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Cingulin and actin mediate midbody-dependent
apical lumen formation during polarization of
epithelial cells
Anthony J. Mangan1, Daniel V. Sietsema1, Dongying Li1, Jeffrey K. Moore1, Sandra Citi2 & Rytis Prekeris1

Coordinated polarization of epithelial cells is a key step during morphogenesis that leads to

the formation of an apical lumen. Rab11 and its interacting protein FIP5 are necessary for the

targeting of apical endosomes to the midbody and apical membrane initiation site (AMIS)

during lumenogenesis. However, the machinery that mediates AMIS establishment and

FIP5-endosome targeting remains unknown. Here we identify a FIP5-interacting protein,

Cingulin, which localizes to the AMIS and functions as a tether mediating FIP5-endosome

targeting. We analysed the machinery mediating AMIS recruitment to the midbody and

determined that both branched actin and microtubules are required for establishing the site of

the nascent lumen. We demonstrate that the Rac1-WAVE/Scar complex mediates Cingulin

recruitment to the AMIS by inducing branched actin formation, and that Cingulin directly

binds to microtubule C-terminal tails through electrostatic interactions. We propose a new

mechanism for apical endosome targeting and AMIS formation around the midbody during

epithelial lumenogenesis.
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T
he formation of an apical lumen is a key step during
epithelial tissue morphogenesis and function, and it is now
well established that Rab-dependent endosome transport is

responsible for driving individual cell polarity as well as de novo
lumen formation1–4. Specifically, the Rab11 family of GTPases
were shown to regulate the transport of vesicles carrying apical
cargo to the site of the forming lumen, known as the apical
membrane initiation site (AMIS)1,2,5–8. AMIS is a transient
structure that contains many proteins, including the Par3/Par6
polarity complex, the Exocyst complex and tight junction (TJ)
proteins such as ZO-1 and Cingulin (CGN)1,2,5,7,8. De novo
formation of a single AMIS is an essential cellular step leading to
the proper initiation and expansion of a single apical lumen1,2,7,8.
Recent work from our and other laboratories has shown that
midbody formation and midbody-dependent AMIS recruitment
during telophase is the first symmetry-breaking event that
determines the time and site of apical lumen formation1,7.
However, the factors involved in AMIS recruitment to the
midbody are still unknown and are the focus of this study.

In addition to midbody-dependent AMIS formation, apical
endosome targeting and fusion at the AMIS is also an important
step in apical lumen formation. Previous studies have begun to
identify the mechanisms of apical endosome budding and
targeting and have shown that apical endosome transport is
governed by Rab11 GTPase bound to its effector protein known
as Rab11 family interacting protein-5 (FIP5)6–8. The sequential
interactions of Rab11/FIP5 targeting complex with Sorting
Nexin-18 (SNX18) and Kinesin-2 regulate apical endosome
formation and transport along central spindle microtubules
during the initial steps of lumenogenesis6,8. Although it is known
that these vesicles fuse with the plasma membrane at the AMIS,
the specific mechanisms of targeting and tethering of Rab11/FIP5
endosomes to the AMIS are not fully understood. While several
proteins, such as synaptotagmin-like proteins Slp2 and Slp4 as
well as the Exocyst complex, were shown to be required for
single-lumen formation9, it is unlikely that they alone can target
endosome transport to the AMIS, since most of these factors
localize and function at other subcellular locations in addition to
the AMIS and/or midbody, thus limiting their ability to serve as
AMIS-specific tethers for incoming apical vesicles.

Here, we investigate the machinery that mediates AMIS
formation at the midbody, as well as the targeting/tethering of
apical endosomes during lumenogenesis. We have identified
CGN10 as a FIP5-binding protein and have shown that CGN
serves as the tethering factor that ensures the fidelity of apical
endosome targeting to the AMIS. We also show that CGN binds
to the carboxy-terminal tails of midbody microtubules, and that
this CGN and microtubule interaction may play a major role in
recruiting the AMIS to the midbody during late telophase.
Finally, we uncovered a novel and midbody-dependent role of
Rac1-WAVE/Scar-induced actin polymerization during the initial
steps of apical lumen formation. As the result of this data, we
propose a new apical lumen formation model that explains how
polarized endocytic membrane transport, midbody microtubules
and branched actin cytoskeleton interact and function as a
coincidence detection system that regulates the timing and fidelity
of single apical lumen formation.

Results
CGN is a FIP5 binding protein concentrated at the AMIS.
During de novo lumen formation the AMIS is established at the
midbody during late telophase, marking the site of a future apical
lumen1,7 (Fig. 1a). Following AMIS formation, Rab11/FIP5 apical
endosomes are transported to the AMIS (Fig. 1a)1,6. What is not
known are the mechanisms that target Rab11/FIP5 vesicles to the

AMIS. To identify these targeting factors we immunoprecipitated
FIP5 from polarized Madin–Darby canine kidney (MDCK) cells
(Supplementary Fig. 1a). Many of the identified proteins (Fig. 1b)
are already known to regulate apical vesicle transport, confirming
the efficacy of the immunoprecipitation. In fact, SNX18,
dynamin-2 and Arp2/3 are all known to form a complex that is
essential for the budding of FIP5 apical endosomes8. Myosin Vb
and FIP1 are other known components of apical endosomes11–15,
and clathrin is a general vesicle coating factor16,17. Interestingly,
we also identified CGN as a putative FIP5-binding protein
(Fig. 1b, Supplementary Fig. 1a). CGN is a known AMIS marker
that is concentrated almost exclusively around the midbody
during late telophase7,8, thus making it a strong candidate to
serve as a tethering factor mediating Rab11/FIP5 apical endosome
targeting.

To further test whether CGN binds to FIP5 we immuno-
precipitated GFP-CGN from MDCK cells stably expressing
GFP-CGN. Consistent with our proteomics data, FIP5
co-immunoprecipitated with GFP-CGN (Fig. 1c). Since we have
previously shown that FIP5-T276 phosphorylation inhibits
FIP5 (ref. 7), we next co-immunoprecipitated CGN with either
FIP5-T276A-GFP or FIP5-T276D-GFP and found that FIP5
phosphorylation mimetic FIP5-T276D did not bind to CGN
(Supplementary Fig. 1b). Finally, purified recombinant 6His-FIP5
and 6His-CGN were also co-immunoprecipitated with anti-FIP5
antibody (Fig. 1d), further demonstrating that CGN directly binds
to FIP5.

CGN contains three main domains: a large globular head,
coiled-coil rod and short globular tail (Fig. 1e)18. The head
domain is known to bind ZO1 and mediate CGN recruitment
to TJs18,19 and the coiled-coil rod is required for CGN homo-
dimerization and mediates binding to GEF-H1 (Fig. 1e)18,20. To
map the FIP5-binding motif we used a GST pull-down assay and
showed that FIP5 binds to the amino-terminal portion of the
coiled-coil rod (amino acid region 355–579) (Fig. 1e). Since CGN
(355–579) is located just after the large globular head domain, we
refer to it as the CGN-coiled-coil-1 region (Fig. 1e).

CGN is required for single apical lumen formation. To assess
the role of CGN in lumen formation, we created a doxycycline
(dox) inducible MDCK-shCGN cell line (Supplementary
Fig. 1c,d) and tested the effects of CGN knock-down (KD) on
apical lumen formation. After embedding MDCK cells in
Matrigel for 4 days, dox� cells produced single-lumen cysts
(Fig. 2a,d) with CGN, FIP5, gp135 and actin outlining the apical
domain (Fig. 2a, Supplementary Fig. 2a,c,i). In contrast, CGN
knock-down led to increased formation of cysts with multiple
lumens (Fig. 2b,d, Supplementary Fig. 2b,d,e,j). These multiple
lumens are likely the result of apical cargo mistargeting, since
CGN depletion did not have any effect on the angle and
positioning of the mitotic spindle (Supplementary Fig. 3c–f).
Furthermore, even the doxþ cells that contained a single lumen
had defects in apical surface formation. As shown in Fig. 2c,
Supplementary Fig. 2e, MDCK-shCGN cells appear to have a
large apical plasma membrane surface that extends and folds into
the luminal space. Significantly, the addition of shRNA-resistant
GFP-CGN to doxþ cells rescued the single-lumen phenotype as
well as the integrity of the apical surface (Fig. 2d, Supplementary
Fig. 2f, t-test).

Our data suggest that CGN regulates formation of a single
apical lumen by affecting targeting of Rab11/FIP5 endosomes. To
test this we analysed MDCK-shCGN cells embedded in Matrigel
for 12 h. Under these conditions, most embedded cells are either
in late telophase, or just completed their first division and formed
a nascent mini-lumen between two daughter cells7. To determine
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whether CGN knock-down affects Rab11/FIP5 endosome
transport, we stained cells with anti-FIP5 antibodies. As
previously reported, FIP5 and gp135 are predominantly
concentrated at the AMIS (Fig. 2i,k, arrows; Supplementary
Fig. 2g) as marked by either tubulin or actin. In contrast, in the
doxþ treated cells FIP5 endosomes are distributed throughout
the daughter cells, indicating that CGN is required for the
targeting of FIP5 (Fig. 2j,l). Consistently, gp135, a well-established
FIP5-endosome cargo protein, was also scattered throughout the
cytosol (Supplementary Fig. 2h). Additionally, in some cells we
could observe gp135 accumulating in enlarged cellular structures
that may represent ectopic nascent lumens (Supplementary
Fig. 2h, arrow).

Surprisingly, CGN knock-down also disrupted actin cytoske-
leton localization (Fig. 2f–h,l). Typically, during lumenogenesis,
actin clearly marks the surface of the apical lumen (Fig. 2e,k). In

contrast, in doxþ treated cells actin accumulation at the apical
plasma membrane is lost, and actin is instead present in distinct
foci along the entire plasma membrane (Fig. 2f–h,l). In some cells
we also observed large intracellular structures containing
enriched actin (Fig. 2g,h, asterisks). These intracellular structures
are likely either enlarged apical endosomes or ectopic apical
lumen-like structures, since they also contain FIP5 (Fig. 2j,
asterisk). CGN knock-down also changes the appearance of
actin in two-dimensional cultures, where stress fibre formation
is induced at the basal side of the epithelial monolayer
(Supplementary Fig. 3a,b).

The WAVE/Scar complex is present at the AMIS. Although we
have previously shown that CGN and the AMIS are recruited to
the midbody during late telophase7, the mechanisms mediating
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Figure 1 | CGN is an AMIS-associated FIP5-binding protein. (a) Schematic model showing the formation of a nascent apical lumen. Rab11/FIP5

endosomes are transported along central spindle microtubules and fuse to the AMIS present at the midbody during late telophase. (b) List of proteins

identified in FIP5 immunoprecipitate by mass spectroscopy analysis. Proteins known to be present in the same complex are highlighted together.

(c) FIP5 co-immunoprecipitation with GFP-CGN from MDCK lysates. Images shown are the immunoblots after probing with anti-CGN (top gel) or anti-FIP5

(bottom gel) antibodies. (d) Co-immunoprecipitation of purified 6His-CGN with 6His-FIP5. Images shown are the immunoblots after probing with

anti-CGN (top gel) or anti-FIP5 (bottom gel) antibodies. (e) Mapping 6His-FIP5 binding domain using glutathione bead pull-down assays. Image shown is

Coomassie stained SDS–PAGE gel.
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the establishment of the AMIS at the midbody remain unknown.
Thus, we next synchronized MDCK cells at telophase and
immuno-precipitated CGN. Isolated proteins were then analysed
by mass spectroscopy and compared with those pulled down in
an IgG control. Among the proteins identified only in anti-CGN
(Fig. 3a) we identified ZO1, a known CGN-binding protein.
Consistent with our finding that CGN is an FIP5-binding protein,
we also identified FIP5 and SNX18 from anti-CGN antibody
precipitates (Fig. 3a).

In addition to expected CGN-interacting proteins we also
identified Nap1 and Abi2, two components of the WAVE/Scar
complex (Fig. 3a,b). The WAVE/Scar complex is known to be
activated by Rac1 and induces the polymerization of branched
actin through the activation of Arp2/3 (Fig. 3b)21–23.
To determine if the WAVE/Scar complex may play a role in
the recruitment of CGN to the midbody, we first tested the
localization of Nap1 and Arp3 during division of MDCK cells

embedded in three-dimensional (3D) matrix. As shown in Fig. 3c,
Nap1 co-localizes around the midbody during late telophase and
also forms a ring structure localized to TJs after the formation of
the nascent lumen (Fig. 3d,e), mirroring what we previously
observed with CGN7. Likewise, Arp3 becomes concentrated at the
midbody and co-localizes with CGN during AMIS formation
(Fig. 3f). We also analysed the actin cytoskeleton during AMIS
formation and lumen expansion, and detected an increase in actin
polymerization around the midbody (Fig. 3g,h, Supplementary
Fig. 4a). These actin structures emanate from the AMIS,
suggesting that they could be actively playing a role in the
establishment of the apical lumen. After formation of the nascent
lumen, actin is still closely aligned with CGN, marking the apical
surface and TJs (Fig. 3i). On the basis of these findings we
hypothesized that the midbody-associated WAVE/Scar complex
is helping to recruit the AMIS and may also drive apical lumen
formation.
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Active Rac1 is required for AMIS formation at the midbody.
The WAVE/Scar complex is activated by the binding of the small
GTPase Rac1 (refs 21–23). Our finding that WAVE/Scar and
therefore Rac1 may be involved in regulating AMIS formation
during late telophase is somewhat unexpected, since it is well
established that RhoA rather than Rac1 drives cleavage furrow
formation and ingression during cytokinesis24–26. Importantly,
it was demonstrated that RhoA is inactivated at late telophase to
allow for the disassembly of the contractile actomyosin ring27.
This suggests that during late telophase RhoA inactivation is
followed by Rac1 activation, thus allowing a transition to Arp2/3-
dependent branched actin cytoskeleton. To that end we analysed
the localization of Rac1 during lumen formation (Fig. 4a–d).
During anaphase, Rac1 is evenly distributed throughout the
cytosol of dividing cells, consistent with Rac1 not being involved
in the formation of the actomyosin ring (Fig. 4a). During late
telophase, Rac1 becomes concentrated at the AMIS (Fig. 4b)
where it co-localizes with filamentous actin and CGN (Fig. 4b,c).
Upon formation of the nascent mini-lumen, Rac1 remains
enriched at the apical plasma membrane (Fig. 4d), indicating its
possible involvement in maintenance of apical polarity. While

subcellular Rac1 localization can provide clues about its possible
function, ultimately GTP-bound Rac1 is what activates WAVE/
Scar and induces actin polymerization. To test the localization of
active Rac1 we used an Rac1 biosensor28. As shown in Fig. 4e, in
metaphase, activated Rac1 appears to be equally distributed along
the entire plasma membrane. In contrast, once the cell enters
telophase, Rac1 becomes activated at the AMIS (Fig. 4f,g).

Although these experiments directly link Rac1 activation to the
establishment of the apical lumen, it does not explain the
mechanism governing the recruitment and activation of Rac1
during late telophase. Previous studies have shown that Arf6 is
recruited to the midbody during telophase29,30. It was suggested
that Arf6 binds and recruits Tiam1, a known Rac1 GEF31.
Consistent with this hypothesis, Arf6 can be observed at the
midbody of the MDCK cells during lumenogenesis (Fig. 4h).

We next wanted to determine if Rac1 plays a functional role in
the establishment of the apical lumen. It has been previously
shown that Rac1 knock-down leads to formation of inverted cysts
with the apical pole of the cells facing the ECM, thus lacking a
well-defined apical lumen32–34. However, the use of cell lines
expressing Rac1 shRNA is difficult to interpret, since Rac1 is one
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of the main regulators of actin cytoskeleton. As a result, instead of
shRNA, we used an inhibitor that specifically targets the Rac1
GEFs (Tiam1 and Trio). To ensure that we are inhibiting Rac1
only during the first mitotic division, we embedded MDCK cells
into Matrigel for 4 h, followed by a 12-h incubation with Rac1
inhibitor. After 16 h, most of the cells successfully complete the
first division, and the CGN-enriched TJ ring surrounds the
nascent mini-lumen, which is always found between the two
daughter cells (Fig. 5a). In contrast, cells treated with Rac1
inhibitor failed to form the CGN ring and apical lumen between
the two daughter cells (Fig. 5b). Instead, CGN forms a TJ ring at
the side of one of the daughter cells (Fig. 5b), despite the fact that
cells successfully completed the first mitotic division (Fig. 5b;
arrows mark the actin-rich plasma membrane between two

nuclei). Occasionally we could also observe a small CGN and
actin ring (Fig. 5c) that forms on the neck of a small bud-like
structure on one of the daughter cells. Finally, in some cases
the cells divide, but fail to polarize and form any TJs of nascent
mini-lumens (Fig. 5d).

To further analyse the role of Rac1 in regulating AMIS
formation we followed GFP-CGN dynamics during MDCK cell
division by time-lapse microscopy. Consistent with previously
published work7, CGN accumulated at the midbody during
telophase (Fig. 5e, arrow). Upon completion of cell division, CGN
formed a ring between two daughter cells, an indication of apical
lumen and TJ formation (Fig. 5e). In contrast, treatment of cells
with Rac1 inhibitor blocked accumulation of CGN at the
midbody and consequently prevented apical lumen formation
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and CGN accumulation at the TJs (Fig. 5f, Supplementary
Fig. 5a). Since Rac1 activates the WAVE/Scar protein complex
we next checked the localization of Abi2, the core subunit of the
complex. Similar to Nap1, GFP-Abi2 also localized to the
midbody during telophase (Fig. 6a), as well as to TJs after
completion of the first division and the establishment of the
nascent apical lumen (Fig. 6c). Incubation of dividing cells with
Rac1 inhibitor blocked GFP-Abi2 recruitment to the midbody
(Fig. 6b). Interestingly, even recruitment of GFP-Abi2 to the TJs
was affected, although not completely inhibited (Fig. 6d). Taken
together, these data indicate that Rac1 and WAVE/Scar-dependent

formation of branched actin filaments at the midbody may also
play a role in the correct placement of TJs around the midbody
and nascent apical mini-lumen.

Since Rac1 is required for a recruitment of the AMIS to the
midbody, Rac1 inhibition should lead to defects in targeting of
apical proteins. To test this, we analysed localization of gp135, an
apical plasma membrane protein delivered to the apical lumen via
Rab11 and FIP5 endosomes. As previously reported7,8 in control
cells gp135 is delivered to the midbody-associated AMIS (Fig. 6e).
These gp135-containing endosomes eventually fuse to form
nascent mini-lumen (Fig. 6f). Inhibition of Rac1 led to a failure of
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gp135 targeting to nascent lumen. Instead gp135-containing
vesicles accumulated in multiple clusters within the cytosol
(Fig. 6g). Significantly, in some cells we observe a CGN ring that
forms at the neck of small bud-like structures, and gp135-
containing vesicles could also be observed at those necks (Fig. 6g,
arrows), confirming that CGN does function as a factor mediating
apical endosome targeting/tethering. In some cases, after 16 h the
cells underwent two rounds of division, thus generating small
four-cell cysts. Typically, at this stage gp135 could already be
observed enriched within small mini-lumen (Supplementary
Fig. 2f). Rac1 inhibition led to the formation of multiple
mini-lumens surrounded by CGN-containing TJs (Fig. 6i).
However, B45% of all the cysts contained an inverted polarity,

with the gp135-containing plasma membrane facing the Matrigel
(Fig. 6j). These inverted cysts were similar to the ones observed in
cells expressing dominant-negative Rac1 mutants32,34.

If Rac1 is required for correct placement of the apical lumen
and TJs, one would predict that inhibition of Rac1 during the first
mitotic division should lead to the formation of mature cysts
containing multiple lumens. To test this prediction, we treated
embedded cells with Rac1 inhibitor for 12 h, then changed the
media and allowed the cells to form mature cysts (4 days)
(Fig. 7a). As reported previously, untreated cells developed into
well-structured, single-lumen cysts (Fig. 7b,c) with CGN marking
TJs and actin outlining the apical domain (Fig. 7c). The majority
of cells treated with Rac1 inhibitor (Fig. 7b) formed cysts
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containing multiple lumens (Fig. 7d). It is likely that this multi-
luminal phenotype is caused by incorrect placement of the AMIS
(or multiple AMIS-like structures) since inhibition of Rac1 during
the first cell division does affect mitotic spindle positioning and
angle during subsequent cell divisions (Supplementary Fig. 3c–f).
Surprisingly, after 4-day incubation we did not observe any
inverted cysts, suggesting that re-activation of Rac1 (after
inhibitor wash-out) was sufficient to correct polarity inversion
but not the multi-luminal phenotype. In contrast, some cells did
not form any apical lumen and had no clear CGN-rich TJs
(Fig. 7b,e).

To further confirm that Rac1 pathway regulates apical lumen
formation we treated cells with Arp2/3 inhibitor CK-666.

To inhibit Arp2/3 only during the first cell division, we treated
newly embedded cells with Arp2/3 inhibitor for 12 h, then
changed the media and allowed the cells to form mature cysts
(Supplementary Fig. 4b). Consistent with the involvement of Rac1
in mediating lumenogenesis, Arp2/3 inhibition led to the
formation of cysts containing multiple lumens (Supplementary
Fig. 4c–e). We again observed cysts with ectopic accumulations of
CGN (Supplementary Fig. 4d,e, arrows).

To test whether Rac1 is required for apical lumen initiation
only during the first mitotic division, we next treated MDCK
cells with Rac1 inhibitor 24 h post embedding (Supplementary
Fig. 5b). Surprisingly, treatment with Rac1 inhibitor after the
initiation of a lumen during the first cell division still led to a
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multi-luminal defect (Supplementary Fig. 5c). However, these
multi-luminal cysts were different from the ones formed by
inhibiting Rac1. Typically, these cysts contained a single central
primary lumen with one or more small mini-lumens located at
the cyst periphery (Supplementary Fig. 5d). This indicates that
even after the formation of a primary lumen Rac1 still plays a role
in subsequent polarized cell divisions, and inhibiting Rac1 leads
to the formation of multiple small secondary lumens. This is also
consistent with previously published studies demonstrating that

stable Rac1 knock-down leads to very dramatic effects on
multiple stages of epithelia polarization32.

CGN binding to tubulin mediates targeting to the midbody.
While we have now shown that CGN is required for single-lumen
formation, the mechanism ensuring the fidelity of CGN
recruitment to the midbody is still unknown. The midbody is
composed of a dense network of microtubules that have been
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shown to transport endosomes carrying apical cargo to the
AMIS6,7. A recent study suggested that CGN can bind directly to
the microtubules35, suggesting that microtubule binding may
target CGN to the midbody. To test this possibility we first used
an in vitro microtubule-binding assay to demonstrate that the
CGN-head region (aa1–406), but not tail region (aa1015–1203),
binds directly to polymerized microtubules (Fig. 8a).

To further analyse the mechanism of CGN and microtubule
binding, we focused on the basic structure of microtubules.
Microtubules are formed by polymerization of a-tubulin and
b-tubulin heterodimers. Each a- and b-tubulin subunit contains
an unstructured C-terminal tail (CTT) region that extends off the
surface of polymerized microtubules (Fig. 8b). These CTTs
contain a region rich in negatively charged amino-acid residues,
which we refer to as the ‘acidic patch’ (Fig. 8c). Tubulin CTTs are
also susceptible to post-translational modifications, such as
glutamylation36, which adds a chain of glutamate residues on a

genetically encoded glutamate residue within the acidic patch and
increases the negative charge of CTTs. While we are only
beginning to understand the functional consequences of CTT
glutamylation, midbody microtubules are also known to be highly
glutamylated (Supplementary Fig. 6b)37. To determine whether
CTTs may mediate CGN binding, we used subtilisin to cleave the
CTTs from microtubules (Supplementary Fig. 6a) and compared
CGN’s ability to bind microtubules in the absence of CTTs
(Fig. 8d). As shown in Fig. 8d, subtilisin treatment completely
eliminated CGN binding to microtubules (Fig. 8d, lane 6).

We next tested whether CGN can bind to microtubules in
which the CTTs are genetically ablated. Since mammalian cells
have many b-tubulin isoforms, we decided to use yeast, as they
contain only one gene for b-tubulin and can be engineered to
express mutant b-tubulin that lacks the CTT region38. We first
tested whether CGN can bind to microtubules made from
purified wild-type yeast tubulins. As shown in Fig. 8e, despite
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differences in the primary sequences between human and yeast
b-tubulin CTTs, human CGN can still bind to yeast microtubules.
This further supports the putative involvement of the acidic patch
in binding to CGN, since the presence of the acidic patch is
preserved across species, despite sequence differences between
human and yeast b-tubulin (Fig. 8c). We next tested the binding
of CGN to mutant yeast tubulin (Supplementary Fig. 6c) and
found that deletion of b-tubulin CTT leads to about 75%
reduction in CGN binding (Fig. 8e), likely due to the loss of the
CTT acidic patch.

Since CGN binds to CTT acidic patch we hypothesized that the
CGN head domain should contain a basic patch. Indeed, CGN
sequence analysis led to identification of an arginine and lysine-
rich sequence that is present in all vertebrate sequences analysed
(Fig. 8f). In mammals the core sequence of this basic patch
consists of a highly conserved 36-RRGGRR-41 motif (Fig. 8f,
boxes). To test whether this motif mediates microtubule
binding we created two separate CGN mutants, Rs36/37As and

Rs40/41As, and analysed mutant binding to microtubules
(Fig. 8g). Consistent with the involvement of this basic patch,
both mutants showed a significant decrease in CGN binding to
microtubules (Fig. 8g, t-test). This result confirms that the
binding is regulated by electrostatic interaction between the
negatively charged tubulin tails and the basic patch of the CGN
head region. The addition of charged modifications, such as
glutamylation at the midbody, would enhance this interaction,
and in our 3D embedded MDCK cells we observed both an
enhancement in glutamylated tubulin around the midbody and
focused localization around CGN at the AMIS (Supplementary
Fig. 6b).

We next mutated all four arginines to alanines (CGN-M1/
M2-GFP) and tested the ability of these CGN mutants to localize
at the lumen formation site. However, since CGN is
known to homodimerize we were concerned that even in CGN
shRNA-expressing cells, the remaining CGN may still target
mutants to the appropriate location. To eliminate this possibility
we used CRISPR/Cas9 to make an MDCK CGN knock-out
cell line (MDCK-KO) (Supplementary Fig. 7a–c). Importantly,
MDCK-KO recapitulated the multi-luminal phenotype observed
in MDCK cells expressing CGN-shRNA (Supplementary Fig. 7d).
We then used MDCK-KO cells to analyse the localization of
CGN-M1/M2-GFP mutants during lumenogenesis. As shown in
Fig. 9a,b, in the majority of cells (73.42±2.6% of cells) wild-type
CGN-GFP localized to the TJs surrounding actin-rich single
apical mini-lumens. In contrast, CGN-M1/M2-GFP-expressing
cells largely failed to form a single apical lumen (26.58±2.8% of
normal apical lumens; statistically different from wild-type
CGN-GFP at Po0.0001; t-test), likely due to the fact that
CGN-GFP mutants did not localize to the site of lumen formation
(Fig. 9c–e). Interestingly, CGN-M1/M2-GFP localization was
similar to CGN localization after treatment with Rac1 inhibitor.
In some cells CGN-GFP mutants formed ectopic TJ-like
structures that were also rich in actin (Fig. 9c,d), while in other
cells CGN-GFP mutants were predominately cytosolic (Fig. 9e).
Together, these data provide a targeted mechanism where
cross-talk between actin and tubulin leads to the recruitment of
CGN during establishment of the AMIS and formation of the
apical lumen.

Discussion
Recent work from many laboratories has demonstrated that
de novo lumen formation relies on the targeted delivery of apical
proteins to the AMIS, which forms around the midbody during
cell division. It is now well established that these apical proteins
are transported via Rab11/FIP5-containing apical endosomes,
and that targeting of these endosomes to the AMIS is essential for
the formation of a single apical lumen. However, while the
mechanisms mediating apical vesicle targeting are beginning to
emerge, two major questions remained unanswered: what factors
are involved in establishing the AMIS at the midbody during the
first cell division and how are apical Rab11/FIP5 endosomes
specifically targeted to the AMIS. In this study we have shown
that CGNbinds directly to FIP5 and functions as a targeting/
tethering factor for Rab11/FIP5 endosomes during the early
stages of lumen formation (Fig. 10). Our data support a model in
which both the branched actin cytoskeleton and midbody
microtubules play a role in initial establishment and maintenance
of the AMIS. We have shown that the CTTs of microtubules bind
to a basic patch located in the globular head region of CGN, and
that this microtubule binding is likely to be required for initial
CGN recruitment to the midbody (Fig. 10). We also demonstrate
that Rac1 activation at the midbody leads to the recruitment of
the WAVE/Scar complex and polymerization of branched
actin filaments (Fig. 10). Importantly, polymerization of these
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branched actin filaments is also necessary for the formation of the
AMIS at the midbody, and is also required for the formation and
expansion of a single apical lumen (Fig. 10). How Rac1 is
activated at the midbody during late telophase remains unclear,
but it is possible that Arf6 mediates localization of the Rac1 GEF
Tiam1 at the midbody. Indeed, Arf6 was shown to be enriched at
the midbody30 and was also shown to be required for apical
lumen formation39,40.

While Arf6 likely plays a role in activating Rac1 at the
midbody-associated AMIS, there are also other pathways that can
regulate actin dynamics during lumenogenesis. CGN itself
recently emerged as a key hub that regulates the actin
cytoskeleton. It was shown that CGN directly binds to GEF-H1,
a GEF for RhoA41. Additionally, CGN was also shown to interact
with MgcRacGAP42, although it remains controversial whether
MgcRacGAP is a GAP for RhoA or Rac1 (refs 42–44). Finally,
CGNL1 is known to bind to CGN as well as Tiam1, thus
providing another pathway of activating Rac1 at the AMIS41.
Consistent with these observations, CGN, RhoA and Rac1 were
shown to be important for TJ stability in polarized epithelial
cells42,43.

In addition to regulating the localization of the AMIS,
midbody-associated branched actin is also likely involved in
mediating apical endosome targeting. Myosin-Vb is well known
to be required for apical lumen formation and is present at the
Rab11/FIP5 endosomes13–15. Consistent with that, we also
isolated Myosin-Vb as a protein that is associated with
Rab11/FIP5 protein complex (Supplementary Fig. 1a). It has
been proposed that Myosin-Va, a closely-related Myosin-Vb
isoform, functions as a tether, sequestering melanosomes at the
actin-rich cellular protrusions45. Thus, it is likely that midbody-
associated actin flares may also help to sequester Myosin-Vb
containing Rab11/FIP5 endosomes at the midbody and AMIS.

Taken together, we propose a new model of how the AMIS is
recruited and maintained at the midbody during cell division
(Fig. 10). The requirement of both branched actin and
glutamylated microtubules serves as a coincidence detection
system that allows for the establishment of a single apical lumen.
Similarly, targeting of apical endosomes to the AMIS also
depends on several factors. It was previously demonstrated that
the Exocyst complex and Slps are required for the formation of a
single apical lumen46–48. Here we show that CGN and branched
actin are also required for Rab11/FIP5 targeting. Thus, it is
becoming clear that lumen formation is dependent on a
combination of overlapping pathways that occur at the right
place and the right time to mediate lumen formation. This ever-
growing complexity of apical lumen formation pathways may also
be needed to allow for tissue-specific differences in the dynamics
and timing of apical lumen formation. Indeed, mammary
epithelial tissues appear to rely more on apoptosis-dependent
lumen formation (known as cavitation)49. Consistent with that,
recent work has shown that Rac1 may not play a key role
in lumen formation during mammary tissue morphogenesis
in vivo50.

Although this study has greatly expanded our knowledge of
lumen formation, there are still many questions left to explore.
Most of the de novo lumen formation studies have been
conducted using in vitro models; thus it remains to be understood
how apical endosome targeting and AMIS formation machinery
function within the context of much more complex in vivo
models. Additionally, during tissue morphogenesis, apical lumen
formation relies not only on initiation of nascent mini-lumen,
but also on a coalescence of these mini-lumens to form a final
functioning apical space. While lumen coalescence clearly
involves extensive remodelling of apical and basolateral plasma
membrane, the mechanisms governing coalescence remain largely

unclear. Thus, future studies will be needed to dissect the roles of
CGN and FIP5 during the formation and coalescence of a single
apical lumen in vivo.

Methods
Plasmids and antibodies. Rabbit polyclonal anti-CGN antibodies were prepared8

using recombinant purified human CGN head (aa1–406) and tail (aa1015–1203)
fragments (Proteintech, Chicago, IL). Antibodies were affinity purified using
recombinant CGN head and tail fragments conjugated to Affi-Gel 10 resin
(Bio-Rad Laboratories, Hercules, CA) and eluted with 0.1M glycine buffer, pH 2.5.
Previously made rabbit polyclonal anti-FIP5 antibodies were also used8,51.
Monoclonal mouse anti-acetylated tubulin antibodies were purchased from
Sigma-Aldrich (St Louis, MO). Rabbit anti-Nap1 antibodies were purchased from
NOVUS Biologicals (Littleton, CO). Mouse monoclonal anti-glutamylated tubulin
antibodies were purchased from AdipoGen Life Sciences (San Diego, CA).
AlexaFluor-594- and AlexaFluor-488-conjugated anti-rabbit and anti-mouse
secondary antibodies were purchased from Jackson ImmunoResearch Laboratories
(West Grove, PA). AlexaFluor-568-phalloidin was purchased from Life
Technologies (Carlsbad, CA). The IRDye 680RD Donkey anti-mouse and IRDye
800CW donkey anti-rabbit secondary antibodies used for western blotting were
purchased from Li-Cor (Lincoln, NB).

The GFP-Nap1 and Arp3-GFP were received from the lab of Giorgio Scita
(University of Milan)52. GFP-CGN was received from the lab of Sandra Citi
(University of Geneva)53. The Rac1-biosensor was received from the lab of
Michiyuki Matsuda (Kyoto University)28. CFP-Rac1 was created by cloning
Rac1 cDNA into a pECFP-C1 vector (Clontech, Palo Alto, CA). Antibody
concentrations ranged from 0.1 to 0.5mgml� 1, and were used at a 1:100 dilution.

CGN knock-out by CRISPR/Cas9 in MDCK cells. The guide sequence targeted to
exon 2 of canine CGN (Supplementary Fig. 7a) was cloned in lentiCRISPR vector
that also contains Cas9 ORF54. MDCK cells were then transfected and cells
expressing Cas9 and CGN guide were selected using puromycin. Multiple MDCK
clonal cell lines were isolated and tested for the absence of CGN using western
blotting. A cell line that did not contain any detectable endogenous CGN
(Supplementary Fig. 7b,c) was then chosen for further analysis. This cell line was
then genotyped by amplifying and sequencing the CRISPR target region and was
found to have mutations in both copies of CGN leading to a premature STOP
codon (Supplementary Fig. 7a).

Immunoprecipitation and proteomic analysis. Immunoprecipitation of FIP5
and CGN was performed using MDCK cell lysates8. Cell lysates were harvested
in phosphate-buffered saline (PBS) containing 1% Triton X-100 and
phenylmethylsulfonyl fluoride (PMSF). Lysates were then incubated overnight at
4 �C with anti-FIP5 antibody, anti-CGN antibody or non-specific rabbit IgG
control conjugated to protein A-sepharose beads (Sigma-Aldrich, St. Louis, MO).
The beads were then pelleted and washed. To identify interacting proteins,
immunoprecipitates were eluted with 1% SDS and separated on 7–15% SDS/PAGE
gradient gel. Distinct bands present only in anti-FIP5 immunoprecipitate but not
IgG control were cut out and analysed by mass spectroscopy55. Briefly, gel pieces
were destained in 200ml of 25mM ammonium bicarbonate in 50% acetonitrile for
15min and washed twice with 200 ml of 50% acetonitrile. Disulfide bonds in
proteins were reduced by incubation in 10mM dithiothreitol at 60 �C for 30min;
cysteine residues were alkylated with 20mM iodoacetamide in the dark at room
temperature for 45min. After alkylation, 100 ng of trypsin was added to each
sample and allowed to rehydrate the gel plugs at 4 �C for 45min and incubated at
37 �C overnight. Samples were measured on a Velos Orbitrap mass spectrometer
(Thermo Fisher Scientific) coupled to an Eksigent nanoLC-two-dimensional
system through a nanoelectrospray LC�MS interface. Peptides were separated on
a house-made 100 mm inner diameter� 150mm fused silica capillary packed with
Jupiter C18 resin (Phenomex). Data acquisition was performed by using the
instrument supplied Xcalibur (version 2.0.6) software. The mass spectrometer was
operated in the positive ion mode; the peptide ion masses were measured in the
Orbitrap mass analyser, whereas the peptide fragmentation was performed by using
either higher-energy collisional dissociation or electron transfer dissociation in the
linear ion trap analyser by using default settings. Ten most intense ions were
selected for fragmentation in each scan cycle; fragmented masses were excluded
from further sequencing for 90 s. MS/MS spectra were extracted from raw data files
and converted into Mascot generic format (MGF) files by using a PAVA script
(University of California, San Francisco). These mgf files were then independently
searched using an in-house Mascot server (Version 2.2.06, Matrix Science). Mass
tolerances were ±15 p.p.m. for MS peaks and ±0.6Da for MS/MS fragment ions.
For all higher-energy collisional dissociation spectra, fragment ion tolerances were
set to 0.05Da. Trypsin specificity was used, allowing for one missed cleavage. Met
oxidation, protein N-terminal acetylation and peptide N-terminal pyroglutamic
acid formation were allowed for variable modifications while carbamidomethyl of
Cys was set as a fixed modification. To identify CGN-binding proteins,
immunoprecipitates were eluted from the beads with 0.1M glycine pH 2.0 and
prepped for mass spectroscopy in a similar manner, without the gel extraction steps
and starting with the addition of trypsin.
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Protein expression and purification. Full-length 6His-FIP5 and 6His-CGN were
produced in baculovirus using the transfer vector pVL1392 (ref. 8). In brief, 106 Sf9
cells were seeded into a six-well plate, and the Bacfectin–DNA mixture was added
dropwise. After 5 days, the P1 viral stock was harvested and further amplified to P2
and P3 stages. For protein production, 1 l of Sf9 cells at 2 million cells per ml was
infected with 2ml of P3 viral stock (approximate MOI of 0.5) and harvested after
65 h. Cells were lysed in 50mM Tris buffer, pH 7.5, containing 300mM NaCl,
and the cleared lysate was loaded onto a Ni-NTA column. Eluted 6His-FIP5 or
6His-CGN was dialysed overnight against buffer (50mM Tris, pH 7.5, 300mM
NaCl and 5mM BME) and frozen in liquid nitrogen. Yields were typically
3–5mg l� 1 with an estimated purity of 475%. GST-CGNaa1-406,
GST-CGNaa355-579, GST-CGNaa571-794 and GST-CGNaa781-1025 fragments
were expressed using the pGEX-4T plasmid (provided by Sandra Citi18) and
purified using the BL21-(FE3) RIPL Escherichia coli strain8. Briefly, E. coli were
lysed using a French press and then incubated with glutathione agarose beads
(Sigma-Aldrich). Beads were then washed with PBS and the GST-protein was
eluted with 25mM glutathione (GE Healthcare). Final protein concentrations were
determined using Bradford protein assay (Bio-Rad Laboratories).

Glutathione bead pull-down assays. GST pull-down assays were performed8.
Glutathione beads (50ml) were coated with 10 mg GST fusion protein or GST
control in PBS and incubated with specified amounts of soluble recombinant
protein or MDCK cell lysates (PBS, 1% Triton X-100) in a final volume of 0.5ml of
reaction buffer (50mM HEPES, pH 7.4, 150mM NaCl, 5mM MgCl2, 0.1% Triton
X-100, 0.1% bovine serum albumin (BSA) and 1mM PMSF). Samples were
incubated at 25 �C for 1 h while rotating, pelleted by centrifugation at 2,000g for
3min, rinsed with reaction buffer (1ml� 3), and bound proteins were eluted with
1% SDS, analysed by SDS–PAGE, and stained with Coomassie blue or
immunoblotted and scanned using a Li-Core Odyssey scanner.

Cell culture. Parental MDCK-II cells (ATCC, Manassas, VA) were tested for
mycoplasma, cultured in DMEM with glucose, L-glutamine, 10% FBS, and
supplemented with penicillin and streptomycin. In two-dimensional cultures,
MDCK cells were grown on collagen-coated Transwell filters for 4 days. 3D
cultures of MDCK cells8 actively dividing were mixed in media to create a 25%
Matrigel solution that was plated on eight-well slides (about 12 ml per well). The
Matrigel–cell mixture was allowed to harden for 30min at 37 �C, and 400ml of
medium was added. The cells were incubated for the indicated period of time and
the media was changed every other day. 3D cell cultures were stained according to
a modified previously published protocol49. In brief, 3D cultures were fixed with
3% paraformaldehyde for 20min, permeabilized with PBS and 0.5% Triton X-100
for 10min, and quenched three times for 15min each wash with a glycine/PBS
solution (130mM NaCl, 7mM Na2HPO4, 3.5mM NaH2PO4 and 100mM glycine).
Cells were incubated in primary block (10% FBS, 130mM NaCl, 7mM Na2HPO4,
3.5mM NaH2PO4, 7.7mM NaN3, 0.1% BSA, 0.2% Triton X-100 and 0.05%
Tween-20) for 4 h, followed by incubation in secondary block (primary block with
20mgml� 1 goat anti-mouse F(ab0)2 fragments) for 1 h. After washing, cells were
left overnight in primary block with primary antibody and Hoerscht nuclear stain.
Cells were then washed and incubated for 1 h with secondary antibody in primary
block. Cells were washed, dried for 1 h and mounted with VectaShield.

Microscopy. All fixed cells were imaged with an inverted Axiovert 200M micro-
scope (Carl Zeiss) with a � 63 oil immersion lens and QE charge-coupled device
camera (Sensicam). Z-stack images were taken at a step size of 100–500 nm. Image
processing was performed using 3D rendering and exploration software Slidebook
5.0 (Intelligent Imaging Innovations).

For live imaging, about 50,000 GFP-CGN MDCK cells were embedded in a 25%
Matrigel solution and plated on a glass bottom dish, and 200 mM Rac1 inhibitor
was added to treated samples. For imaging, the dishes were placed in a heat- and
humidity-controlled chamber (37 �C, 5% CO2/95% air) on the stage of an inverted
Zeiss LSM510 Meta confocal microscope. Cells were brought in focus using a � 10
objective, and z-stack images (2 mm steps) were acquired every 30min for a 12–24 h
period using a � 63 oil objective.

For fluorescence resonance energy transfer (FRET) analysis, cells were
transfected with Raichu-Rac1 biosensor and embedded into 3D Matrigel matrix.
After 24 h, cells were then imaged and corrected FRET (cFRET) was calculated
using Intelligent Imaging Innovation three-dimensional rendering and exploration
software56 with the equation cFRET¼ FRET� 0.4�CFP� 0.037�YFP.

MDCK cell lines. Tet-inducible shRNA cell lines were created8 using canine
CGN-shRNA sequences (50-GATCCCCAGAGCATGTTCCAGAAGAATTCAA
GAGATCTTTCTGGAACATGCTCTTTTTTA-30) cloned into the pHUSH
retroviral expression vector, transfected into MDCK cells using Lipofectamine 2000
(Invitrogen), and grown in media supplemented with tet-free FBS (Takara Bio) and
1 mgml� 1 of puromycin. Selected colonies were then grown in the presence of
1 mgml� 1 of dox for 72 h and tested for knock-down by western blotting.
The GFP-CGN MDCK cell line was generated as previously described57.

Rac1 inhibition studies. The Rac1 inhibitor (NSC 23766) was purchased from
Santa Cruz Biotechnology. Cells embedded in 3D Matrigel were allowed to adjust
to media for 2 h and treated with 200 mM inhibitor. For 4-day cysts, the inhibitor
was removed after 12 h treatment by replacing media.

Yeast tubulin purification. Saccharomyces cerevisiae (budding yeast) strains
yJM0596/YEF473A MATa ura3-52 lys2-801 leu2-D1 his3-D200 trp1-D63 (wild
type) and yJM0282 MATa tub2-430Dþ 331::TRP1 ura3-52 lys2-801 leu2-D1
his3-D200 trp1-D63 (Beta tailless)38 were used as a tubulin source. Single-colony
isolates of each strain were selected and cultured individually in 5ml of rich
yeast extract-peptone-dextrose (YPD) media overnight at 30 �C. Three hundred
microlitres of the saturated overnight culture was used to inoculate 10 l of rich
media (YPD) and grown to log phase at 30 �C B24 h after inoculation. The culture
was collected by centrifugation and pelleted (3,500 r.p.m., 15min at 4 �C, J-6B;
Beckman Coulter, Brea, CA). This yielded between 120 and 140 g of wet cell pellet.
Pellets were frozen at � 80 �C until ready to purify. Purification was performed58

with the addition of an anion exchange chromatography step. After the budding
yeast tubulin was eluted off the TOG column it was dialysed overnight in 2 l of
BRB80 pH 6.9, 50mM GTP. After dialysing the purified budding yeast tubulin,
anion exchange chromatography was preformed using HiTrap Q HP (1ml¼ 1
column volume (CV); GE Healthcare, Buckinghamshire, UK) pre-equilibrated in
BRB80 pH 6.8 (wash buffer) at 1 CV per min. The tubulin was eluted using 1M
NaCl in wash buffer. Peak fractions were determined by Bradford assay and pooled
and dialysed in BRB80, 50 mM GTP pH 6.8. The concentration of the tubulin
was determined by measuring the absorbance at 280 nm using a NanoDrop
spectrophotometer (NanoDrop Technologies, Wilmington, DE) and the calculated
extinction coefficient and molecular weight. Glycerol was added to 10% before the
tubulin was aliquoted, snap frozen in liquid nitrogen, and stored at � 80 �C.

Microtubule binding assays. The microtubule binding assay was performed
according to Microtubule Binding Protein Spin-down Assay Kit (Cytoskeleton).
Briefly, 20 ml of taxol-stabilized microtubules (0.5mgml� 1) was incubated with
2 mg test protein and 40 mg BSA in 200 ml general tubulin buffer (80mM PIPES pH
7.0, 2mM MgCl2 and 0.5mM ethylene glycol tetraacetic acid (EGTA) for 30min.
The solution was placed on top of a 100 ml cushion buffer (80mM PIPES pH 7.0,
1mM MgCl2, 1mM EGTA and 60% glycerol), spun down at 100,000g, supernatant
removed, and the pellet resuspended in 1� loading buffer. The binding was
analysed by SDS–PAGE and stained with Coomassie blue or transferred for
western blotting. For yeast tubulin binding, the microtubules were polymerized at
30 �C in a water bath and the rest of the experiment carried out at the same
temperature in the same manner.

Western blots. Some western blots are shown in their entirety in the figures.
Whenever modified, all uncropped western blots can be found in Supplementary
Fig. 8.

Data availability. The authors declare that all data supporting the findings of this
study are available within the article and its Supplementary Information files or
from the corresponding author upon reasonable request.

References
1. Blasky, A. J., Mangan, A. & Prekeris, R. Polarized protein transport and lumen

formation during epithelial tissue morphogenesis. Annu. Rev. Cell Dev. Biol. 31,
575–591 (2015).

2. Bryant, D. M. et al. A molecular network for de novo generation of the apical
surface and lumen. Nat. Cell Biol. 12, 1035–1045 (2010).

3. Bryant, D. M. & Mostov, K. E. From cells to organs: building polarized tissue.
Nat. Rev. Mol. Cell Biol. 9, 887–901 (2008).

4. Roignot, J., Peng, X. & Mostov, K. Polarity in mammalian epithelial
morphogenesis. Cold Spring Harbor Perspect. Biol. 5, 1–16 (2013).

5. Datta, A., Bryant, D. M. & Mostov, K. E. Molecular regulation of lumen
morphogenesis. Curr. Biol. 21, R126–R136 (2011).

6. Li, D., Kuehn, E. W. & Prekeris, R. Kinesin-2 mediates apical endosome
transport during epithelial lumen formation. Cell. Logist. 4, e28928 (2014).

7. Li, D., Mangan, A., Cicchini, L., Margolis, B. & Prekeris, R. FIP5
phosphorylation during mitosis regulates apical trafficking and lumenogenesis.
EMBO Rep. 15, 428–437 (2014).

8. Willenborg, C. et al. Interaction between FIP5 and SNX18 regulates epithelial
lumen formation. J. Cell Biol. 195, 71–86 (2011).

9. Galvez-Santisteban, M. et al. Synaptotagmin-like proteins control the
formation of a single apical membrane domain in epithelial cells. Nat. Cell Biol.
14, 838–849 (2012).

10. Citi, S., Sabanay, H., Jakes, R., Geiger, B. & Kendrick-Jones, J. Cingulin, a new
peripheral component of tight junctions. Nature 333, 272–276 (1988).

11. Baetz, N. W. & Goldenring, J. R. Rab11-family interacting proteins define
spatially and temporally distinct regions within the dynamic Rab11a-dependent
recycling system. Mol. Biol. Cell 24, 643–658 (2013).

ARTICLE NATURE COMMUNICATIONS | DOI: 10.1038/ncomms12426

14 NATURE COMMUNICATIONS | 7:12426 | DOI: 10.1038/ncomms12426 | www.nature.com/naturecommunications

http://www.nature.com/naturecommunications


12. Carson, B. P., Del Bas, J. M., Moreno-Navarrete, J. M., Fernandez-Real, J. M. &
Mora, S. The rab11 effector protein FIP1 regulates adiponectin trafficking and
secretion. PLoS ONE 8, e74687 (2013).

13. Jin, Y. et al. Myosin V transports secretory vesicles via a Rab GTPase cascade
and interaction with the exocyst complex. Dev. Cell 21, 1156–1170 (2011).

14. Li, B. X., Satoh, A. K. & Ready, D. F. Myosin V, Rab11, and dRip11 direct apical
secretion and cellular morphogenesis in developing Drosophila photoreceptors.
J. Cell Biol. 177, 659–669 (2007).

15. Ossipova, O., Chuykin, I., Chu, C. W. & Sokol, S. Y. Vangl2 cooperates with
Rab11 and Myosin V to regulate apical constriction during vertebrate
gastrulation. Development 142, 99–107 (2015).

16. Brodsky, F. M., Chen, C. Y., Knuehl, C., Towler, M. C. & Wakeham, D. E.
Biological basket weaving: formation and function of clathrin-coated vesicles.
Annu. Rev. Cell Dev. Biol. 17, 517–568 (2001).

17. Morris, S. A., Ahle, S. & Ungewickell, E. Clathrin-coated vesicles. Curr. Opin.
Cell Biol. 1, 684–690 (1989).

18. Cordenonsi, M. et al. Cingulin contains globular and coiled-coil domains and
interacts with ZO-1, ZO-2, ZO-3, and myosin. J. Cell Biol. 147, 1569–1582
(1999).

19. Stevenson, B. R., Heintzelman, M. B., Anderson, J. M., Citi, S. &
Mooseker, M. S. ZO-1 and cingulin: tight junction proteins with distinct
identities and localizations. Am. J. Physiol. 257, C621–C628 (1989).

20. Citi, S., D’Atri, F. & Parry, D. A. Human and Xenopus cingulin share a modular
organization of the coiled-coil rod domain: predictions for intra- and
intermolecular assembly. J. Struct. Biol. 131, 135–145 (2000).

21. Patel, F. B. et al. The WAVE/SCAR complex promotes polarized cell
movements and actin enrichment in epithelia during C. elegans embryogenesis.
Dev. Biol. 324, 297–309 (2008).

22. Steffen, A. et al. Sra-1 and Nap1 link Rac to actin assembly driving lamellipodia
formation. EMBO J. 23, 749–759 (2004).

23. Stradal, T. E. & Scita, G. Protein complexes regulating Arp2/3-mediated actin
assembly. Curr. Opin. Cell Biol. 18, 4–10 (2006).

24. Glotzer, M. Cleavage furrow positioning. J. Cell Biol. 164, 347–351 (2004).
25. Piekny, A., Werner, M. & Glotzer, M. Cytokinesis: welcome to the Rho zone.

Trends Cell Biol. 15, 651–658 (2005).
26. Piekny, A. J. & Glotzer, M. Anillin is a scaffold protein that links RhoA, actin,

and myosin during cytokinesis. Curr. Biol. 18, 30–36 (2008).
27. Schiel, J. A. & Prekeris, R. Making the final cut–mechanisms mediating the

abscission step of cytokinesis. ScientificWorldJournal 10, 1424–1434 (2010).
28. Komatsu, N. et al. Development of an optimized backbone of FRET biosensors

for kinases and GTPases. Mol. Biol. Cell 22, 4647–4656 (2011).
29. Schweitzer, J. K. & D’Souza-Schorey, C. Localization and activation of the ARF6

GTPase during cleavage furrow ingression and cytokinesis. J. Biol. Chem. 277,
27210–27216 (2002).

30. Zhu, C., Bossy-Wetzel, E. & Jiang, W. Recruitment of MKLP1 to the spindle
midzone/midbody by INCENP is essential for midbody formation and
completion of cytokinesis in human cells. Biochem. J. 389, 373–381 (2005).

31. Palacios, F., Schweitzer, J. K., Boshans, R. L. & D’Souza-Schorey, C. ARF6-GTP
recruits Nm23-H1 to facilitate dynamin-mediated endocytosis during adherens
junctions disassembly. Nat. Cell Biol. 4, 929–936 (2002).

32. O’Brien, L. E. et al. Rac1 orientates epithelial apical polarity through effects on
basolateral laminin assembly. Nat. Cell Biol. 3, 831–838 (2001).

33. O’Brien, L. E. et al. Morphological and biochemical analysis of Rac1 in three-
dimensional epithelial cell cultures. Methods Enzymol. 406, 676–691 (2006).

34. Monteleon, C. L. et al. Establishing epithelial glandular polarity: interlinked
roles for ARF6, Rac1, and the matrix microenvironment. Mol. Biol. Cell 23,
4495–4505 (2012).

35. Yano, T., Matsui, T., Tamura, A., Uji, M. & Tsukita, S. The association of
microtubules with tight junctions is promoted by cingulin phosphorylation by
AMPK. J. Cell Biol. 203, 605–614 (2013).

36. Janke, C. The tubulin code: molecular components, readout mechanisms, and
functions. J. Cell Biol. 206, 461–472 (2014).

37. Janke, C. & Bulinski, J. C. Post-translational regulation of the microtubule
cytoskeleton: mechanisms and functions. Nat. Rev. Mol. Cell Biol. 12, 773–786
(2011).

38. Aiken, J. et al. Genome-wide analysis reveals novel and discrete functions for
tubulin carboxy-terminal tails. Curr. Biol. 24, 1295–1303 (2014).

39. Tushir, J. S. et al. Unregulated ARF6 activation in epithelial cysts generates
hyperactive signaling endosomes and disrupts morphogenesis. Mol. Biol. Cell
21, 2355–2366 (2010).

40. Tushir, J. S. & D’Souza-Schorey, C. ARF6-dependent activation of ERK and
Rac1 modulates epithelial tubule development. EMBO J. 26, 1806–1819 (2007).

41. Guillemot, L., Paschoud, S., Jond, L., Foglia, A. & Citi, S. Paracingulin regulates
the activity of Rac1 and RhoA GTPases by recruiting Tiam1 and GEF-H1 to
epithelial junctions. Mol. Biol. Cell 19, 4442–4453 (2008).

42. Guillemot, L. et al. MgcRacGAP interacts with cingulin and paracingulin to
regulate Rac1 activation and development of the tight junction barrier during
epithelial junction assembly. Mol. Biol. Cell 25, 1995–2005 (2014).

43. Breznau, E. B., Semack, A. C., Higashi, T. & Miller, A. L. MgcRacGAP restricts
active RhoA at the cytokinetic furrow and both RhoA and Rac1 at cell–cell
junctions in epithelial cells. Mol. Biol. Cell 26, 2439–2455 (2015).

44. Cannet, A., Schmidt, S., Delaval, B. & Debant, A. Identification of a mitotic
Rac-GEF, Trio, that counteracts MgcRacGAP function during cytokinesis. Mol.
Biol. Cell 25, 4063–4071 (2014).

45. Wu, X. et al. Rab27a enables myosin Va-dependent melanosome capture by
recruiting the myosin to the organelle. J. Cell Sci. 114, 1091–1100 (2001).

46. Jing, J. & Prekeris, R. Polarized endocytic transport: the roles of Rab11 and
Rab11-FIPs in regulating cell polarity. Histol. Histopathol. 24, 1171–1180
(2009).

47. Mellman, I. & Nelson, W. J. Coordinated protein sorting, targeting and
distribution in polarized cells. Nat. Rev. Mol. Cell Biol. 9, 833–845 (2008).

48. Wu, S., Mehta, S. Q., Pichaud, F., Bellen, H. J. & Quiocho, F. A. Sec15 interacts
with Rab11 via a novel domain and affects Rab11 localization in vivo. Nat.
Struct. Mol. Biol. 12, 879–885 (2005).

49. Debnath, J. & Brugge, J. S. Modelling glandular epithelial cancers in
three-dimensional cultures. Nat. Rev. Cancer 5, 675–688 (2005).

50. Akhtar, N. & Streuli, C. H. An integrin-ILK-microtubule network orients cell
polarity and lumen formation in glandular epithelium. Nat. Cell Biol. 15, 17–27
(2013).

51. Prekeris, R., Klumperman, J. & Scheller, R. H. A Rab11/Rip11 protein complex
regulates apical membrane trafficking via recycling endosomes. Mol. Cell 6,
1437–1448 (2000).

52. Innocenti, M. et al. Abi1 is essential for the formation and activation of a
WAVE2 signalling complex. Nat. Cell Biol. 6, 319–327 (2004).

53. Paschoud, S. et al. Cingulin and paracingulin show similar dynamic behaviour,
but are recruited independently to junctions. Mol. Membr. Biol. 28, 123–135
(2011).

54. Ran, F. A. et al. Genome engineering using the CRISPR-Cas9 system. Nat.
Protoc. 8, 2281–2308 (2013).

55. Woodman, J. et al. Cell cycle-specific cleavage of Scc2 regulates its cohesin
deposition activity. Proc. Natl Acad. Sci. USA 111, 7060–7065 (2014).

56. Sorkin, A., McClure, M., Huang, F. & Carter, R. Inter action of EGF receptor
and grb2 in living cells visualized by fluorescence resonance energy transfer
(FRET) microscopy. Curr. Biol. 10, 1395–1398 (2000).

57. Paschoud, S. & Citi, S. Inducible overexpression of cingulin in stably transfected
MDCK cells does not affect tight junction organization and gene expression.
Mol. Membr. Biol. 25, 1–13 (2008).

58. Widlund, P. O. et al. One-step purification of assembly-competent tubulin from
diverse eukaryotic sources. Mol. Biol. Cell 23, 4393–4401 (2012).

Acknowledgements
We thank Dr Giorgio Scita (University of Milan) for Nap1-GFP and Abi2-GFP cDNA.
We are also grateful to Dr Lee Niswander for the help with time-lapse analysis of lumen
formation. This work was supported in part by a grant from NIH-NIDDK (DK064380 to
R.P.), NIH-NIGMS (GM112893 to J.K.M.), NIH-T32 (GM08730 to A.J.M.) and the
Howard Hughes Medical Institute Gilliam Fellowship (to A.J.M.).

Author contributions
R.P. and A.J.M. conceived the project and wrote the manuscript with help of J.K.M.
Yeast tubulin purification was performed by D.V.S. and J.K.M. GST-cingulin clones and
GFP-cingulin-expressing MDCK cell lines were created by S.C. All remaining experi-
ments and data analysis were performed by A.J.M. and R.P.

Additional information
Supplementary Information accompanies this paper at http://www.nature.com/
naturecommunications

Competing financial interests: The authors declare no competing financial interests.

Reprints and permission information is available online at http://npg.nature.com/
reprintsandpermissions/

How to cite this article: Mangan, A. J. et al. Cingulin and actin mediate
midbody-dependent apical lumen formation during polarization of epithelial cells.
Nat. Commun. 7:12426 doi: 10.1038/ncomms12426 (2016).

This work is licensed under a Creative Commons Attribution 4.0
International License. The images or other third party material in this

article are included in the article’s Creative Commons license, unless indicated otherwise
in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material.
To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

r The Author(s) 2016

NATURE COMMUNICATIONS | DOI: 10.1038/ncomms12426 ARTICLE

NATURE COMMUNICATIONS | 7:12426 |DOI: 10.1038/ncomms12426 | www.nature.com/naturecommunications 15

http://www.nature.com/naturecommunications
http://www.nature.com/naturecommunications
http://npg.nature.com/reprintsandpermissions/
http://npg.nature.com/reprintsandpermissions/
http://creativecommons.org/licenses/by/4.0/
http://www.nature.com/naturecommunications

	Cingulin and actin mediate midbody-dependent apical lumen formation during polarization of epithelial cells
	Introduction
	Results
	CGN is a FIP5 binding protein concentrated at the AMIS
	CGN is required for single apical lumen formation
	The WAVE/Scar complex is present at the AMIS
	Active Rac1 is required for AMIS formation at the midbody
	CGN binding to tubulin mediates targeting to the midbody

	Discussion
	Methods
	Plasmids and antibodies
	CGN knock-out by CRISPR/Cas9 in MDCK cells
	Immunoprecipitation and proteomic analysis
	Protein expression and purification
	Glutathione bead pull-down assays
	Cell culture
	Microscopy
	MDCK cell lines
	Rac1 inhibition studies
	Yeast tubulin purification
	Microtubule binding assays
	Western blots
	Data availability

	Additional information
	Acknowledgements
	References




