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Human nucleoli comprise
multiple constrained territories,
tethered to individual
chromosomes
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National University of Ireland Galway, Galway H91 W2TY,
Ireland

It is unknown how ribosomal gene (rDNA) arrays from
multiple chromosomal nucleolar organizers (NORs) parti-
tion within human nucleoli. Exploration of this paradigm
for chromosomal organization is complicated by the
shared DNA sequence composition of five NOR-bearing
acrocentric chromosome p-arms. Here, we devise a meth-
odology for genetic manipulation of individual NORs. Ef-
ficient “scarless” genome editing of rDNA repeats is
achieved on “poised” human NORs held within mono-
chromosomal cell hybrids. Subsequent transfer to human
cells introduces “active” NORs yielding readily discern-
ible functional customized ribosomes. We reveal that ri-
bosome biogenesis occurs entirely within constrained
territories, tethered to individual NORs inside a larger
nucleolus.
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Nucleoli, sites of ribosome biogenesis, form aroundNORs
located on the p-arms of five human acrocentric chromo-
somes, HSA13, HSA14, HSA15, HSA21, and HSA22 (Fig.
1A; McStay 2016). Sequences of rDNA arrays together
with proximal and distal junctions (PJs andDJs) are shared
between all five acrocentrics (Floutsakou et al. 2013; van
Sluis et al. 2019). DJs are functional NOR elements,
embedded in perinucleolar heterochromatin (PNH)
(Floutsakou et al. 2013). During metaphase, NORs are
bookmarked by UBF (upstream binding factor), a nucleo-
lar HMG-box protein that binds extensively across
rDNA arrays (Grob et al. 2014). As cells exit anaphase,
transcription by RNA polymerase I (RNA Pol I) resumes
and nucleoli form around individual NORs (Hernandez-
Verdun 2011; van Sluis et al. 2020). These coalesce into
mature nucleoli comprising three distinct compartments,
reflecting the stages of ribosome biogenesis (Raška et al.
2006). Fibrillar center (FC) units contain one or a few
UBF-loaded rDNA repeats (Yao et al. 2019). Transcription
occurs at the interface between FCs and the surrounding
dense fibrillar component (DFC) formed on nascent tran-

scripts. FC/DFC units are embedded in the granular com-
ponent (GC) where released pre-rRNAs are processed and
assembled into ribosomal subunits.
Nucleoli are a paradigm for specific associations be-

tween multiple chromosome territories to form nuclear
bodies (Misteli 2020). They aremajor spatial genome orga-
nizers, providing dominant positional cues for up to
10 chromosomes (van Sluis et al. 2020). Potential advan-
tages of gatheringmultiple NORs in a single nucleolus in-
clude enhanced ribosome biogenesis efficiency and
isolation from incompatible nuclear activities. However,
blending the most transcriptionally active regions of the
genome from multiple chromosomes within a single nu-
clear body represents a major threat to their genome
stability.Here,we address this issue by examining how in-
dividual NORs, together with their pre-rRNA products,
organize within nucleoli.

Results and Discussion

Human acrocentric chromosomes held within mouse A9
monochromosomal somatic cell hybrids bear transcrip-
tionally silent NORs due to cross-species incompatibility
of transcription factor SL1 (Sullivan et al. 2001).Neverthe-
less, these NORs are held in a “poised” state due to exten-
siveUBF binding and can be reactivated by ectopic human
SL1 (van Sluis et al. 2019). We reasoned that sequence tag-
ging of human rDNA in hybrids by CRISPR/Cas9 genome
editing, combined with chromosome transfer into human
cells, would enable visualization of single “active”NORs
within a human nucleolus (Fig. 1).
Microcell-mediated chromosome transfer (MMCT) is a

proven method for shuttling chromosomes from donor to
recipient cells (Meguro-Horike and Horike 2015). Under
prolonged exposure to colchicine, A9 cells undergomicro-
nucleation. Centrifugation in the presence of cytochalasin
B leads to the production of microcells that are then fused
to recipient cells (Fig. 1B). Key to successful MMCT,
donor chromosomes and recipient cells contain separate
selectable markers. A hygromycin resistance (HygR) cas-
sette on human acrocentric chromosomes in A9 hybrids
provides donor chromosome selection. The human recip-
ient cell line of choice was human telomerase-immortal-
ized retinal pigmented epithelial cells (hTERT-RPE1)
that are karyotypically normal, have intact DNA damage
checkpoints, and well-characterized NORs (van Sluis
et al. 2020). Prior to using hTERT-RPE1, we disrupted
the HygR ORF and introduced a blasticidin resistance
(Bsr) cassette to facilitate MMCT double selection (Sup-
plemental Fig. S1). We initially transferred HSA15 present
in hybrid A9-15 into hTERT-RPE1 Hyg−ve cells. Valida-
tion of the resulting cell line revealed that, other than
the presence of an extra HSA15, the karyotype remains
unaltered (Supplemental Fig. S2). Moreover, growth char-
acteristics of these cells are indistinguishable from the
hTERT-RPE1 Hyg−ve recipient line.
Sequential tagging of 5′ETS and 28SrRNA on the

HSA15 rDNA array in the hybrid line A9-15 was carried
out using CRISPR/Cas9 RNPs with single-strand
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oligodeoxynucleotides (ssODNs) as the homology-direct-
ed repair (HDR) donor templates (Supplemental Fig. S3;
Supplemental Table S1). SsODNs are the preferred choice
for introducing short sequence tags as they avoid unde-
sired integration events normally associated with dou-
ble-strand DNA (dsDNA) donor templates (Yang et al.
2013). A 70-nt ETS tag provides a mark for nascent tran-
scripts in theDFC,while a 20-nt 28S tag should be present
in both theDFC and in released pre-rRNAswithin theGC
(Fig. 2A). Appearance of cytoplasmic tagged 28SrRNAs
supports functionality in translation. Importantly, se-
quences at tag locations in human pre-rRNA differ suffi-
ciently from mouse, such that guide RNAs (gRNAs) will
not recognize host cell rDNA arrays (Supplemental Fig.
S4). In cell line A9-15(ETS/28S), ∼50% of repeats are
ETS-tagged and >90% of repeats 28S-tagged. Sequencing
reveals that all tagged repeats have undergone “scarless”
genome editing while most nontagged repeats have indels
of 1 or 2 nt, indicative of double-strand break (DSB) repair
by nonhomologous end-joining (NHEJ) (Supplemental Fig.
S4C).

Following MMCT of double-tagged HSA15, generating
15/3(ETS/28S) (Supplemental Fig. S5A), we assessed the
nucleolar distribution of tagged rDNA by SABER (signal
amplification by exchange reaction) FISH (Kishi et al.
2019). A SABER probe visualizing 5′ETS DNA tags in
the edited HSA15 NOR, combined with UBF and Nop52
antibodies to visualize nucleolar FCs and GCs, revealed
that tagged repeats occupy a distinct territory within larg-
er nucleoli (Fig. 2B).

Next, we determined the distribution of tagged pre-
rRNA processing intermediates deriving from the 15/3
(ETS/28S) genome-edited NOR. RNA-FISH was per-
formed using fluorescent oligonucleotide probes recogniz-
ing each tag, combined with a nucleolar marker probe
recognizing the 3′ end of 18SE pre-rRNA (Fig. 2C). Punc-
tate 5′ETS tag hybridization signals are observed within
a larger subnucleolar region identified by the 28S tag
probe. As the majority of the 28S tag signal derived from
released pre-rRNA species, we conclude that the engi-
neered NOR generates its own distinct GC compartment.
Quantitation of data from this experiment reveals that

tagged NORs occupy, on average, 23.5%±15.4% (1 stan-
dard deviation, SD) of the area in the nucleoli in which
they reside and 13.8%±7.0% (1 SD) of the combined nu-
cleolar area in each cell (Supplemental Fig. S6). As the ed-
itedHSA15NOR is one of 11 acrocentric chromosomes in
these cells, these results are in line with expectations.
Thus, it appears that individual rDNA arrays and their de-
rived pre-rRNA processing intermediates are constrained
within NOR territories.

To strengthen our findings, we generated A9-14(28S)
and A9-15(28SMS2) by tagging >90% of 28SrRNA coding
sequences in the hybrids A9-14 and A9-15. The 28SMS2

A

B

Figure 1. Sequence tagging of NORs and transfer to human cells.
(A) Organization of NORs on acrocentric p-arms, depicting rDNA ar-
rays and proximal and distal junctions (PJs and DJs). A representation
of a sequenced tagged NOR is shown below. (B) MMCTworkflow for
transfer of human chromosomes with edited NORs from A9 hybrid
donor cells into recipient hTERT-RPE1 Hyg−ve cells.

A
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C

Figure 2. Genome-edited NORs and pre-rRNAs occupy constrained
territories within nucleoli. (A) Alternate pre-rRNA processing path-
ways, showing positions of 5´ETS and 28S sequence tags. (B) SA-
BER-FISH on 15/3(ETS/28S) cells using 5′ETS tag probes, combined
withUBF andNop52 antibody staining. (Left) TaggedNOR-territories
are indicated by a white dotted line on enlarged images of single nu-
cleoli. (C ) RNA-FISH with probes recognizing 5′ETS and 28S tags
and 18SE pre-rRNA reveals that nascent and released pre-rRNAs
from the tagged NOR in 15/3(ETS/28S) remain within a defined
NOR territory. Scale bars, 5 µm.
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tag encodes a 19-nt stem-loop binding site for the bacter-
iophage MS2 coat protein (MCP) (Supplemental Fig. S4B;
Weil et al. 2010). Subsequent MMCT generated RPE1
14/3(28S) and 15/3(28SMS2) (Fig. 3A; Supplemental Fig.
S5).
We reasoned that insertion of short sequence tags in ex-

pansion segment ES10L of 28SrRNAcodingwould disrupt
neither biogenesis nor function of large ribosome subunits
(Anger et al. 2013). Northern blots of total cellular RNA,
and RNA extracted from purified cytoplasmic ribosomes
prepared from 14/3(28S), 15/3(ETS/28S), and control
RPE1 cells, were probed using a digoxygenin (Dig)-labeled
oligonucleotide recognizing tagged 28SrRNA. They re-
vealed that edited rDNA arrays yield mature tagged
28SrRNAs appearing in cytoplasmic ribosomes. Func-
tionality is confirmed by their presence in polysomes
(Fig. 3B). Reverse transcriptase-PCR (RT-PCR) showed
that 5%–10% of ribosomes are assembled around tagged

28SrRNA in 14/3(28S) and 15/3(28SMS2) cells (Fig. 3C).
As tagged NORs represents one out of 11 NORs in these
cell lines, these levels indicate full functionality of ge-
nome-edited NORs. Further validation came from RNA-
FISH, using a 28S tag and the 18SE probes in 14/3(28S)
cells (Fig. 3D). In longer exposures, accumulation of cyto-
plasmic tagged 28SrRNA is clearly observed. Lower
exposures reveal the subnucleolar territory associated
with expression from the tagged NOR. RNA-FISH per-
formed on cocultured 14/3(28S) and recipient RPE1 cells
provided a control for probe specificity (Supplemental
Fig. S7). Combined, these data establish that genome-edit-
ed NORs produce functional ribosome subunits entirely
within a constrained NOR territory.
Following inhibition of RNA Pol I transcription by acti-

nomycin D (AMD) or in response to rDNADSBs, nucleoli
undergo a rapid and profound reorganization (van Sluis
and McStay 2015; Mangan et al. 2017). FC and DFC com-
ponents coalesce andmove togetherwith rDNA to the nu-
cleolar periphery, forming caps on the surface of a GC
nucleolar interior. Mature nucleoli have multiple caps,
each deriving from a single NOR and forming adjacent
to its linked DJ sequence embedded in the PNH (Floutsa-
kou et al. 2013).
Against this backdrop, we asked whether NOR territo-

ries are maintained under conditions of nucleolar stress.
15/3(ETS/28S) cellswere treatedwithAMDand another in-
hibitor of RNA Pol I transcription, BMH21 (Peltonen et al.
2014). In RNA immuno-FISH, a probe against tagged
28SrRNA was combined with Nop52 and UBF antibody
staining to reveal nucleolar GC and FC, respectively (Fig.
4A). Results from untreated cells confirm that tagged
NORs occupy distinct nucleolar territories. In RNA Pol I
inhibited cells, we observe that released pre-rRNA process-
ing intermediates derived from tagged NORs have spread
throughout the GC interior of mature nucleoli. Important-
ly, we can be certain that these nucleoli are comprised of
multiple NORs, as judged by the presence of multiple
UBF positive caps. Similar results were obtained using
14/3(28S) cells treated with AMD, BMH21, and CX5461,
another inhibitor of RNA Pol I (Supplemental Fig. S8;
Bywater et al. 2012). NOR territories can also be observed
in 15/3(28SMS2) cells expressing a monomeric Azami
Green-MCP fusion protein (mAG-MS2) (Fig. 4B). During
nucleolar stress, mAG-MS2 spreads throughout the nucle-
olar interior. Live-cell imaging reveals that blending of ter-
ritories initiates 10 min after AMD addition and is
complete by 45 min (Supplemental Fig. S9). These data
combined illustrate that, onwithdrawal of rDNA and asso-
ciated FC and DFC components to caps during nucleolar
stress, constraints that maintain NOR territories are re-
movedandGCsderived fromindividualNORsblend freely.
To further investigate the organization of nucleoli un-

der stress, we used structured illumination microscopy
(SIM) to compare the distribution of UBF, fibrillarin, and
Nop52, marker proteins for FC, DFC, and GC respective-
ly, before and after AMD treatment (Fig. 5A). The nucleo-
lar morphology of untreated cells is clearly irregular, with
many FC/DFC units embedded in theGC. Strikingly, SIM
reveals that, in AMD treated cells, nucleolar caps are
bipartite with clearly delineated FCs and DFCs. Notably,
cap DFCs project into the GC interior while FCs project
outward into the nucleoplasm. Indeed, it appears that
stressed nucleoli adopt an inverted organization relative
to their nonstressed state. The other striking morpholog-
ical change is that the overall shape of stressed nucleoli

A
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Figure 3. Genome-edited rDNA arrays yield functional ribosome
subunits. (A) Hybrids used in genome editing, sequence tags, and
post-MMCT cell lines. (B) Northerns of total RNA and RNA isolated
from ribosome and polysome fractions of RPE1, 14/3(28S), and 15/3
(ETS/28S) cells, using a 28S-tag DIG-labeled probe. (C ) RT-PCR re-
veals the proportion of 28SrRNA deriving from edited NORs in 14/
3(28S) and 15/3(28SMS2) ribosome and polysome fractions.
(D) RNA-FISH identifies cytoplasmic tagged 28SrRNA in 14/3(28S)
cells. Nucleoli are visualizedwith an 18SE oligo probe. Scale bar, 5 µm.
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has becomemore spherical, also visible above (Fig. 4; Sup-
plemental Figs. S7, S8). SABER-FISH on AMD-treated 15/
3(ETS/28S) cells reveals that tagged repeats from the ge-
nome-editedHSA15 are associatedwith a single nucleolar
cap (Fig. 5B).

The current prevailing model proposes that the internal
organization of nucleoli forms through liquid-liquid phase
separation (LLPS) (Lafontaine et al. 2020). This model has
been informed by the study of representative proteins
from each of the nucleolar components and has taken lit-
tle account of NORs, the chromosomal domains that di-
rect nucleolar formation. Our findings indicate that
NORs dominate nucleolar organization by establishing
NOR territories, also suggested by the irregular shape of
mature nucleoli. We establish that a “production line”
of ribosome biogenesis intermediates, and the rDNAarray
from which they emerge, are constrained within a NOR
territory. Although pre-rRNA processing intermediates
are restricted to their NOR territory of origin, photody-
namic experiments have clearly established that individu-
al nucleolar polypeptides exchange freely between the
nucleoplasm and nucleoli and likely between NOR terri-
tories (Dundr et al. 2002). Organization within individual
NOR territories probably involves constrained LLPS.

FC/DFC units are constrained by tethering to a single
cluster or small clusters of rDNA repeats (Yao et al.
2019). We propose that some activity constrains the GC
within a NOR territory. Proteins normally present in nu-
cleoli that relocalize to the nucleoplasm under nucleolar
stress are prime candidates. The proliferation marker Ki-
67 is one such candidate (Kill 1996; Booth et al. 2014;
Sun and Kaufman 2018).

In summary we propose that under normal growth con-
ditions, NORs providemajor organizational influences on
shaping nucleoli, but that under nucleolar stress condi-
tions, LLPS becomes the major organizational principle
(Fig. 5C). We further propose that NOR territories shield
rDNA arrays from inter-chromosomal entanglements
during cell division and stress responses induced by
rDNA DSBs (Hernandez-Verdun 2011; Potapova et al.
2019; van Sluis and McStay 2019). Finally, the ability to
produce customized ribosomes establishes our methodol-
ogy as a platform for future investigation of human ribo-
some biogenesis and function in human cells.

Materials and methods

Cell culture

A9 hybrids and hTERT-RPE1 cells were maintained as previously de-
scribed (van Sluis et al. 2019). To inhibit RNA Pol I transcription, cells
were treated for 1 h with 0.1 µg/mL actinomycin D (AMD) (Sigma), 1
µM BMH21 (Sigma), or 1 µM CX-5461 (Selleck).

A

B

Figure 4. Blending of territories during nucleolar stress. (A) Immuno-
RNA-FISH was performed on 15/3(ETS/28S) cells either untreated or
treated with inhibitors of RNA Pol I transcription, AMD and
BMH21. 28S tag was visualized using an oligonucleotide probe (red).
Nucleoli were visualized using antibodies against UBF (green) and
Nop52 (far red, pseudocolored blue). DAPI is pseudocolored gray.
(B) 15/3(28SMS2) cells expressingmAG-MS2eitheruntreatedor treat-
edwith AMDandCX5461. Nucleoli were visualized using antibodies
against UBF (far red, pseudocolored blue) and Nop52 (red). DAPI is
pseudocolored gray. Live-cell imaging data of these cells treated with
AMD is presented in Supplemental Figure S9. Scale bars, 5 µm.

A

B C

Figure 5. Nucleolar reorganization under stress. (A) Untreated (top)
and AMD-treated (bottom) hTERT-RPE1 cells stained with antibod-
ies against UBF, fibrillarin, andNop52 and analyzed by SIM. Enlarged
images of single nucleoli are shown at the right. (B) SABER-FISH per-
formed on AMD-treated 15/3(ETS/28S) cells using 5′ETS tag probes,
combined with UBF andNop52 antibody staining. Nucleolar caps de-
riving from the genome-edited HSA15 are indicated by arrowheads.
(C ) A model for nucleolar organization in normal growth conditions
and under nucleolar stresses such as direct inhibition of RNA Pol I
transcription or introduction of rDNA DSBs. (DJ) Distal junction,
(PNH) perinucleolar heterochromatin. Scale bars, 5 µm.
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Tagging of rDNA arrays

For genome editing of rDNA arrays, 400 ng of gRNA (10 pmoles) were pre-
complexed with 1 µg (6 pmol) of Alt-R S.p. Cas9 nuclease V3 (Integrated
DNA Technologies) for 10 min at room temperature. RNP complexes
were electroporated into target cells using the neon transfection system
(Invitrogen) in 10 µL tips using 100,000 cells, 500 ng puromycin mRNA,
and 10 µM ssODN using the parameters “1400V 10 ms x 3.” Transfected
cells were selected 2 h posttransfection using 10 µg/mL puromycin (Sigma)
for 48 h. DNAwas harvested from the cell pool for PCR analysis, and cells
were seeded for single-cell clones. After 10–14 d, single-cell colonies were
picked into 96-well plates. Five days to 7d later, colonies were screened us-
ing DirectLyse PCR (Ramlee et al. 2015). Positive clones were expanded.

Microcell-mediated chromosome transfer (MMCT)

MMCTwas performed essentially as previously described (Meguro-Horike
and Horike 2015). For each experiment, six T-25 flasks of A9-14 or A9-15
cells at 80%–90% confluency were treatedwith 0.075 µg/mL demecolcine
(Sigma) for 48 h. On the day of MMCT, the flasks were filled to the neck
withprewarmed serum-freeF-12media supplementedwith 10µg/mLcyto-
chalasin B (Sigma). Flasks were submerged inwater and centrifuged in 500-
mL bottles (Nalgene) at 10,000g for 1 h at 34°C. The microcell pellet was
resuspended in serum-free F-12 media and filtered through nitrocellulose
membrane filters (8 µmand 5 µm, respectively;Whatman) in 25-mmSwin-
nex filter holders (Millipore). Microcells were centrifuged at 1500g for
10min. The pellet was resuspended in 2mL of serum-free F-12 media con-
taining200µg/mLphytohemagglutininP (Sigma) and applied toa70%con-
fluent 60-mm dish of hTERT-RPE1 Hyg−ve cells. Following 30-min
agglutination at 37°C,mediawas removed andmembrane fusion was facil-
itated by addition of 1mLof PEG1500 for 2min.Cellswere then extensive-
ly washed with serum-free F-12 media. Following 24-h incubation in
complete media, MMCT fused cells were selected using 400 µg/mL
hygromycin and 20 µg/mL blasticidin. Clones were visible 2–3 wk later.

Fluorescent in situ hybridization (FISH)

Human rDNA intergenic spacer (IGS), DJ, and HSA15 α-satellite DNA
FISH probes have been described previously (van Sluis et al. 2019). Mouse
Cot-1 DNA was from Invitrogen. Probes were directly labeled by nick
translation using Green 496 dUTP, Red 580 dUTP, or Far Red 650 dUTP
(Enzo). Chromosome paints were prepared by inter-alu PCR (Liu et al.
1993) using genomic DNA prepared from monochromosomal hybrids as
template with KAPA HiFi DNA polymerase (Kapa Biosystems) and prim-
ers AluPCR F/R (Supplemental Table S1). Chromosome paints were bio-
tin-labeled using a BioPrime kit (Invitrogen) and visualized using Cy3
strepavidin (Rockland). All RNA-FISH probes were fluorescently labeled
oligonucleotides (Supplemental Table S1).
DNA-FISH onmetaphase spreads, 3D immuno-FISH, and RNA-FISH on

interphase cells were performed as described previously (van Sluis et al.
2019, 2020). For RNA-FISH, 250 ng of oligonucleotide probe was used
per slide. For immunoRNA-FISH, hybridization time was reduced to 1
h. After posthybridization washes, primary antibody was diluted in 10
mg/mL acetylated BSA and incubated with cells for 1 h at 37°C followed
by three 15-min PBS washes. Secondary antibody was diluted in 10 mg/
mL acetylated BSA and incubated for 40 min at 37°C followed by a further
three 15-min PBSwashes. Cells were thenmounted in VectaShield (Vector
Laboratories) and imaged immediately. Antibodies are listed in Supple-
mental Table S2.
Signal amplification by exchange reaction (SABER) FISH probes were

prepared and used as described previously (Kishi et al. 2019). A primer ex-
change reaction (PER) was performed using a mixture of two primers,
G2R26.1 and G2R26.2 (Supplemental Table S1), that recognize the 70-nt
ETS tag. The catalytic hairpin h.26.26.ip and Clean.G oligonucleotides
used in PER and the ATTO 565-labeled oligonucleotide 26∗.565 used for
visualization have been described previously (Kishi et al. 2019). Antibody
staining was performed subsequent to SABER FISH.

Imaging

Images from fixed cells and metaphase spreads were captured and pro-
cessed as described previously (van Sluis et al. 2019). For live-cell imaging,

cells were grown in complete F-12 media without phenol red in µ-Dish
35-mm microscopy dishes (Ibidi, 81156). Cells were stained with 100 nM
SiR-DNA (Spirochrome AG) 1 h prior to the start of live-cell imaging.
SIM images were captured using a DeltaVision OMX SR imaging system
(GE Healthcare) equipped with an sCMOS camera (PCO-Tech). Image re-
construction was performed with softWoRx.
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