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SUMMARY

Branching morphogenesis is a widely used mechanism for development [1, 2]. In plants, it is initiated by the
emergence of a new growth axis, which is of particular importance for plants to explore space and access
resources [1]. Branches can emerge either from a single cell or from a group of cells [3–5]. In both cases,
the mother cells that initiate branching must undergo dynamic morphological changes and/or adopt oriented
asymmetric cell divisions (ACDs) to establish the new growth direction. However, the underlying mechanisms
are not fully understood. Here, using the bryophyte moss Physcomitrella patens as a model, we show that
side-branch formation in P. patens protonemata requires coordinated polarized cell expansion, directional
nuclear migration, and orientated ACD. By combining pharmacological experiments, long-term time-lapse
imaging, and genetic analyses, we demonstrate that Rho of plants (ROP) GTPases and actin are essential
for cell polarization and local cell expansion (bulging). The growing bulge acts as a prerequisite signal to
guide long-distance microtubule (MT)-dependent nuclear migration, which determines the asymmetric positioning of the division plane. MTs play an essential role in nuclear migration but are less involved in bulge formation. Hence, cell polarity and cytoskeletal elements act cooperatively to modulate cell morphology and nuclear positioning during branch initiation. We propose that polarity-triggered nuclear positioning and ACD
comprise a fundamental mechanism for increasing multicellularity and tissue complexity during plant
morphogenesis.
RESULTS AND DISCUSSION
The branched filamentous growth of moss P. patens is an excellent system to study branching morphogenesis [6]. We visualized
the protonema subapical cell branching using long-term timelapse imaging [7] (Video S1). Following apical cell division, the
nucleus of the first subapical cell moved toward the cell center
and was transiently positioned at a point 36% (51.8 ± 8.5 mm
[±SD, n = 69]) of the cell length from the apical end. Around
9.2 ± 1.7 h (±SD, n = 50) after apical cell division, a membrane
subdomain at the distal end started to bulge. Meanwhile, the nucleus was slowly moving toward the apical end or remained
static, but never moved backward. During bulging, the nucleus
moved progressively toward the bulge. When it approached
the bulge, bundles of microtubules (MTs) appeared to connect
the base of the bulge and the migrating nucleus (Figure 1A),
which was followed by rapid translocation of the nucleus into
the bulge, nuclear envelope breakdown (NEB), and mitosis.
The division plane was aligned along the apical-basal axis,
thus producing a side-branch initial cell. The average velocity
of nuclear migration and bulge growth before division was
3.3 ± 1.8 mm/h (±SD, n = 28) and 3.3 ± 1.5 mm/h (±SD, n = 17),
respectively. However, their values in single cells were not

positively correlated, suggesting that nuclear migration and
bulge growth were not tightly coupled. Given that steady nuclear
migration occurred slightly later than bulge initiation (0.9 ± 0.9 h
[±SD, n = 36]) and was always observed during bulging, we
concluded that a signal from the bulge was required to guide nuclear movement, but transduction of this signal is not instant.
Coincident cell growth and nuclear positioning have been
observed in multiple plant systems; however, their relationship
is controversial. In ferns, nuclear position modification by centrifugation alters branch site selection, suggesting that the nucleus, together with associated cytoplasmic materials, may produce a cue for branch initiation [8]. In flowering plants, polar
growth of root hairs can be dependent or independent of nuclear
positioning [9–11]. In P. patens, blocking MT dynamics inhibits
nuclear migration, but not branch initiation, suggesting that
branch initiation is upstream of nuclear positioning [12]. However, MTs are also required for cell growth in both tip and subapical cells [12–14]. To further investigate the roles of MTs in bulge
formation and nuclear migration, we used oryzalin to disrupt the
MT network. When supplemented with R5 mM oryzalin, almost
all subapical cells did not enter mitosis. At 5 mM, MTs were undetectable in 83% (n = 29) of the caulonemal cells (Figure S1A). On
the other hand, oryzalin at 1 mM did not block the mitotic entry of
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Figure 1. MTs Drive the Long-Distance Nuclear Migration during Subapical Cell Branching
(A) Bulging, nuclear migration, and asymmetric division in a wild-type subapical cell labeled with GFP-tubulin (green) and H2B-RFP (magenta). 0 min, nuclear
envelope breakdown (NEB). Scale bar, 10 mm.
(legend continued on next page)
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the subapical cells, despite the fact that MTs were not detected
in 62% (n = 40) of the cells and the remaining cells had substantially fewer and shorter MTs (Figure S1A). However, spindle assembly was completely blocked, leading to chromosome
scattering after NEB (Figure 1B; Video S2). In control cells, nuclei
were positioned at a distance of 13.7 ± 1.4 mm (11% of cell length
[±SEM, n = 44]) from the apical end, whereas a significant defect
was observed in oryzalin-treated cells with their nuclei positioned at a distance of 45.4 ± 4.5 mm (32% of cell length
[±SEM, n = 29]) (Figure 1C). This defect was caused by a combined effect of reduced migration velocity and duration (Figure 1D). Interestingly, 83% of the cells treated with oryzalin initiated a bulge at the distal end regardless of their nuclear positions
(Figure 1C). These results indicate that MTs are essential for
long-distance nuclear transport, but are less involved in bulge
formation. More importantly, nuclear position is not a prerequisite of branch site selection in P. patens.
We next asked whether bulge formation indeed guides nuclear
migration. We used latrunculin A (LatA) to disrupt the actin
network as actin accumulates at the bulging site [15–18]. Similar
to oryzalin treatment, high concentration (R10 mM) of LatA inhibited cell-cycle progression. At 5 mM, although actin filaments
were undetectable in the majority of the caulonemal cells (77%,
n = 31; Figure S1B) and tip cell growth was completely blocked,
the mitotic entry of subapical cells appeared normal. We thus
created a situation where bulged and non-bulged cells were present roughly at an equal frequency (56% versus 44%), which allowed us to examine the roles of actin and bulge in nuclear
migration and subapical cell division (Figure 2A; Video S3). In
LatA-treated cells, nuclei prior to NEB were positioned at a distance of 40.7 ± 4.5 mm (22% of cell length [±SEM, n = 36]) from
the apical end, which was much further than nuclei of control
cells (15.3 ± 2.8 mm, 9% of cell length [±SEM, n = 23]) (Figure 2B).
Division planes in migration-deficient cells became perpendicular to the longitudinal axis (Figure 2A). Interestingly, almost all
bulge-forming cells could position their nuclei toward the distal
end; however, division planes in many cells were unable to orient
along the apical-basal axis (Figure 2C), which was likely due to
the inhibition of bulge growth, but not initiation. In non-bulged
cells, nuclei exhibited random movement before mitosis. The
rapid migrating phase before NEB, which was absent in oryzalin-treated cells, was still observable (Figure 2A). The nuclear
migration speed of LatA-treated cells was significantly lower
than that of control cells (0.3 ± 0.3 mm/h [±SEM, n = 49] in LatA
cells, 4.0 ± 0.4 mm/h [±SEM, n = 18] in control cells) (Figure 2D).
Using high-resolution microscopy, we confirmed that LatA treatment after bulge initiation inhibited bulge growth but had little effect on nuclear positioning (Figure 2E), suggesting that bulge
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initiation and nuclear migration are tightly coupled. However,
the nucleus could not enter the immature bulge due to space limitation. Consequently, the division plane was positioned in the
apical cytoplasm and became more perpendicular. These results, together with the observation that nuclear migration deficiency does not evidently affect bulge formation (Figures 1B
and 1C), suggest that actin-dependent bulge formation acts upstream to regulate MT-dependent nuclear movement.
The relationship between bulge formation and nuclear positioning raises the possibility that cell geometry regulates MT
patterning. To test this hypothesis, we examined the dynamics
of MTs using the plus-end binding protein EB1 [19, 20]. Since
the cytoplasm of subapical cells is occupied by a large vacuole,
we imaged EB1 comets in the lateral cytoplasm between the
vacuole membrane and cell wall along the apical-basal axis (Figure 1E). Before bulging, growing MTs were predominantly oriented toward the apical end with 73% and 75% (n = 19 cells) forward comets at the upper and lower side of the cell (regions
labeled by magenta and green lines in Figure 1E), respectively
(Figure 1F). When the bulge had partially formed and the nucleus
had not reached the bulge, MTs on the bulge side maintained
biased orientation with 76% (in 18 cells) comets toward the apical end, while only 56% of MTs on the non-bulge side grew forward (Figure 1F). Meanwhile, convergent MTs were detected at
the apex of the growing bulge (Figure 1E). Biased orientation and
convergence of MTs were also observed at the apex of tip cells,
indicating that orientated MT network at the apex is a general
feature in P. patens [19]. However, LatA treatment after bulge
initiation did not affect MT patterning (Figure 2F), suggesting
that immature bulge is sufficient to induce nuclear migration. In
tip cells, LatA also had no effects on MT orientation but inhibited
MT-actin foci formation [14, 21]. Given that MT is not essential for
bulge formation, our results suggest that patterning of MTs is
responsive to geometrical changes and may account for nuclear
migration. Particularly, as nuclear positioning in P. patens requires antagonistic action of opposite-directed kinesin motors
[20–22], change of MT patterning could break such a balance,
thus leading to directed nuclear movement. However, the role
of MTs in bulge formation cannot be entirely excluded, as biased
MT growth might be initiated to some degree at one side of the
cytoplasm before bulge formation and contribute to bulge
growth (Figure 1F, right).
Bulge initiation requires a polarized organization of actin [16].
We speculate that polarity proteins, such as the Rho of plants
(ROP) GTPase, could be a critical regulator [23]. P. patens
genome encodes four rop genes [24, 25]. The knockdown of all
four rop genes by RNAi leads to severe growth defects and
round cells, making it difficult to examine their roles in branching

(B) 1 mM oryzalin inhibits nuclear migration, but not bulge formation, in long-term imaging. Control cells were treated with DMSO. Stars indicate bulge formation.
Scale bars, 20 mm (horizontal), 2 h (vertical).
(C) Box-and-whisker plots of division site positioning along the apical-basal axis after NEB. Boxes show the interquartile range. Median and mean values are
indicated by the crossline and ‘‘+,’’ respectively. Bulged and non-bulged cells are colored in blue and yellow, respectively. DMSO, n = 44; oryzalin, n = 29. ****p <
0.0001.
(D) Histogram of nuclear migration velocity (DMSO, n = 35; oryzalin, n = 33) and duration (DMSO, n = 29; oryzalin, n = 28).
(E) EB1 dynamics in branching subapical cells. Kymographs generated from colored lines show the direction of growing MTs in the corresponding cytoplasmic
regions. Scale bars, 10 mm (horizontal), 1 min (vertical).
(F) Quantification of forward EB1 comets in non-bulged (NC) and bulged cells (BC). The right panel shows the difference of forward EB1 comets in the two
cytoplasmic regions (10% ± 2% versus 22% ± 4%, ± SEM). Non-bulged cell, n = 19 cells; bulged cell, n = 18 cells. Mean ± SEM; ns, not significant. ***p < 0.001.
See also Figure S1 and Videos S1 and S2.
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Figure 2. Actin Is Essential for Bulge Formation and Nuclear Migration
(A) 5 mM latrunculin A (LatA) inhibits bulge formation and nuclear migration. Control cells were treated with DMSO. Stars indicate bulge formation. Arrows indicate
the fast nuclear movement before NEB. 0 min, NEB. Scale bars, 30 mm (horizontal), 3 h (vertical).
(B–D) Box-and-whisker plots of division site positioning along the apical-basal axis (B), the orientation of division plane (C), and nuclear migration velocity (D).
Boxes show the interquartile range. Median and mean values are indicated by the crossline and ‘‘+,’’ respectively. Bulged and non-bulged cells are colored in blue
and yellow, respectively. DMSO, n = 23 (B and C) and 18 (D). LatA, n = 36 (B and C) and 49 (D).
(E) 25 mM LatA inhibits bulge growth and division plane orientation. Dotted lines indicate a division plane. Scale bar, 10 mm.
(F) LatA treatment after partial bulge formation does not affect the biased orientation of growing MTs labeled by EB1 comets. Mean ± SEM. ****p < 0.0001.
**p < 0.01.
See also Figure S1 and Video S3.

[24]. Therefore, we generated hypomorphic mutants using the
CRISPR/Cas9 techniques [26, 27]. We obtained single, double,
and triple mutants, but failed to generate a quadruple mutant
(Figures S2A and S2B). Single and double mutants exhibited
mild growth defects (Figures 3A and 3B). Tip cell growth was
significantly reduced and cell length was shortened in triple mutants; however, branched filaments were still able to develop
(Figures 3C and S2C–S2E). Gametophores were able to grow,
but rhizoid growth was markedly decreased (Figure 3E). Introducing a tryptophan-to-arginine mutation of rop4 in the rop1-3
mutants resulted in severely shortened and round cells and small

gametophores [27], mimicking the RNAi phenotypes [24] (Figure 3D). These results, together with our inability to obtain
quadruple knockouts, indicate that ROP is essential for viability.
Because rop2, rop3, rop4 triple mutants could develop
branched filaments and showed a slightly stronger growth
phenotype (Figure 3B), we focused on this strain for further analysis. Using time-lapse imaging, we observed defective bulge formation and abnormal subapical cell division, a phenomenon that
was frequent in older plants (Figure 3F; Video S4). On average,
the division plane was positioned at a distance of 20.0 ±
2.0 mm (22% of cell length [±SEM, n = 37]) from the apical end,
Current Biology 30, 2860–2868, July 20, 2020 2863
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which was higher than that in wild-type cells (12.4 ± 1.3 mm, 9%
of cell length [±SEM, n = 21]) (Figure S2F). In non-bulged cells,
the directional migration of nuclei was impaired, but the fastmoving phase before NEB was retained (Figures 3G, 3H, and
S2G). Division planes were mostly aligned in the transverse direction, phenocopying LatA-treated cells (Figures 2A and 3F).
In the bulged cells, the orientation of division planes became
more oblique (Figure 3F, bottom). Time-lapse analyses revealed
little change in the orientation of the phragmoplast throughout
cytokinesis, suggesting that the orientation of the division plane
in rop mutants is defined prior to anaphase by spindle orientation
and does not result from a deficiency in phragmoplast guidance
(Figures S3I and S3J). To confirm that ROP is required for
branching, we examined branch formation in regenerating protoplasts. As shown in Figures 3I and S2H, the formation of the first
branch was clearly delayed in the rop triple mutants. Because
the growth of primary filaments was not affected, these results
indicate that branching defect was not a result of overall growth
retardation.
Overexpression of ROP causes substantial growth defects
[24, 28]. Hence, we expressed ROP1 or ROP4 ectopically under
the control of a b-estradiol-inducible promoter to perform a
rescue experiment [29]. Intriguingly, basal level expression of
ROP1 or ROP4 without b-estradiol induction rescued protonema
growth phenotypes in triple mutants, while the addition of 1 mM
b-estradiol led to severely shortened and round cells (Figures
S2I and S2J). Immunoprecipitation and western blotting
confirmed that the expression of ROPs was leaky without induction (Figures S2K and S2L). As identical phenotypes were
observed in different triple mutants, our data demonstrated
that PpROPs redundantly regulate cell growth and branching.
We next asked whether branching defects were caused by the
change of cell fate and/or morphology. By quantifying the size
of chloroplasts and using a subapical cell-specific reporter (STEMIN1pro:NGG), we verified that the fates of tip cells and subapical cells were not changed in the triple mutants [30] (Figures
S3A–S3D). In addition, a mutant short1, which was isolated
from our UV mutagenesis, exhibited shortened cells and
reduced tip growth, but did not show defects in branch formation
(Figures S3E–S3G). These data indicate that branching phenotypes in rop mutants were not caused by altered cell shape
and reduced tip cell growth.
We next examined the subcellular localization of rop4, one of
the highly expressed rop genes [24]. Endogenous tagging of
ROP4 with mNeonGreen (mNG), a bright monomeric green
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fluorescent protein [31], showed cytoplasmic and membrane
localization. C-terminal, but not N-terminal, tagging also exhibited nucleolus localization, which was likely an artifact caused
by interfering with the C-terminal prenylation signal [25]. For this
reason, we used the N-terminal tagging line for subsequent analysis. ROP4 expression was detectable in protonema cells,
gametophore initials, and rhizoids, and it showed polar localization at the apical membrane along with the cortical accumulation
of actin (Figure 4A). In subapical cells, the accumulation of mNGROP4 was evident at the initial bulging stage, supporting its roles
in triggering bulge initiation.
In mitotic cells, mNG-ROP4 was detectable at the assembling
cell plate (Figure 4B; Video S5). Localization of mNG-ROP4 at the
plasma membrane and cell plate depends on its C-terminal prenylation as modifying the CXXL motif abolished this localization
pattern (Figure 4C). In Arabidopsis, two putative ROP GTPaseactivating proteins, PHGAPs, which are related to ROP1
enhancer (REN1), localize at the cortical division zone (CDZ)
and participate in division plane orientation [32]. The sole homolog of PHGAPs and REN1 in P. patens PpREN does not bind to
ROPs, and its loss of function has little effect on protonema
growth [33]. PpREN showed localization in the cytoplasm, at
the plasma membrane, and at the CDZ during late metaphase
and anaphase. However, unlike PHGAPs, it disappeared from
the CDZ after cytokinesis (Figure S3H). PpREN accumulation
at the CDZ occurred slightly earlier than cell plate attachment
(Figure S3H; Video S5). Thus, PpROP might play additional roles
in cytokinesis, such as amplifying actin polymerization and/or
mediating attachment of the nascent cell plate to the lateral
cell wall.
In this study, we revealed the critical roles of ROP GTPases
and cytoskeletal elements in P. patens branch formation (Figure 4D). Unlike that suggested in ferns [8], branch selection in
P. patens is epistatic to nuclear positioning. Branch initiation relies on ROP-actin-dependent cell polarization but is likely independent of their roles in regulating cell size. In Arabidopsis, polarization and polar growth of root hairs are separate processes
employing distinct ROP guanine nucleotide exchange factors
(RopGEFs) [34]. The P. patens genome encodes six RopGEFs,
of which RopGEF4 shows confined localization at the apex of
tip cells [25, 35]. Whether PpRopGEFs are differentially involved
in branch initiation and tip cell growth remains unknown.
Our results also suggest that a guidance cue exerted from polarity-dependent morphological change controls nuclear positioning. In Arabidopsis, lateral root initiation is accomplished by

Figure 3. Effects of rop Mutations on Cell Growth, Cell Shape, Gametophore Development, and Subapical Cell Branch Formation
(A) Colony growth in wild-type (WT) and rop mutant lines. Scale bar, 1 cm.
(B) Box-and-whisker plots of normalized colony sizes. Boxes show the interquartile range. Median and mean values are indicated by the crossline and ‘‘+,’’
respectively. Nine colonies were used for quantification for each strain except the RNAi line (n = 32).
(C and D) Protonema cell morphology in WT and rop mutants. Scale bars, 100 mm (C); 20 mm (D).
(E) Gametophores in WT and rop mutants. Scale bar, 1 mm.
(F) Subapical cell division in the WT and rop2, rop3, rop4 triple mutant (rop2-4) lines. Cells are labeled with Lifeact-mCherry and chloroplast autofluorescence.
0 min, NEB. d and q indicate the distance of the division plane to the apical end and orientation of the division plane, respectively. Note that the division plane of
bulged cells of rop2-4 mutants is also affected. Scale bar, 20 mm.
(G) Kymographs showing nuclear migration in the WT and rop triple mutant. N, nucleus. Star, growing bulge. Note that the directional movement [1], but not the
fast migration phase [2], is affected in the mutant. [3] indicates mitosis. Scale bars, 10 mm (horizontal), 1 h (vertical).
(H) Schematic illustration of nuclear dynamics in subapical cells. Three distinct phases are observable.
(I) Branch formation in 4-day-old regenerating protoplasts. Scale bar, 0.1 mm.
See also Figure S2 and Video S4.
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Figure 4. ROP4 Is Localized to the Apical Membrane and the Assembling Cell Plate
(A) Localization of mNeonGreen-ROP4 (mNG-ROP4) and Lifeact-mCherry in the tip cells (upper) and subapical cells (below). White stars indicate the membrane
localization of mNG-ROP4. Yellow stars show chloroplast autofluorescence (the same in other panels).
(B) Localization of mNG-ROP4 and Lifeact-mCherry in a mitotic tip cell. 0 min, NEB. Arrow indicates the initial appearance of ROP4 on the assembling cell plate.
(C) Modifying the C-terminal CXXL motif (C193A) abolishes membrane localization of mNG-ROP4. White star and arrow indicate the loss of mNG-ROP localization at the apical membrane and cell plate. The mutated protein is localized in the nucleoli. Dotted circle, nucleus.
(D) A model of side-branch formation in P. patens. The plus ends of MTs are indicated by ‘‘+.’’
Scale bars, 10 mm (A–C). See also Figure S3 and Video S5.

the ACD of founder cells [4]. Their division asymmetry is
achieved by polar nuclear migration, a process that coincides
with cell expansion [36, 37]. MTs, F-actin, and auxin signaling
are critical for cell expansion and nuclear migration [37]. It is
unclear how cell morphological changes regulate nuclear positioning. In particular, the nucleus migrates longitudinally, while
the cell expands in the lateral direction. Polarity regulators
such as ROPs may play a role in this process. In non-branching
systems, cell polarity and nuclear positioning are also important
for ACD. In Zea mays, subsidiary mother cells divide asymmetrically by anchoring the nucleus to the cortex that faces the
neighboring cells. This process depends on polarized localization of PAN1, ROPs, and an actin patch [38, 39]. MTs and actin
are required for the initiation and maintenance of polar nuclear
positioning, respectively [40]. In Arabidopsis stomata, the
asymmetric division of meristemoid mother cells is triggered
by an angiosperm-specific protein, BASL [41]. Interestingly,
the nuclei of meristemoid mother cells are located toward the
opposite direction of polar BASL localization. In P. patens, polarity-dependent morphological change underlies altered MT
patterning and MT-dependent nuclear transport. These findings
indicate that nuclear positioning and ACDs triggered by cell polarity and cytoskeleton are a fundamental mechanism to
2866 Current Biology 30, 2860–2868, July 20, 2020

increase plant multicellularity. However, how nuclear positioning is coordinated with cell polarity remains unsolved at a
molecular level. ROP GTPase is known to affect actin dynamics, which in turn alters MT dynamics [24]. A few proteins
could potentially link actin and MTs. For example, KCH
kinesin contains an actin-binding domain and drives retrograde
nuclear movement [21]. Myosin VIII restricts branch formation
and decorates both MT and actin structures [14, 42, 43].
The MT-severing protein Katanin acts downstream of ROP6RIC1 to promote MT ordering [44]. Whether these factors
contribute to nuclear migration during side-branching awaits
future work.
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