nucleolin speckles in the nucleoplasm, which is further
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enhanced upon lamin B2 depletion (Fig. 5A and F). We envisage three potential
mechanisms by which loss of lamin B2 enhances nucleolin stability, i.e., (i) promoting
self-oligomerization of nucleolin, (ii) stable association of nucleolin with other nucleolar
proteins such as fibrillarin (Fig. 5D), or (iii) nucleolin-RNA complex formation (Fig. 7E),
collectively resulting in the prolonged stability of nucleolin aggregates (72, 75).

Cellular stresses such as acidosis are associated with the expression of noncoding
RNAs from intergenic rDNA sites that sequester stress-responsive proteins such as
HSP70 and VHL in the nucleolus (55). An increase in the expression levels of IGS RNA
in lamin B2-depleted cells is suggestive of cellular stress (Fig. 7C and D). The enhanced
colocalization of nucleolin with IGS RNA upon Act D treatment in lamin B2-depleted
cells suggests the stabilization of the nucleolin-IGS RNA complex (Fig. 7E and F). This is
consistent with the faster recovery of nucleolin into the aggregates (Fig. 6F), potentially
due to its affinity to IGS RNA. Nucleolin mobility and sequestration into the nucleolus
are also modulated by ncRNAs such as Alu RNA and intergenic RNAs expressed upon
acidosis (75). We surmise that the RNA binding domains of nucleolin regulate nucleolin-
RNA dynamics in a lamin B2-dependent manner (76).

Lamin B2 regulates rRNA expression. rRNA expression is stringently regulated in
cells (77, 78). Our assays reveal that 45S rRNA expression levels are elevated upon lamin
B2 depletion (Fig. 7B). However, lamin B2 depletion also enhances expression levels of
IGS RNA (Fig. 7C and D). Therefore, the regulatory role of lamin B2 also extends to the
upstream regions of pre-rRNA and is not limited to the pre-rRNA promoter. A tempting
possibility is the decondensation of rDNA clusters in the absence of lamin B2, which
otherwise associate with heterochromatin binding factors such as HP1 and MacroH2A
(79, 80). Consistent with these findings, the loss of MacroH2A.1 disrupts nucleoli and
upregulates 45S rRNA, effects that are similar to those of lamin B2 depletion (80–82). It
is conceivable that lamin B2 may modulate the recruitment of nucleolin or MacroH2A.1,
which are enriched on the rDNA promoter regions as revealed by chromatin immuno-
precipitation (ChIP) (83). Effectively, the concerted association of lamin B2 with activa-
tors of rDNA transcription such as nucleolin or repressors such as MacroH2A is likely to
regulate rDNA transcription.

Our studies reveal a novel and unique role for lamin B2, and its head domain in
particular, in maintaining nucleolar structure. Lamin B2 depletion therefore modulates
nucleolar morphology, alters nucleoplasmic dynamics of nucleolin, and elevates nucle-
olar transcripts (Fig. 8). Taken together, our studies implicate lamin B2 as a unique
orchestrator of the structural and functional organization of the nucleolus.

MATERIALS AND METHODS
Cell lines, cell culture, and transfections. DLD-1 colorectal adenocarcinoma cells (a gift from

Thomas Ried, NCI/NIH, USA), were grown in RPMI medium (Gibco, 11875) supplemented with penicillin
(100 units/ml)-streptomycin (100 �g/ml) (Gibco, 15070-063) and 10% heat-inactivated fetal bovine serum
(FBS) (Gibco, 6140). Cells were cultured at 37°C in the presence of 5% CO2. We repeatedly validated DLD-1
cells across passages by karyotyping and consistently found near-diploid chromosome numbers (44–46)
(data not shown). We ensured that all cultures were free of Mycoplasma.

Transient siRNA transfections were performed using Lipofectamine RNAimax reagent (Invitrogen,
13778) in reduced serum Opti-MEM (Gibco, 31985) for 6 h, after which cells were transferred to complete
medium and incubated for 48 h. Cells were transfected with plasmids using Lipofectamine LTX with Plus
reagent (Invitrogen, 15338-100) or Trans-IT 2020 (Mirus). Green fluorescent protein (GFP)-nucleolin, lamin
B2-mCherry, and lamin B2-GFP constructs were kind gifts from Sui Huang and T. Tomonaga (41, 52).
Lamin B2 ΔHead and ΔSLS deletion mutants were generated from the lamin B2-GFP construct by two
consecutive PCRs and cloned into the pEGFP-N1 vector. The siRNA-resistant lamin B2-GFP plasmids was
generated by site-directed mutagenesis (SDM). For experiments requiring both siRNA and plasmid DNA,
transfections were performed sequentially; siRNA transfection was performed as mentioned above, DNA
transfections were performed after 24 h, and cells were processed after 48 h. The siRNAs used are listed
in Table 1.

Act D treatment. Cells were treated with 0.05 �g/ml actinomycin D (Act D) in complete medium for
4 h at 37°C with 5% CO2 after which they were lysed to obtain RNA or protein. Equivalent volumes of
dimethyl sulfoxide (DMSO) were used as vehicle controls. Similarly, cells were treated with Act D and
fixed for immunofluorescence, or live cells were imaged using confocal microscopy.

Immunofluorescence assay (IFA). Adherent DLD-1 cells were washed twice in 1� phosphate-
buffered saline (PBS) (pH 7.4), permeabilized for 5 min with CSK buffer [0.1 M NaCl, 0.3 M sucrose, 3 mM
MgCl2, 10 mM piperazine-N,N=-bis(2-ethanesulfonic acid) (PIPES) (pH 7.4), 0.5% Triton X-100] on ice, fixed
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in 4% paraformaldehyde (PFA) (Sigma, P6148) for 10 min, and repermeabilized in 0.5% Triton X-100 for
10 min. Cells were blocked in 1% bovine serum albumin (BSA) (Sigma, A2153) for 30 min and incubated
with primary antibody (diluted in 0.5% BSA) for 1.5 h and with secondary antibodies (diluted in 1� PBS
plus 0.1% Triton X-100 [PBST]) for 1 h. Cells were washed thrice in 1� PBS in between antibody
incubations. Cells were counterstained with DAPI (4=,6=-diamidino-2-phenylindole) and mounted in
SlowFade gold antifade (Invitrogen, S36937). The antibodies used are listed in Table 2.

Western blotting and co-IP. SDS-PAGE and immunoblotting were performed as per standard
protocols. Lysates were prepared in radioimmunoprecipitation assay (RIPA) buffer containing 1� pro-
tease inhibitory cocktail (PIC) (Roche), and the protein concentration was estimated using a bicinchoninic

TABLE 1 siRNAs and primers used in this study

siRNA or primer(s) Sequence(s)

siRNAs
siLMNB2 5=-GAGCAGGAGAUGACGGAGA-3=
siLMNA/C 5=-CAGUCUGCUGAGAGGAACA-3=
siCtrl1 (LMNB2 scramble) 5=-GGAAGCGUAGACGGAAGAG-3=
siCtrl2 (LacZ) 5=-CGUACGCGGAAUACUUCGA-3=
siCtrl3 (LMNA/C scramble) 5=-GGAGGUCGAGCCAAUAUCA-3=
siLMNB2.2 5=-CCAAGAAGAGGGAGGGCGA-3=
siLMNB2.3 5=-GGAAGAGUGUGUUCGAGGA-3=

Primers
SDM primer for generating si*LMNB2-GFP Sense, 5=-ATGCTGGACGCCAAGGAACAAGAAATGACAGAAATGCGGGACGTGATGCA-3=;

antisense, 5=-TGCATCACGTCCCGCATTTCTGTCATTTCTTGTTCCTTGGCGTCCAGCAT-3=
Primers for generating lamin B2ΔHead mutant Sense, 5=-CGAGCTCAAGCTTATATGGAGCTGCGCGAGC-3=; antisense,

5=-GCTCGCGCAGCTCCATATAAGCTTGAGCTCG-3=
Primers for generating lamin B2ΔSLS mutant Sense, 5=-GCAGCAGCGGCCTGGGCCGCAG-3=; antisense, 5=-CTGCGGCCCAGGCCGCTGCTGC-3=
CMV F Forward, 5=-CGCAAATGGGCGGTAGGCGTG-3=
EGFP R Forward, 5=-CGTCGCCGTCCAGCTCGACCAG-3=
LMNB2 Forward, 5=-AGTTCACGCCCAAGTACATC-3=; reverse, 5=-CTTCACAGTCCTCATGGCC-3=
45S Forward, 5=-GAACGGTGGTGTGTCGTT-3=; reverse, 5=-GCGTCTCGTCTCGTCTCACT-3=
28S Forward, 5=-AGAGGTAAACGGGTGGGGTC-3=; reverse, 5=-GGGGTCGGGAGGAACGG-3=
18S Forward, 5=-GATGGTAGTCGCCGTGCC-3=; reverse, 5=-GCCTGCTGCCTTCCTTGG-3=
MALAT1 Forward, 5=-GACGGAGGTTGAGATGAAGC-3=; reverse, 5=-ATTCGGGGCTCTGTAGTCCT-3=

TABLE 2 Antibodies used in this study

Antibody Purpose Dilution or amt

Antinucleolin (ab13541) IFA 1:300
Antinucleolin (ab22758) IFA 1:500

Western blotting 1:2,000
IP 2 �g

Antinucleolin (ab50279) Immuno-RNA-FISH 1:500
Anti-lamin A/C (Epitomics, 2966S) IFA 1:600

Western blotting 1:5,000
Anti-lamin A/C (ab40567) IFA 1:50

Western blotting 1:200
Anti-lamin B2 (ab8983) IFA 1:400

Western blotting 1:400
Antifibrillarin (ab5821) IFA 1:500
Antinucleophosmin (ab37659) Western blotting 1:1,000

IP 2 �g
Anti-p84 (ab487) IFA 1:500
Antinucleophosmin (ab10530) Western blotting 1:500
Antiactin Western blotting 1:400
Anti-GAPDH Western blotting 1:5,000
Anti-rabbit antibody–Alexa Fluor 488 IFA 1:1,000
Anti-rabbit antibody–Alexa Fluor 568 IFA 1:1,000
Anti-mouse antibody–Alexa Fluor 488 IFA 1:1,000
Anti-mouse antibody–Alexa Fluor 568 IFA 1:1,000
Anti-mouse antibody–Alexa Fluor 633 IFA 1:1,000
Donkey anti-rabbit antibody–horseradish

peroxidase (GE, NA9340V)
Western blotting 1:10,000

Sheep anti-mouse antibody–horseradish
peroxidase (GE, NA9310V)

Western blotting 1:10,000

Normal rabbit IgG IP 2 �g
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acid (BCA) kit (Pierce, 23225). Proteins were resolved by 10% SDS-PAGE and transferred to Immobilon-P
membranes (GE). Blots were blocked in 5% nonfat dry milk. The blots were incubated with primary
antibodies for 3 h at room temperature or overnight at 4°C, followed by incubation with secondary
antibodies for 1 h at room temperature. Immunoblots were developed using the chemiluminescent
substrate ECL Prime (GE, 89168-782) and imaged with ImageQuant LAS4000. The antibodies used are
listed in Table 2.

For coimmunoprecipitation (Co-IP) assays, �107 cells (DLD-1) were lysed in co-IP lysis buffer (50 mM
Tris [pH 7.4], 150 mM NaCl, 0.5% NP-40, 1� PIC) vortexed and incubated on ice for 15 min, and
centrifuged at 12,000 rpm and 4°C for 10 min. The lysate was precleared by incubating with Dynabeads
protein A (Invitrogen, 10002D) for 1 h. Two micrograms of specific antibody or normal rabbit IgG was
incubated with lysates overnight at 4°C. Protein A beads, preblocked with 0.5% BSA, were incubated with
the immunocomplex for 2 to 3 h. Beads were washed 6 times with co-IP lysis buffer (plus 0.5 mM
phenylmethylsulfonyl fluoride [PMSF]) to minimize nonspecific binding. Bound protein was eluted from
the beads by boiling in 2� Laemmli buffer for 15 min at 95°C.

Nucleolar isolation and immunostaining. Nucleolar isolation was performed as described previously
(84). Briefly �107 cells (DLD-1) were washed and scraped in ice-cold solution I (0.5 ml; 0.5 M sucrose with 3
mM magnesium chloride [MgCl2] and 1� PIC). Cells were sonicated 5 times at 50% amplitude, 10 s on and
10 s off, on ice (Sonics Vibracell), layered over solution II (0.7 ml, 1.0 M sucrose, 3 mM MgCl2), an centrifuged
at 1,800 � g for 5 min at 4°C. The supernatant was removed carefully. The nucleolar pellet was resuspended
in 1� PBS, spotted on glass slides, air dried, and fixed with 4% PFA for 20 min. Nucleoli were blocked in 1%
BSA for 60 min at room temperature and incubated with primary antibody and secondary antibodies for 30
min each, followed by three extensive washes with 1� PBST. The primary and secondary antibodies used
were diluted in 1% BSA in 1� PBST. The preparation was mounted in DAPI-antifade. For lamin B2 knockdown,
nucleoli were isolated by pooling cells from 3 independent wells of a 6-well plate.

Nuclear matrix preparation. Nuclear matrix was prepared from DLD-1 cells as previously described
(85). DLD-1 cells grown on coverslips were washed thrice in ice-cold cytoskeletal buffer (10 mM PIPES [pH
6.8], 10 mM KCl, 300 mM sucrose, 3 mM MgCl2, 1 mM EDTA, 0.05 mM PMSF, 1� PIC) and then incubated
for 10 min in CSK buffer containing 0.5% Triton X-100 at 4°C. Cells were rinsed thrice in ice-cold RSB
buffer (42.5 mM Tris-HCl [pH 8.3], 8.5 mM NaCl, 2.6 mM MgCl2, 0.05 mM PMSF, 1� PIC) and incubated
for 10 min in RSB buffer containing 1% (vol/vol) Tween 20 and 0.5% (vol/vol) sodium deoxycholate at 4°C.
Cells were rinsed twice in ice-cold digestion buffer (10 mM PIPES [pH 8.3], 50 mM NaCl, 300 mM sucrose,
3 mM MgCl2, 1 mM EGTA, 0.05 mM PMSF, 1� PIC) and then incubated for 30 min in digestion buffer
containing 100 U/ml DNase I (Roche) at 30°C. Ammonium sulfate (1 M) was added to the cells to a final
concentration of 0.25 M and incubated for 5 min to remove digested chromatin, followed by two washes
in ice-cold digestion buffer. Cells were incubated in 2 M NaCl for 5 min at 4°C, washed twice in digestion
buffer, fixed in 4% PFA, and immunostained.

Microscopy. Cells were imaged on Zeiss LSM710 and LSM780 confocal microscopes with 405-nm,
488-nm, and 561-nm laser lines using a 63� Plan-Apochromat 1.4-numerical-aperture (NA) oil immersion
objective at 2.0 to 2.5� digital zoom. Scanning was performed sequentially (x-y, 512 pixels by 512 pixels
[1 pixel � 0.105 �m]), and z-stacks were collected at a step size of 0.34 �m and a pinhole size of �0.7
�m (1 arbitrary unit [AU]). The pixel depth was 8 bits, the line averaging was 2, and the scan speed was
10. For superresolution imaging of isolated nucleoli, a Zeiss LSM800 with an Airyscan detector was used.
For immuno-RNA-FISH experiments, fixed cells were imaged using a Leica TCS Sp8 microscope (x-y, 512
pixels by 512 pixels; z, 0.34 �m; frame averaging, 2; scan frequency, 400 Hz).

Imaging and scoring of nucleolar morphologies. Images were captured based on several random
fields using DAPI staining and the extent of lamin knockdown in each nucleus. Nucleolar morphology was
scored by inspecting nucleolin staining. Nucleoli were visually inspected across a number of independent
nuclei. Intact nucleoli were spherical and discrete, whereas disrupted nucleoli were irregular aggregates.

Live imaging of cells and FRAP analysis. A Zeiss LSM710 or LSM780 confocal microscope equipped
with a heated stage at 37°C was used for all photobleaching experiments and fluorescence image
acquisitions. For live imaging, cells were grown on a 22- by 22-mm2 coverslip glued onto a 35-mm petri
dish coated with 100 �g/ml collagen (BD Biosciences; 354236); CO2-independent Leibovitz L-15 medium
(Gibco; 21083-027) was used during microscopy. To visualize nucleolin aggregates, cells were treated
with Act D and imaged. z-stacks (�0.34 �m) of cells were acquired every 1.3 min.

For fluorescence recovery after photobleaching (FRAP) analysis, images were acquired using a 63�
oil immersion objective, NA 1.4 at 2.5� digital zoom, at 2% laser power to avoid photobleaching. A 1-
by 1-pixel square (1 pixel � 0.11 �m) region of interest (ROI) was used for bleaching nucleolin speckles.
Ten images were acquired before photobleaching. Photobleaching was performed using 200 iterations
of the 488-nm laser line at 100% power. Images were collected every 484 ms for a total duration of 25
s. Images were analyzed using the Zen 2011 FRAP analysis module, and relative fluorescence intensity
(RFI) was calculated as (86) RFI � {[ROI1(t) � ROI3(t)]/[ROI2(t) � ROI3(t)]} � {[ROI2(t � 0) � ROI3(t �
0)]/[ROI1(t � 0) � ROI3(t � 0)]}, where ROI1 is the fluorescence intensity of the 1- by 1-pixel ROI that is
bleached, ROI2 is the total nucleus fluorescence intensity, and ROI3 is the fluorescence intensity of a 1-
by 1-pixel background region selected outside the nucleus. ROI1(t) denotes the postbleach fluorescence
intensity at time t. ROI2(t) and ROI3(t) denote the same for the total nucleus and background, respec-
tively. ROI1(t � 0) denotes the average prebleach fluorescence intensity. ROI2(t � 0) and ROI3(t � 0)
denote the same for the whole nucleus and background, respectively. The double-normalized data were
transformed on a scale of 0 to 1. Mobile fractions and t1/2 were calculated by fitting the normalized data
(without transformation) with double-exponential fit using easyFRAP software (87).
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qRT-PCR analysis. RNA was prepared by lysing cells in TRIzol (Applied Biosciences) and phenol-
chloroform extraction. cDNA was synthesized using the ImProm II reverse transcriptase system (Promega
A3800). Quantitative real-time PCR (qRT-PCR) was performed using SYBR green (SAF Labs). The primers
used are listed in Table 1. Actin served as an internal control.

RNA-FISH and 3D-immuno-RNA-FISH. (i) Fixation. RNA-FISH was performed as described previ-
ously (88). All reagents for RNA-FISH were prepared in diethyl pyrocarbonate (DEPC)-treated water and
supplemented with 2 mM vanadyl ribonucleoside complex (New England BioLabs). Briefly, cells were
washed with 1� PBS, permeabilized with CSK buffer on ice for 5 min, fixed in 4% PFA for 10 min, and
stored in 70% ethanol at �20°C until hybridization. For 3D-immuno-RNA-FISH, after fixation in 4% PFA,
cells were permeabilized with 0.5% Triton X-100 in PBS, and immunostaining was performed as described
earlier (88). Cells were postfixed in 4% PFA for 10 min and washed twice with 2� SSC (1� SSC is 0.15
M NaCl plus 0.015 M sodium citrate), followed by hybridization.

(ii) FISH probe labeling. RNA-FISH probes for the �12-kbp intergenic sequence (IGS) upstream of
the rDNA start site was prepared by nick translation of the pUC9-rDNA vector (a gift from Brian McStay)
with Spectrum Red-conjugated dUTP, using DNase I (5 mU/�l)-DNA polymerase I (50 mU/�l) (Roche) for
3 h at 15°C. Six micrograms of nick-translated probe was precipitated overnight at �20°C with 20 �g
human Cot1 DNA (Invitrogen) and 40 �g salmon sperm DNA (Invitrogen) using cold 100% ethanol
and 1/10 volume of 3 M sodium acetate. The probe was resuspended in deionized formamide at
37°C. Prior to hybridization, the probe was denatured at 80°C for 5 min, followed by addition of an
equal volume of 2� hybridization mix containing 2 mM vanadyl ribonucleoside and incubation on
ice for 30 min.

(iii) Hybridization and washes. Cells for RNA-FISH were dehydrated in an ethanol series (70%, 90%,
and 100% ethanol) and air dried. Approximately 1 �g of probe (�4 to 6 �l) was spotted on an RNase-free
slide, and cells on coverslips were inverted on the probe and sealed using nail varnish. Hybridization was
carried out for 16 h at 37°C. Coverslips were washed thrice in 50% formamide–2� SSC (pH 7.2), followed
by three washes in 2� SSC (pH 7.2), for 5 min each at 42°C and mounted in DAPI-antifade.

Image processing and analysis. 3D volume rendering and analysis of nuclei and nucleoli were
performed using Image Pro Plus v7.1. Volume measurements of nucleolin speckles were performed using
the ImageJ object counter 3D plugin. Colocalization analysis was performed using the JACOP plugin from
ImageJ (89). 4D time-lapse images were analyzed using Imaris 8.0.0.

Statistical analysis and graphs. Statistical analyses were performed for each experiment as de-
scribed in the figure legends, and graphs were plotted using GraphPad Prism 5 software; a P value
of �0.05 was considered significant. We imaged and analyzed a minimum of 20 to 30 cells for each
biological replicate in fixed preparations, while a minimum of 2 or 3 nuclei were tracked and analyzed
during prolonged live imaging of nucleolin speckles. In the figures and legends, N is the number of
independent biological replicates and n is as defined for each figure.

SUPPLEMENTAL MATERIAL

Supplemental material for this article may be found at https://doi.org/10.1128/MCB
.00274-17.

SUPPLEMENTAL FILE 1, MP4 file, 8.6 MB.
SUPPLEMENTAL FILE 2, MP4 file, 1.5 MB.
SUPPLEMENTAL FILE 3, MP4 file, 2.0 MB.

ACKNOWLEDGMENTS
We gratefully acknowledge IISER, Pune, for facilities. We acknowledge the micros-

copy facility of IISER, Pune. We thank Carl Zeiss India for the usage of the superreso-
lution Airyscan microscope. We thank Sanjeev Galande for sharing reagents. We thank
Chromosome Biology Lab members and Richa Rikhy for critical inputs during experi-
ments and writing of the manuscript.

A.S.G. thanks CSIR, New Delhi, for a senior research fellowship. K.S. thanks IISER, Pune, for
intramural funding and the Wellcome Trust-Department of Biotechnology India Alliance
Intermediate Fellowship for extramural funding (award no. 500164/Z/09/Z).

A.S.G. and K.S. designed the experiments. A.S.G. performed the experiments, ana-
lyzed the data, and prepared the figures. A.S.G. and K.S. wrote the manuscript.

We declare that we have no competing interests.

REFERENCES
1. Leary DJ, Huang S. 2001. Regulation of ribosome biogenesis within the

nucleolus. FEBS Lett 509:145–150. https://doi.org/10.1016/S0014-5793
(01)03143-X.

2. Hernandez-Verdun D. 2011. Assembly and disassembly of the nucleolus
during the cell cycle. Nucleus 2:189 –194. https://doi.org/10.4161/nucl.2
.3.16246.

3. Dundr M, Misteli T, Olson MO. 2000. The dynamics of postmitotic
reassembly of the nucleolus. J Cell Biol 150:433– 446. https://doi.org/10
.1083/jcb.150.3.433.

4. Derenzini M, Montanaro L, Treré D. 2009. What the nucleolus says to a
tumour pathologist. Histopathology 54:753–762. https://doi.org/10.1111/j
.1365-2559.2008.03168.x.

Lamin B2 Modulates Nucleolar Structure and Function Molecular and Cellular Biology

December 2017 Volume 37 Issue 24 e00274-17 mcb.asm.org 19

https://doi.org/10.1128/MCB.00274-17
https://doi.org/10.1128/MCB.00274-17
https://doi.org/10.1016/S0014-5793(01)03143-X
https://doi.org/10.1016/S0014-5793(01)03143-X
https://doi.org/10.4161/nucl.2.3.16246
https://doi.org/10.4161/nucl.2.3.16246
https://doi.org/10.1083/jcb.150.3.433
https://doi.org/10.1083/jcb.150.3.433
https://doi.org/10.1111/j.1365-2559.2008.03168.x
https://doi.org/10.1111/j.1365-2559.2008.03168.x
http://mcb.asm.org


5. Isaac C, Marsh KL, Paznekas WA, Dixon J, Dixon MJ, Jabs EW, Meier UT.
2000. Characterization of the nucleolar gene product, treacle, in
Treacher Collins syndrome. Mol Biol Cell 11:3061–3071. https://doi.org/
10.1091/mbc.11.9.3061.

6. Cheutin T, O’Donohue M-F, Beorchia A, Vandelaer M, Kaplan H, Deféver
B, Ploton D, Thiry M. 2002. Three-dimensional organization of active
rRNA genes within the nucleolus. J Cell Sci 115:3297–3307.

7. Shav-Tal Y, Blechman J, Darzacq X, Montagna C, Dye BT, Patton JG,
Singer RH, Zipori D. 2005. Dynamic sorting of nuclear components into
distinct nucleolar caps during transcriptional inhibition. Mol Biol Cell
16:2395–2413. https://doi.org/10.1091/mbc.E04-11-0992.

8. Tsang CK, Bertram PG, Ai W, Drenan R, Zheng XFS. 2003. Chromatin-
mediated regulation of nucleolar structure and RNA Pol I localization by
TOR. EMBO J 22:6045– 6056. https://doi.org/10.1093/emboj/cdg578.

9. Mayer C, Zhao J, Yuan X, Grummt I. 2004. mTOR-dependent activation of
the transcription factor TIF-IA links rRNA synthesis to nutrient availabil-
ity. Genes Dev 18:423– 434. https://doi.org/10.1101/gad.285504.

10. van Sluis M, McStay B. 2015. A localized nucleolar DNA damage response
facilitates recruitment of the homology-directed repair machinery inde-
pendent of cell cycle stage. Genes Dev 29:1151–1163. https://doi.org/
10.1101/gad.260703.115.

11. Mekhail K, Rivero-Lopez L, Khacho M, Lee S. 2006. Restriction of rRNA
synthesis by VHL maintains energy equilibrium under hypoxia. Cell Cycle
5:2401–2413. https://doi.org/10.4161/cc.5.20.3387.

12. Nguyen LXT, Raval A, Garcia JS, Mitchell BS. 2015. Regulation of ribo-
somal gene expression in cancer. J Cell Physiol 230:1181–1188. https://
doi.org/10.1002/jcp.24854.

13. Neuburger M, Herget GW, Plaumann L, Falk A, Schwalb H, Adler CP.
1998. Change in size, number and morphology of the nucleoli in human
hearts as a result of hyperfunction. Pathol Res Pract 194:385–389.
https://doi.org/10.1016/S0344-0338(98)80028-9.

14. Ribeiro CV, Vasconcelos AC, Andrade Filho JDS. 2015. Apoptosis and
expression of argyrophilic nucleolus organizer regions in epithelial neo-
plasms of the larynx. Braz J Otorhinolaryngol 81:158 –166. https://doi
.org/10.1016/j.bjorl.2014.12.003.

15. Wandrey F, Montellese C, Koos K, Badertscher L, Bammert L, Cook AG,
Zemp I, Horvath P, Kutay U. 2015. The NF45/NF90 heterodimer contrib-
utes to the biogenesis of 60S ribosomal subunits and influences nucle-
olar morphology. Mol Cell Biol 35:3491–3503. https://doi.org/10.1128/
MCB.00306-15.

16. Nicolas E, Parisot P, Pinto-Monteiro C, de Walque R, De Vleeschouwer C,
Lafontaine DLJ. 2016. Involvement of human ribosomal proteins in
nucleolar structure and p53-dependent nucleolar stress. Nat Commun
7:11390. https://doi.org/10.1038/ncomms11390.

17. Ahmad Y, Boisvert F-M, Gregor P, Cobley A, Lamond AI. 2009. NOPdb:
Nucleolar Proteome Database—2008 update. Nucleic Acids Res 37:
D181–D184. https://doi.org/10.1093/nar/gkn804.

18. Grob A, Colleran C, McStay B. 2014. Construction of synthetic nucleoli in
human cells reveals how a major functional nuclear domain is formed
and propagated through cell division. Genes Dev 28:220 –230. https://
doi.org/10.1101/gad.234591.113.

19. Ma N, Matsunaga S, Takata H, Ono-Maniwa R, Uchiyama S, Fukui K. 2007.
Nucleolin functions in nucleolus formation and chromosome congres-
sion. J Cell Sci 120:2091–2105. https://doi.org/10.1242/jcs.008771.

20. Amin MA, Matsunaga S, Uchiyama S, Fukui K. 2008. Depletion of nu-
cleophosmin leads to distortion of nucleolar and nuclear structures in
HeLa cells. Biochem J 415:345–351. https://doi.org/10.1042/BJ20081411.

21. Kozakai Y, Kamada R, Furuta J, Kiyota Y, Chuman Y, Sakaguchi K. 2016.
PPM1D controls nucleolar formation by up-regulating phosphorylation
of nucleophosmin. Sci Rep 6:33272. https://doi.org/10.1038/srep33272.

22. Mitrea DM, Cika JA, Guy CS, Ban D, Banerjee PR, Stanley CB, Nourse A, Deniz
AA, Kriwacki RW. 2016. Nucleophosmin integrates within the nucleolus via
multi-modal interactions with proteins displaying R-rich linear motifs and
rRNA. eLife 5:e13571. https://doi.org/10.7554/eLife.13571.

23. Feric M, Vaidya N, Harmon TS, Mitrea DM, Zhu L, Richardson TM, Kriwacki
RW, Pappu RV, Brangwynne CP. 2016. Coexisting liquid phases underlie
nucleolar subcompartments. Cell 165:1686–1697. https://doi.org/10.1016/j
.cell.2016.04.047.

24. Andersen JS, Lam YW, Leung AKL, Ong S-E, Lyon CE, Lamond AI, Mann
M. 2005. Nucleolar proteome dynamics. Nature 433:77– 83. https://doi
.org/10.1038/nature03207.

25. Nickerson JA, Krockmalnic G, Wan KM, Penman S. 1997. The nuclear
matrix revealed by eluting chromatin from a cross-linked nucleus. Proc

Natl Acad Sci U S A 94:4446 – 4450. https://doi.org/10.1073/pnas.94.9
.4446.

26. Prokocimer M, Davidovich M, Nissim-Rafinia M, Wiesel-Motiuk N, Bar DZ,
Barkan R, Meshorer E, Gruenbaum Y. 2009. Nuclear lamins: key regula-
tors of nuclear structure and activities. J Cell Mol Med 13:1059 –1085.
https://doi.org/10.1111/j.1582-4934.2008.00676.x.

27. Eckersley-Maslin MA, Bergmann JH, Lazar Z, Spector DL. 2013. Lamin A/C
is expressed in pluripotent mouse embryonic stem cells. Nucleus
4:53– 60. https://doi.org/10.4161/nucl.23384.

28. Constantinescu D, Gray HL, Sammak PJ, Schatten GP, Csoka AB. 2006.
Lamin A/C expression is a marker of mouse and human embryonic
stem cell differentiation. Stem Cells 24:177–185. https://doi.org/10
.1634/stemcells.2004-0159.

29. Moir RD, Montag-Lowy M, Goldman RD. 1994. Dynamic properties of
nuclear lamins: lamin B is associated with sites of DNA replication. J Cell
Biol 125:1201–1212. https://doi.org/10.1083/jcb.125.6.1201.

30. Camps J, Wangsa D, Falke M, Brown M, Case CM, Erdos MR, Ried T. 2014.
Loss of lamin B1 results in prolongation of S phase and decondensation
of chromosome territories. FASEB J 28:3423–3434. https://doi.org/10
.1096/fj.14-250456.

31. Bronshtein I, Kepten E, Kanter I, Berezin S, Lindner M, Redwood AB, Mai
S, Gonzalo S, Foisner R, Shav-Tal Y, Garini Y. 2015. Loss of lamin A
function increases chromatin dynamics in the nuclear interior. Nat Com-
mun 6:8044. https://doi.org/10.1038/ncomms9044.

32. Mahen R, Hattori H, Lee M, Sharma P, Jeyasekharan AD, Venkitaraman
AR. 2013. A-type lamins maintain the positional stability of DNA damage
repair foci in mammalian nuclei. PLoS One 8:e61893. https://doi.org/10
.1371/journal.pone.0061893.

33. Matsumoto A, Sakamoto C, Matsumori H, Katahira J, Yasuda Y, Yoshidome
K, Tsujimoto M, Goldberg IG, Matsuura N, Nakao M, Saitoh N, Hieda M. 2016.
Loss of the integral nuclear envelope protein SUN1 induces alteration of
nucleoli. Nucleus 7:68–83. https://doi.org/10.1080/19491034.2016.1149664.

34. Buchwalter A, Hetzer MW. 2017. Nucleolar expansion and elevated
protein translation in premature aging. Nat Commun 8:328. https://doi
.org/10.1038/s41467-017-00322-z.

35. Martin C, Chen S, Maya-Mendoza A, Lovric J, Sims PFG, Jackson DA. 2009.
Lamin B1 maintains the functional plasticity of nucleoli. J Cell Sci 122:
1551–1562. https://doi.org/10.1242/jcs.046284.

36. Louvet E, Yoshida A, Kumeta M, Takeyasu K. 2014. Probing the stiffness
of isolated nucleoli by atomic force microscopy. Histochem Cell Biol
141:365–381. https://doi.org/10.1007/s00418-013-1167-9.

37. Coffinier C, Jung H-J, Nobumori C, Chang S, Tu Y, Barnes RH, Yoshinaga
Y, de Jong PJ, Vergnes L, Reue K, Fong LG, Young SG. 2011. Deficiencies
in lamin B1 and lamin B2 cause neurodevelopmental defects and dis-
tinct nuclear shape abnormalities in neurons. Mol Biol Cell 22:
4683– 4693. https://doi.org/10.1091/mbc.E11-06-0504.

38. Chen C-Y, Chi Y-H, Mutalif RA, Starost MF, Myers TG, Anderson SA,
Stewart CL, Jeang K-T. 2012. Accumulation of the inner nuclear envelope
protein Sun1 is pathogenic in progeric and dystrophic laminopathies.
Cell 149:565–577. https://doi.org/10.1016/j.cell.2012.01.059.

39. Ranade D, Koul S, Thompson J, Prasad KB, Sengupta K. 2017. Chromo-
somal aneuploidies induced upon lamin B2 depletion are mislocalized in
the interphase nucleus. Chromosoma 126:223–244. https://doi.org/10
.1007/s00412-016-0580-y.

40. Swift J, Ivanovska IL, Buxboim A, Harada T, Dingal PCDP, Pinter J,
Pajerowski JD, Spinler KR, Shin J-W, Tewari M, Rehfeldt F, Speicher DW,
Discher DE. 2013. Nuclear lamin-A scales with tissue stiffness and en-
hances matrix-directed differentiation. Science 341:1240104. https://doi
.org/10.1126/science.1240104.

41. Kuga T, Nie H, Kazami T, Satoh M, Matsushita K, Nomura F, Maeshima K,
Nakayama Y, Tomonaga T. 2014. Lamin B2 prevents chromosome insta-
bility by ensuring proper mitotic chromosome segregation. Oncogenesis
3:e94. https://doi.org/10.1038/oncsis.2014.6.

42. Ginisty H, Sicard H, Roger B, Bouvet P. 1999. Structure and functions of
nucleolin. J Cell Sci 112:761–772.

43. Parry DA, Conway JF, Steinert PM. 1986. Structural studies on lamin.
Similarities and differences between lamin and intermediate-filament
proteins. Biochem J 238:305–308.

44. Stuurman N, Heins S, Aebi U. 1998. Nuclear lamins: their structure,
assembly, and interactions. J Struct Biol 122:42– 66. https://doi.org/10
.1006/jsbi.1998.3987.

45. Heitlinger E, Peter M, Häner M, Lustig A, Aebi U, Nigg EA. 1991. Expres-
sion of chicken lamin B2 in Escherichia coli: characterization of its

Sen Gupta and Sengupta Molecular and Cellular Biology

December 2017 Volume 37 Issue 24 e00274-17 mcb.asm.org 20

https://doi.org/10.1091/mbc.11.9.3061
https://doi.org/10.1091/mbc.11.9.3061
https://doi.org/10.1091/mbc.E04-11-0992
https://doi.org/10.1093/emboj/cdg578
https://doi.org/10.1101/gad.285504
https://doi.org/10.1101/gad.260703.115
https://doi.org/10.1101/gad.260703.115
https://doi.org/10.4161/cc.5.20.3387
https://doi.org/10.1002/jcp.24854
https://doi.org/10.1002/jcp.24854
https://doi.org/10.1016/S0344-0338(98)80028-9
https://doi.org/10.1016/j.bjorl.2014.12.003
https://doi.org/10.1016/j.bjorl.2014.12.003
https://doi.org/10.1128/MCB.00306-15
https://doi.org/10.1128/MCB.00306-15
https://doi.org/10.1038/ncomms11390
https://doi.org/10.1093/nar/gkn804
https://doi.org/10.1101/gad.234591.113
https://doi.org/10.1101/gad.234591.113
https://doi.org/10.1242/jcs.008771
https://doi.org/10.1042/BJ20081411
https://doi.org/10.1038/srep33272
https://doi.org/10.7554/eLife.13571
https://doi.org/10.1016/j.cell.2016.04.047
https://doi.org/10.1016/j.cell.2016.04.047
https://doi.org/10.1038/nature03207
https://doi.org/10.1038/nature03207
https://doi.org/10.1073/pnas.94.9.4446
https://doi.org/10.1073/pnas.94.9.4446
https://doi.org/10.1111/j.1582-4934.2008.00676.x
https://doi.org/10.4161/nucl.23384
https://doi.org/10.1634/stemcells.2004-0159
https://doi.org/10.1634/stemcells.2004-0159
https://doi.org/10.1083/jcb.125.6.1201
https://doi.org/10.1096/fj.14-250456
https://doi.org/10.1096/fj.14-250456
https://doi.org/10.1038/ncomms9044
https://doi.org/10.1371/journal.pone.0061893
https://doi.org/10.1371/journal.pone.0061893
https://doi.org/10.1080/19491034.2016.1149664
https://doi.org/10.1038/s41467-017-00322-z
https://doi.org/10.1038/s41467-017-00322-z
https://doi.org/10.1242/jcs.046284
https://doi.org/10.1007/s00418-013-1167-9
https://doi.org/10.1091/mbc.E11-06-0504
https://doi.org/10.1016/j.cell.2012.01.059
https://doi.org/10.1007/s00412-016-0580-y
https://doi.org/10.1007/s00412-016-0580-y
https://doi.org/10.1126/science.1240104
https://doi.org/10.1126/science.1240104
https://doi.org/10.1038/oncsis.2014.6
https://doi.org/10.1006/jsbi.1998.3987
https://doi.org/10.1006/jsbi.1998.3987
http://mcb.asm.org


structure, assembly, and molecular interactions. J Cell Biol 113:485– 495.
https://doi.org/10.1083/jcb.113.3.485.

46. Shimi T, Kittisopikul M, Tran J, Goldman AE, Adam SA, Zheng Y, Jaqaman
K, Goldman RD. 2015. Structural organization of nuclear lamins A, C, B1,
and B2 revealed by superresolution microscopy. Mol Biol Cell 26:
4075– 4086. https://doi.org/10.1091/mbc.E15-07-0461.

47. Adam SA, Butin-Israeli V, Cleland MM, Shimi T, Goldman RD. 2013.
Disruption of lamin B1 and lamin B2 processing and localization by
farnesyltransferase inhibitors. Nucleus 4:142–150. https://doi.org/10
.4161/nucl.24089.

48. Kumaran RI, Muralikrishna B, Parnaik VK. 2002. Lamin A/C speckles
mediate spatial organization of splicing factor compartments and RNA
polymerase II transcription. J Cell Biol 159:783–793. https://doi.org/10
.1083/jcb.200204149.

49. Hozák P, Sasseville AM, Raymond Y, Cook PR. 1995. Lamin proteins form
an internal nucleoskeleton as well as a peripheral lamina in human cells.
J Cell Sci 108:635– 644.

50. Li YP, Busch RK, Valdez BC, Busch H. 1996. C23 interacts with B23, a
putative nucleolar-localization-signal-binding protein. Eur J Biochem
237:153–158. https://doi.org/10.1111/j.1432-1033.1996.0153n.x.

51. Borer RA, Lehner CF, Eppenberger HM, Nigg EA. 1989. Major nucleolar
proteins shuttle between nucleus and cytoplasm. Cell 56:379–390. https://
doi.org/10.1016/0092-8674(89)90241-9.

52. Chen D, Huang S. 2001. Nucleolar components involved in ribosome
biogenesis cycle between the nucleolus and nucleoplasm in interphase
cells. J Cell Biol 153:169 –176. https://doi.org/10.1083/jcb.153.1.169.

53. Santoro R, Schmitz K-M, Sandoval J, Grummt I. 2010. Intergenic tran-
scripts originating from a subclass of ribosomal DNA repeats silence
ribosomal RNA genes in trans. EMBO Rep 11:52–58. https://doi.org/10
.1038/embor.2009.254.

54. Zhao Z, Dammert MA, Hoppe S, Bierhoff H, Grummt I. 2016. Heat shock
represses rRNA synthesis by inactivation of TIF-IA and lncRNA-
dependent changes in nucleosome positioning. Nucleic Acids Res 44:
8144 – 8152. https://doi.org/10.1093/nar/gkw496.

55. Audas TE, Jacob MD, Lee S. 2012. Immobilization of proteins in the
nucleolus by ribosomal intergenic spacer noncoding RNA. Mol Cell
45:147–157. https://doi.org/10.1016/j.molcel.2011.12.012.

56. Dechat T, Pfleghaar K, Sengupta K, Shimi T, Shumaker DK, Solimando L,
Goldman RD. 2008. Nuclear lamins: major factors in the structural orga-
nization and function of the nucleus and chromatin. Genes Dev 22:
832– 853. https://doi.org/10.1101/gad.1652708.

57. Brangwynne CP, Mitchison TJ, Hyman AA. 2011. Active liquid-like be-
havior of nucleoli determines their size and shape in Xenopus laevis
oocytes. Proc Natl Acad Sci U S A 108:4334 – 4339. https://doi.org/10
.1073/pnas.1017150108.

58. Feric M, Brangwynne CP. 2013. A nuclear F-actin scaffold stabilizes
ribonucleoprotein droplets against gravity in large cells. Nat Cell Biol
15:1253–1259. https://doi.org/10.1038/ncb2830.

59. Turgay Y, Eibauer M, Goldman AE, Shimi T, Khayat M, Ben-Harush K,
Dubrovsky-Gaupp A, Sapra KT, Goldman RD, Medalia O. 2017. The
molecular architecture of lamins in somatic cells. Nature 543:261–264.
https://doi.org/10.1038/nature21382.

60. Heitlinger E, Peter M, Lustig A, Villiger W, Nigg EA, Aebi U. 1992. The role
of the head and tail domain in lamin structure and assembly: analysis of
bacterially expressed chicken lamin A and truncated B2 lamins. J Struct
Biol 108:74 – 89. https://doi.org/10.1016/1047-8477(92)90009-Y.

61. Isobe K, Gohara R, Ueda T, Takasaki Y, Ando S. 2007. The last twenty
residues in the head domain of mouse lamin A contain important
structural elements for formation of head-to-tail polymers in vitro. Biosci
Biotechnol Biochem 71:1252–1259. https://doi.org/10.1271/bbb.60674.

62. Izumi M, Vaughan OA, Hutchison CJ, Gilbert DM. 2000. Head and/or
CaaX domain deletions of lamin proteins disrupt preformed lamin A and
C but not lamin B structure in mammalian cells. Mol Biol Cell 11:
4323– 4337. https://doi.org/10.1091/mbc.11.12.4323.

63. Georgatos SD, Stournaras C, Blobel G. 1988. Heterotypic and homotypic
associations between the nuclear lamins: site-specificity and control by
phosphorylation. Proc Natl Acad Sci U S A 85:4325– 4329. https://doi
.org/10.1073/pnas.85.12.4325.

64. Denais CM, Gilbert RM, Isermann P, McGregor AL, te Lindert M, Weigelin
B, Davidson PM, Friedl P, Wolf K, Lammerding J. 2016. Nuclear envelope
rupture and repair during cancer cell migration. Science 352:353–358.
https://doi.org/10.1126/science.aad7297.

65. Krohne G, Waizenegger I, Höger TH. 1989. The conserved carboxy-
terminal cysteine of nuclear lamins is essential for lamin association with

the nuclear envelope. J Cell Biol 109:2003–2011. https://doi.org/10.1083/
jcb.109.5.2003.

66. Sakaki M, Koike H, Takahashi N, Sasagawa N, Tomioka S, Arahata K, Ishiura
S. 2001. Interaction between emerin and nuclear lamins. J Biochem 129:
321–327. https://doi.org/10.1093/oxfordjournals.jbchem.a002860.

67. Taniura H, Glass C, Gerace L. 1995. A chromatin binding site in the tail
domain of nuclear lamins that interacts with core histones. J Cell Biol
131:33– 44. https://doi.org/10.1083/jcb.131.1.33.

68. Scott MS, Boisvert F-M, McDowall MD, Lamond AI, Barton GJ. 2010.
Characterization and prediction of protein nucleolar localization se-
quences. Nucleic Acids Res 38:7388 –7399. https://doi.org/10.1093/nar/
gkq653.

69. Yang Y, Chen Y, Zhang C, Huang H, Weissman SM. 2002. Nucleolar
localization of hTERT protein is associated with telomerase function. Exp
Cell Res 277:201–209. https://doi.org/10.1006/excr.2002.5541.

70. Antoine M, Reimers K, Dickson C, Kiefer P. 1997. Fibroblast growth factor
3, a protein with dual subcellular localization, is targeted to the nucleus
and nucleolus by the concerted action of two nuclear localization signals
and a nucleolar retention signal. J Biol Chem 272:29475–29481. https://
doi.org/10.1074/jbc.272.47.29475.

71. Li Z, Hann SR. 2013. Nucleophosmin is essential for c-Myc nucleolar
localization and c-Myc-mediated rDNA transcription. Oncogene 32:
1988 –1994. https://doi.org/10.1038/onc.2012.227.

72. Chen J, Guo K, Kastan MB. 2012. Interactions of nucleolin and ribosomal
protein L26 (RPL26) in translational control of human p53 mRNA. J Biol
Chem 287:16467–16476. https://doi.org/10.1074/jbc.M112.349274.

73. Takagi M, Absalon MJ, McLure KG, Kastan MB. 2005. Regulation of p53
translation and induction after DNA damage by ribosomal protein L26
and nucleolin. Cell 123:49 – 63. https://doi.org/10.1016/j.cell.2005.07.034.

74. Musinova YR, Lisitsyna OM, Sorokin DV, Arifulin EA, Smirnova TA,
Zinovkin RA, Potashnikova DM, Vassetzky YS, Sheval EV. 2016. RNA-
dependent disassembly of nuclear bodies. J Cell Sci 129:4509 – 4520.

75. Caudron-Herger M, Pankert T, Seiler J, Németh A, Voit R, Grummt I, Rippe K.
2015. Alu element-containing RNAs maintain nucleolar structure and func-
tion. EMBO J 34:2758–2774. https://doi.org/10.15252/embj.201591458.

76. Ghisolfi-Nieto L, Joseph G, Puvion-Dutilleul F, Amalric F, Bouvet P. 1996.
Nucleolin is a sequence-specific RNA-binding protein: characterization of
targets on pre-ribosomal RNA. J Mol Biol 260:34 –53. https://doi.org/10
.1006/jmbi.1996.0380.

77. Grummt I. 2003. Life on a planet of its own: regulation of RNA polymer-
ase I transcription in the nucleolus. Genes Dev 17:1691–1702. https://
doi.org/10.1101/gad.1098503R.

78. Russell J, Zomerdijk JCBM. 2005. RNA-polymerase-I-directed rDNA tran-
scription, life and works. Trends Biochem Sci 30:87–96. https://doi.org/
10.1016/j.tibs.2004.12.008.

79. Santoro R, Li J, Grummt I. 2002. The nucleolar remodeling complex NoRC
mediates heterochromatin formation and silencing of ribosomal gene
transcription. Nat Genet 32:393–396. https://doi.org/10.1038/ng1010.

80. Cong R, Das S, Douet J, Wong J, Buschbeck M, Mongelard F, Bouvet P.
2014. macroH2A1 histone variant represses rDNA transcription. Nucleic
Acids Res 42:181–192. https://doi.org/10.1093/nar/gkt863.

81. Douet J, Corujo D, Malinverni R, Renauld J, Sansoni V, Marjanović MP,
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