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Once internalized, receptors reach the sorting endosome
and are either targeted for degradation or recycled to the
plasma membrane, a process mediated at least in part by
tubular recycling endosomes (TREs). TREs may be efficient for
sorting owing to the ratio of large surface membrane area to
luminal volume; following receptor segregation, TRE fission
likely releases receptor-laden tubules and vesicles for recycling.
Despite the importance of TRE networks for recycling, these
unique structures remain poorly understood, and unresolved
questions relate to their lipid and protein composition and
biogenesis. Our previous studies have depicted the endocytic
protein MICAL-L1 as an essential TRE constituent, and newer
studies show a similar localization for the GTP-binding protein
Rab10. We demonstrate that TREs are enriched in both
phosphatidic acid (PA) and phosphatidylinositol-4,5-
bisphosphate (PI(4,5)P2), supporting the idea of MICAL-L1
recruitment by PA and Rab10 recruitment via PI(4,5)P2. Us-
ing siRNA knock-down, we demonstrate that Rab10-marked
TREs remain prominent in cells upon MICAL-L1 or Synda-
pin2 depletion. However, depletion of Rab10 or its interaction
partner, EHBP1, led to loss of MICAL-L1-marked TREs. We
next used phospholipase D inhibitors to decrease PA synthesis,
acutely disrupt TREs, and enable monitoring of TRE regener-
ation after inhibitor washout. Rab10 depletion prevented TRE
regeneration, whereas MICAL-L1 knock-down did not. It is
surprising that EHBP1 depletion did not affect TRE regenera-
tion under these conditions. Overall, our study supports a
primary role for Rab10 and the requirement for PA and PI(4,5)
P2 in TRE biogenesis and regeneration, with Rab10 likely
linking the sorting endosome to motor proteins and the
microtubule network.

The internalization of receptors and lipids from the plasma
membrane is an essential process in all mammalian cells (1).
Once internalized, receptor-laden vesicles are cleaved from the
plasma membrane and subsequently undergo fusion with
early/sorting endosomes (SEs), a crucial sorting organelle that
either directs cargo to the degradation or to recycling pathways
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(2). Although the mechanism of targeting receptors for recy-
cling appears to be an active process based on the recognition
of receptor tails by specific proteins (3–6), the actual transport
pathways for recycling cargo remain incompletely understood.
For example, the involvement of Rab proteins such as Rab4 (7),
Rab11 (8), Rab22 (9), and other small GTP-binding
proteins such as Arf6 (10) and their effectors has been well
documented, but how they coordinate recycling is less well
defined.

One of the mechanisms proposed for efficient endosomal
sorting is the use of a large surface membrane area to segregate
select molecules and target them to distinct pathways (11).
Indeed, evidence suggests that some endosomal regulatory
proteins serve as membrane-binding units with the propensity
to induce membrane curvature and bend membranes into
tubular-shaped structures (12, 13). Indeed, tubular endosomes
have been observed using a variety of endosomal protein
markers, including the retromer (14) and the scaffolding
tubular recycling endosome (TRE) protein, MICAL-L1
(15–19). Moreover, MICAL-L1 interacts with both EHD1
and Syndapin2, a BAR-domain protein that is involved in
membrane sculpting (20–24). These proteins localize to an
array of TREs that transport a variety of receptors back to the
plasma membrane.

TREs containing MICAL-L1 have been implicated in the
trafficking of receptors both from the SE toward the peri-
nuclear endocytic recycling compartment (ERC) and from the
ERC toward the plasma membrane (25). However, the
composition, structure, and mechanisms of biogenesis of these
membrane compartments remain only partly known. For
example, MICAL-L1-containing TREs are enriched in phos-
phatidic acid (PA), and there is evidence suggesting that both
MICAL-L1 and Syndapin2 may be involved in their biogenesis
(23). Indeed, studies with purified liposomes have shown that
Syndapin2 is capable of inducing membrane tubulation, pref-
erentially in PA-containing liposomes (23). However, a limi-
tation of these studies was the small number of proteins that
serve as markers for the TRE; accordingly, with only MICAL-
L1 and Syndapin2 serving as key TRE markers, it was not
possible to determine if TREs can be generated in their
absence.
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Tubular recycling endosome constituents
Recently, Rab10 has also been identified as a component
of tubular endosomes (26). Indeed, the authors provide
support for the localization of Rab10, at least in part, to
TREs that contain MICAL-L1, and the involvement of the
KIF13A/B motor proteins in TRE extension/biogenesis (26).
In this article, we attempt to integrate the recent findings of
Etoh and Fukuda (26) with those from our own laboratory,
propose a modified and unified model for TRE composition
and biogenesis, and enhance our understanding of the
mechanisms by which TRE proteins function in the gen-
eration of these unique structures. We provide evidence
that MICAL-L1- and Rab10-containing TREs are largely the
same structures and that they are enriched in both PA and
phosphatidylinositol (4, 5) bisphosphate (PI(4,5)P2). With
the inclusion of Rab10 as a TRE component (26) we find
that its effector EHBP1, another EHD1 interaction partner
(27), is also a resident of TREs. Indeed, knock-down of
either MICAL-L1 or Syndapin2 had little effect on the
ability of Rab10 to localize to and/or generate TREs,
whereas knock-down of either Rab10 or EHBP1 signifi-
cantly impaired the generation of MICAL-L1/Syndapin2-
containing TREs highlighting the importance of Rab10 in
this process. Finally, we used a unique in-cell TRE regen-
eration assay to demonstrate that Rab10 knock-down pre-
vented regeneration of TREs, whereas EHBP1 knock-down
did not do so. Our data suggest that, although Rab10 may
connect KIF13A/B motor proteins and microtubules to
endosomes through an interaction with EHBP1, Rab10 may
also interact with additional endosomal partners or, alter-
natively, interact directly with endosomal membranes via
prenylation to mediate endosome tubulation.

Results

Cells have vast arrays of tubular endosomal networks, but
there is a minimal understanding of their composition, the
degree to which these TRE overlap with one another, and their
mechanism of biogenesis. Given the recent study suggesting
potential overlap between TREs containing Rab10 and TREs
containing MICAL-L1 (26), we sought to determine whether
these two proteins mark the same tubular endosomes in a
quantifiable manner. To address this, we immunostained fixed
HeLa cells with antibodies directed against endogenous Rab10
and MICAL-L1, collected serial sections of multiple fields of
cells, and used Imaris software to measure the surface volume
of each protein and determine the degree to which they
overlapped. Representative images and insets are shown in
Fig. 1, A–F. By performing 3D surface volume analysis, we
were able to avoid interference from non–membrane bound
protein and focus almost exclusively on the surface volume of
the endosomal proteins. In addition, the serial sections
ensured that we measured true overlap and not merely pro-
teins that overlapped in the X-Y axis (see Movie S1; Fig. S1).
As demonstrated, the overall surface volume overlap of
MICAL-L1 with Rab10 reached nearly 60%, strongly suggest-
ing that MICAL-L1 and Rab10 mark the same TREs (Fig. 1G).
The Rab10 overlap with MICAL-L1 was considerably lower,
likely resulting from the more intense overall Rab10 staining
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pattern that includes nontubular endosomes in addition to the
TREs. Even the total volume overlap, which measures the total
surface volume of each protein and the percentage of overlap,
was about 20%, further highlighting the degree of overlap on
TREs. Moreover, overlap between MICAL-L1 and Rab10 was
further validated using super-resolution Structured Illumina-
tion Microscopy (Fig. S2). Overall, our data support the notion
that Rab10 and MICAL-L1 coexist on the same array of TRE.

Given the requirement for PA in recruiting MICAL-L1 to
TREs (23), and the relationship between Rab10 and PI(4,5)P2
levels on endosomes, we next asked whether PA and PI(4,5)
P2 are both found on Rab10/MICAL-L1 TREs. To this aim,
we used the well-documented PLCδ as a well-established
marker for PI(4,5)P2 (28, 29) and the MICAL-L1 C-termi-
nal coiled-coil region as a marker for PA (23). The MICAL-
L1 coiled-coil region is highly specific for PA and can be
used as probe both for microscopy and in vitro (23). As
demonstrated in Fig. 2, PLCδ localized to tubular endo-
somes, in addition to its localization on the plasma mem-
brane and a series of internal vesicles that concentrated near
the perinuclear region (Fig. 2A). The PA marker also local-
ized primarily to long, tubular structures, but unlike PLCδ
was largely devoid of localization to the plasma membrane
and to perinuclear spherical vesicles (Fig. 2B). The locali-
zation of endogenous Rab10 closely mirrored that of the PA
marker (Fig. 2C) and similarly was absent on the plasma
membrane and perinuclear spherical vesicles. Significantly,
endogenous Rab10 was found on TREs that were marked by
both PI(4,5)P2 and PA (Merge, Fig. 2D; see arrows in
Fig. 2A–D), indicating that these phospholipids are both
enriched on TRE.

To determine the requirement for MICAL-L1 and Synda-
pin2 in Rab10-TRE generation, we measured the apparent
volume of TREs marked by Rab10 (or MICAL-L1) upon
MICAL-L1 or Syndapin2 knock-down. As anticipated, in
Mock-treated cells, MICAL-L1 and Rab10 displayed a partial
overlap on the same TREs (Fig. 3, A–C). When MICAL-L1 was
depleted by siRNA (see immunoblot in Fig. 3J; quantified in
Fig. 3K), the apparent volume of Rab10 TREs was not
decreased (Fig. 3, D–F; quantified inFig. 3N). Indeed, the
apparent volume of Rab10 TREs displayed a small but signifi-
cant increase in the absence of MICAL-L1 (Fig. 3N). Since
Syndapin2 interacts with MICAL-L1 and colocalizes with it on
TREs, we similarly knocked down Syndapin2 and measured the
apparent Rab10 and MICAL-L1 TRE volume. As demon-
strated, Syndapin2 depletion led to reduced overall expression
of MICAL-L1 (Fig. 3, G–I; knock-down validated by immu-
noblot in Fig. 3, L–M). As a result, significantly fewer MICAL-
L1 TREs were measured (Fig. 3O), likely owing to the instability
of MICAL-L1 on membranes and its degradation (23). How-
ever, Rab10 TREs were not decreased in apparent volume, and
similar to MICAL-L1 knock-down, depletion of Syndapin2
significantly increased apparent Rab10 TRE volume. These data
suggest that MICAL-L1 and Syndapin2 are not required for
Rab10 TRE generation and/or stability but may instead play a
role in TRE fission, possibly through their interaction with
EHD1 (23).
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Figure 1. MICAL-L1 and Rab10 are residents on the same tubular recycling endosome. A–C, HeLa cells were cultured on cover slides, fixed, and
immunostained with antibodies against endogenous MICAL-L1 (A, green) and Rab10 (B, red). A series of serial sections were obtained and the representative
image is a snapshot from a 3D reconstitution. C, depiction of the merged image from A and B, showing the overlap between MICAL-L1 and Rab10 in yellow.
D–F, the dashed boxes from A–C are shown as magnified insets in the zoomed regions depicted in D–F. G, the graph represents three independent ex-
periments with at least 10 images each that were subjected to imaging and quantification of surface volume overlap. The scale bars represent 10 μm. Error
bars denote standard deviation.
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Given the surprisingly superfluous requirement for MICAL-
L1 and Syndapin2 expression to maintain Rab10-containing
TRE, we next asked whether Rab10 is required for the genera-
tion of MICAL-L1-containing TREs (Fig. 4). To this aim, we
first used siRNA to knock down Rab10 expression (Fig. 4J;
quantified in Fig. 4K). Compared with Mock-treated cells (Fig. 4,
A–C), Rab10 knock-down cells (Fig. 4, D–F) displayed a
significantly decreased apparent volume of MICAL-L1-
containing TRE (quantified in Fig. 4N). Since Rab10 functions
with EHBP1, a protein that interacts with PI(4,5)P2 and
reportedly affiliates with TREs (30, 31), we knocked down
EHBP1 and asked whether it impacts both Rab10- and MICAL-
L1-containing TREs. As demonstrated, EHBP1 was efficiently
knocked down by siRNA (Fig. 4L; quantified in Fig. 4M). When
the localizations of Rab10 and MICAL-L1 were analyzed,
significantly reduced Rab10- and MICAL-L1-TRE were
observed, with Rab10 displaying an apparently more cyto-
plasmic localization (Fig. 4, G–I; quantified in Fig. 4O). Indeed,
membrane fractionation experiments demonstrated that
significantly more Rab10 could be detected in the cytosolic
fraction and less Rab10 was detected in the membrane fraction
when EHBP1 expression was impaired by EHBP1 siRNA knock-
down (Fig. 4P). These data suggest that both Rab10 and EHBP1
are required for TRE generation and/or maintenance.

To further address the role of Rab10 in TRE biogenesis, we
examined MICAL-L1-containing TRE in mouse embryonic
fibroblast (MEF) cells derived from Rab10 knockout (KO)
embryos (32). Compared with wildtype (WT) MEF cells
(Fig. 5A; quantified in Fig. 5I), significantly fewer TREs were
observed in Rab10 KOMEF cells (Fig. 5B; quantified in Fig. 5I).
Indeed, the total apparent tubular volume of MICAL-L1-
marked TRE was typically two- to threefold higher in WT
MEF cells than in their MEF Rab10 KO counterparts (Fig. 5I).
Significantly, when the Rab10 KO MEF cells were “rescued” by
transfection of WT Rab10 (+red fluorescent protein-Rab10)
into these cells as opposed to a green fluorescent protein
J. Biol. Chem. (2021) 296 100190 3
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Figure 2. TREs containing MICAL-L1 and Rab10 are enriched in phosphatidylinositol 4,5 bisphosphate and phosphatidic acid. A–D, HeLa cells were
cotransfected with PLCδ (a marker for phosphatidylinositol 4,5 bisphosphate) and the MICAL-L1 C-terminal coiled-coil region (a marker for phosphatidic
acid and TREs). Cells on coverslips were then fixed and immunostained to detect PLCδ (A, green), the MICAL-L1 C-terminal coiled-coil region (B, red), and
endogenous Rab10 (C, blue). The merged three-channel image is shown in D. Arrows mark regions along TREs that are positive for endogenous Rab10 as
well as phosphatidylinositol 4,5 bisphosphate and phosphatidic acid. The scale bar represents 10 μm. TRE, tubular recycling endosome.

Tubular recycling endosome constituents
control, the apparent volume of MICAL-L1-marked TRE
increased by � three-fold (Fig. 5, C–H; quantified in Fig. 5J).
Overall, these data support the notion that Rab10 is a major
protein involved in the generation of TRE.

We have previously demonstrated that phospholipase D
(PLD) inhibitors may be used to acutely disrupt the TRE
network within 30 min of treatment, likely by affecting levels
of PA and potentially also PI(4,5)P2 (23). It is intriguing that
once the PLD inhibitors have been washed out, the cells
rapidly regenerate TREs, providing a unique system to address
the roles of select proteins in the regeneration process (23).
Although there is a rapid “overproduction” of TREs visualized
after the washout of the PLD inhibitors, we have demonstrated
that over several hours the TRE levels are restored to baseline,
suggesting that this is due to a “lipid flux” upon washout (23).
Capitalizing on this system, we next tested the role of Rab10
and EHBP1 on regeneration of TREs under these conditions.
Initially, we first demonstrated that, in Mock-treated cells,
MICAL-L1-marked TREs were dramatically abrogated upon
PLD treatment but regenerated rapidly upon PLD washout
(Fig. 6, A–F). Similarly, TREs marked by Rab10 were signifi-
cantly impaired upon PLD treatment but recovered rapidly
upon PLD washout (Fig. 6, G–L). These data further support
4 J. Biol. Chem. (2021) 296 100190
the idea that MICAL-L1- and Rab10-TREs mostly mark the
same tubular endosomes.

Using this system, we now addressed the role of Rab10 in
TRE regeneration by knocking it down with siRNA. As
demonstrated by immunoblot, Rab10 expression was signifi-
cantly reduced with siRNA (Fig. 6M; quantified in Fig. 6N). We
then calculated and compared the apparent MICAL-L1-TRE
volume between Mock and Rab10 knock-down cells under
control conditions (dimethyl sulfoxide [DMSO] treatment),
PLD inhibitor treatment, and following inhibitor washout
(Fig. 6Q). As expected, the apparent MICAL-L1-TRE volume
was reduced by over 50% in DMSO-treated cells upon Rab10
knock-down compared with Mock-treated cells. PLD inhibitor
treatment further reduced the apparent TRE volume levels in
both Mock-treated and Rab10 knock-down cells. Most
significantly, whereas the Mock-treated cells displayed a
massive recovery in TRE regeneration upon washout, the
Rab10 knock-down cells did not, and the TRE levels remained
as low as the DMSO treatment baseline (Fig. 6Q). These data
are consistent with the requirement of Rab10 for TRE
biogenesis. We also tested the role of EHBP1 in TRE regen-
eration, since like Rab10, it appeared to be necessary for the
biogenesis and/or maintenance of these endosomes.
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Figure 3. Rab10-marked tubular recycling endosomes are not impaired in the absence of MICAL-L1 or Syndapin2. A–I, HeLa cells on coverslips were
either Mock treated (A–C) or treated with either MICAL-L1 siRNA (D–F) or Syndapin2 siRNA (G–I) prior to fixation and immunostained with antibodies
directed against endogenous MICAL-L1 (A, D, G) or endogenous Rab10 (B, E, H). Dual-channel merged images are shown in C, F, and I. J–M, immunoblots
and quantification depicting knock-down efficiency for MICAL-L1 (J, K) and Syndapin2 (L, M). N–O, the mean apparent tubular recycling endosome volume
was measured for MICAL-L1- and Rab10-containing structures, using Imaris software. Serial z-section imaging was done on random fields of cells on the
coverslip, and pixel values were converted into surfaces using a preset threshold (see Experimental procedures). The total volume per field was calculated
and then divided by the number of cells per field to derive the volume per cell for each fluorescent channel. Equivalent thresholds were used for WT and
knock-down (KD) cells. At least ten fields of cells were measured and quantified in each experiment, and graphs are derived from three independent
experiments. Error bars denote standard deviation, and p-values are derived from one-tailed Student’s t-tests. The scale bar represents 10 μm (inset; 5 μm).
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Accordingly, we used DMSO, PLD inhibitors, and washout of
the inhibitors to compare apparent TRE volumes (marked by
MICAL-L1 in Fig. 6R, or marked by Rab10 in Fig. 6S) in Mock-
treated and EHBP1 knock-down cells. As expected, EHBP1
knock-down significantly reduced the apparent volumes of
TREs marked by either MICAL-L1 (Fig. 6R) or Rab10 (Fig. 6S).
Also as anticipated, PLD inhibitor treatment further reduced
TRE levels of both Mock-treated and EHBP1 knock-down
cells. However, somewhat surprisingly, upon PLD inhibitor
washout the EHBP1 knock-down cells (Fig. 6, O-P) displayed
TRE regeneration almost identical to that seen in Mock-
treated cells (Fig. 6, R–S). These data suggest that Rab10 is a
key protein involved in the biogenesis, maintenance, and
regeneration of TREs. However, although EHBP1 appears to
be required for TRE biogenesis and/or maintenance, unlike
Rab10, EHBP1 appears to be expendable for TRE regeneration.

Discussion

There is rising interest in the role of tubular endosomes as
intermediates for endocytic membrane trafficking. Despite this
J. Biol. Chem. (2021) 296 100190 5
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Figure 4. MICAL-L1-marked tubular recycling endosomes are impaired in the absence of either Rab10 or its effector, EHBP1. A–I, HeLa cells on
coverslips were either Mock treated (A–C), or treated with either Rab10 siRNA (D–F) or EHBP1 siRNA (G–I) prior to fixation and immunostaining with an-
tibodies directed against endogenous MICAL-L1 (A, D, G) or endogenous Rab10 (B, E, H). Dual-channel merged images are shown in C, F, and I. J–M,
immunoblots and quantification depicting knock-down efficiency for Rab10 (J, K) and EHBP1 (L, M). N–O, the mean apparent TRE volume was measured for
MICAL-L1- and Rab10-containing structures, using Imaris software. Serial z-section imaging was done on random fields of cells on the coverslip, and pixel
values were converted into surfaces using a preset threshold (see Experimental procedures). The total volume per field was calculated and then divided by
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deviation, and p-values are derived from one-tailed Student’s t-tests. The scale bars represent 10 μm. KO, knockout; MEF, mouse embryonic fibroblast; TRE,
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attention, the molecular components of TREs remain incom-
pletely characterized and the complex mechanisms of TRE
biogenesis are only partly understood. In particular, whether
the long, stable TREs marked by Rab10 (26) and those marked
by MICAL-L1 and Syndapin2 (23) as well as EHD1 (33) are
the number of cells per field to derive the volume per cell for each fluorescen
fields of cells were measured and quantified in each experiment, and graphs a
deviation, and p-values are derived from one-tailed Student’s t-tests. P, HeLa
efficiency and specificity are shown in the right panel (EHPB1 total lysate in m
subjected to fractionation to membrane and cytosolic fractions, and Rab10 lev
as an exclusively cytosolic protein and EEA1 as a primarily membrane-associa
dividual experiments showing a similar trend (although the ratios of cytosolic
represents 10 μm (inset, 5 μm). KD, knock-down.
part of the same endosomal network, or whether they repre-
sent distinct TREs, remained unknown to date.

In our study, we show that MICAL-L1 and Rab10 are for the
most part constituents of the same TRE structures, and a
previous study has provided evidence that these two proteins
t channel. Equivalent thresholds were used for WT and KD cells. At least ten
re derived from three independent experiments. Error bars denote standard
cells were either mock treated or treated with EHBP1 siRNA. Knock-down
ock versus knock-down). Mock and knock-down cells were also lysed and

els were detected by immunoblotting (right panel). Controls include GAPDH
ted protein. The experiment displayed is a representative one from six in-
to membrane proteins varies from experiment to experiment). The scale bar
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Figure 6. Rab10 is a crucial protein for TRE biogenesis. A–L, Mock-treated HeLa cells were dimethyl sulfoxide (DMSO)-treated (A, B, G, H), treated with a
phospholipase D (PLD) inhibitor (C, D, I, J), or treated with a PLD inhibitor followed by a washout of the inhibitor (E, F, K, L). Cells were then fixed and
immunostained with antibodies directed against MICAL-L1 (A–F) or Rab10 (G–L). Enlarged insets are depicted in B, D, F and H, J, L. M–P, immunoblotting (M)
and quantification (N) of Rab10 knock-down by siRNA and immunoblotting (O) and quantification (P) of EHBP1 knock-down by siRNA. Q–S, in addition to
Mock-treated HeLa cells, HeLa cells treated with Rab10 siRNA or EHBP1 siRNA were similarly subjected to DMSO treatment, PLD inhibitors, or PLD inhibitors
followed by inhibitor washout prior to fixation and immunostaining with MICAL-L1 (Q, R) and Rab10 (S) antibodies. Volumetric analysis was done as
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may directly interact (34). Such structures, which may emanate
either from SE or from the densely concentrated ERC, have
been implicated in the recycling of various receptors to the
plasma membrane (23, 26). However, some evidence exists
that they may also regulate additional trafficking pathways
(35, 36) and may partially overlap with tubules containing
Rab8 and GRAF2 (37). Although the overlap measured be-
tween MICAL-L1 and Rab10 does not approach 100%, there
are several possible reasons to explain this anomaly. First,
although almost all the endogenously expressed MICAL-L1
localizes to TREs, a significant portion of the endogenous
Rab10 staining is not localized to the TREs; this explains why
the surface volume overlap of MICAL-L1 with Rab10 is
significantly higher than that of Rab10 with MICAL-L1. Sec-
ond, in a number of cases, one can visualize Rab10 and
MICAL-L1 both localized to the same TREs, but they tend to
segregate along the structure. This suggests that it is possible
that both proteins coincide along the length of the TRE, but at
differing concentrations, some of which may be below the
threshold of detection. Moreover, we now demonstrate that
TREs comprise both PA and PI(4,5)P2, with PA necessary for
recruitment of MICAL-L1 and Syndapin2 and PI(4,5)P2
necessary for interactions with EHBP1 and/or Rab10.

In our initial examination of TRE biogenesis in 2013, fewer
markers of these structures had been identified, with MICAL-
L1, Syndapin2, and EHD1 being the primary known protein
constituents (23). Based on the data available at that time
demonstrating that Syndapin2 interacts with EHD1 (24, 38),
the role of the former in membrane curvature (20, 21, 39), and
our findings that the Syndapin SH3 domain interacts with
MICAL-L1 via its proline rich regions (23), we arrived at a
model for potential TRE biogenesis. We then proposed a
scenario in which PA recruits MICAL-L1 and Syndapin2 to
endosomal membranes and the subsequent interaction be-
tween the two proteins stabilizes them on the membranes.
Once stabilized, we envisioned a role for Syndapin2 in the
induction of membrane curvature via its BAR domain. How-
ever, the recent identification of Rab10 as a component of
TREs (26) and its overlap with MICAL-L1/Syndapin2 on the
same TRE membranes have led us to revise our TRE biogen-
esis model. Although we cannot entirely rule out the possibility
that Rab10 has indirect effects on recycling endosomes, a key
role in the biogenesis of TREs is consistent with our data and
those of Etoh and Fukuda (26), and consistent with the known
described in Figures 3 and 4. Serial z-sections were obtained by confocal imagi
tubular recycling endosome (TRE) in mock-treated cells upon Rab10 knock-do
Rab10 TRE in Mock-treated and EHBP1 knock-down cells (S). Each graph shows
inhibitor treatment, and following PLD inhibitor washout. The scale bars repres
at least five fields of cells per experiment. p-Values are derived from one-tailed
DMSO versus Rab10 KD DMSO p < 0.0001, (2) Mock PLD inhibitors versus Rab
0.0001, (4) Mock DMSO versus Mock PLD inhibitors p < 0.0001, (5) Mock DMSO
p < 0.0001, (7) Rab10 KD DMSO versus Rab10 KD PLD inhibitors p = 0.00036,
inhibitors versus Rab10 KD washout: p = 0.0034. For MICAL-L1 tubules in EHB
inhibitors versus EHBP1 KD DMSO p = 0.056, (3) Mock washout versus EHBP1 KD
Mock DMSO versus washout p = 0.000304, (6) Mock PLD inhibitors versusMock w
0.0001, (8) EHBP1 KD DMSO versus EHBP1 KD washout p = 0.00073, (9) EHBP1 K
EHBP1 KD: (1) Mock DMSO versus EHBP1 KD DMSO p = 0.0056, (2) Mock PLD in
washout p = 0.26, (4) Mock DMSO versus Mock PLD inhibitors p = 0.00040, (5)
washout p = 0.0021, (7) EHBP1 KD DMSO versus EHBP1 KD PLD inhibitors p = 0.
PLD inhibitors versus EHBP1 KD washout p = 0.00058. KD, knock-down.
localization and function of Rab10 in mammalian cells (40)
and invertebrates (31, 41).

Based on the localization of Rab10 to TREs, we now find
that, surprisingly, TRE biogenesis occurs even in the absence
of MICAL-L1 and/or Syndapin2. Indeed, as demonstrated in
Fig. 3, N–O, not only do TRE volumes not decrease upon
MICAL-L1 or Syndapin2 depletion, but also the mean TRE
volume actually shows a small but significant increase. This
suggests a potential role for MICAL-L1 and Syndapin2 in TRE
fission, rather than biogenesis, a role that fits previous studies
describing a role for Syndapin proteins in vesicle generation
(20, 42) and suggests that they may coordinate fission with
EHD1 (15, 43–47).

Although Rab10 and EHBP1 are required for TRE biogen-
esis (or at least maintenance of TRE), only the presence of
Rab10 is necessary for acute regeneration of TREs following
PA depletion. EHBP1 has been implicated in fission of tubular
endosomes (30, 41), a function consistent with its interaction
with EHD proteins (27, 32, 48). Despite these findings, EHBP1
knock-down in this study supports a general role in TRE
biogenesis, but somewhat intriguingly, not regeneration of
TRE following washout of PLD inhibitors. How do we envision
the mechanisms for TRE biogenesis in view of these new data?
The current data are consistent with a model in which Rab10
plays a major role in TRE biogenesis by both binding to motor
proteins such as KIF13A/B (26, 49) and by binding to endo-
somes. In this manner, Rab10 would provide the key link be-
tween the endosome and the microtubule tracks, thus
supporting the stretching and tubulation of the endosomal
membrane upon motor protein movement (see model, Fig. 7).
How would Rab10 link to endosomes? Various studies pro-
mote the idea that EHBP1 serves as an important interaction
partner for Rab10 on the endosomal membrane, including
TRE membranes (30, 31, 41). Moreover, EHBP1 localizes to
endosomes through a direct interaction with PI(4,5)P2 (31),
suggesting a role for this lipid in recruiting EHBP1 and linking
endosomes to motor proteins to facilitate tubulation. One
finding not entirely consistent with this model was that EHBP1
appeared to be expendable for TRE regeneration after washout
of PLD inhibitors. However, we rationalize that such regen-
eration conditions may not precisely mimic normal TRE
biogenesis, and Rab10, like most Rab proteins, undergoes
prenylation (50) and may be capable of directly interacting
with endosomal membranes via its prenyl group even in the
ng, and Imaris software was used to compare the mean volume of MICAL-L1
wn (Q) or upon EHBP1 knock-down (R), or to compare the mean volume of
the TRE volume for mock and knock-down cells with DMSO treatment, PLD
ent 10 μm. Graphs are based on three independent experiments measuring
Student’s t-tests and are as follows: for MICAL-L1 TRE in Rab10 KD: (1) Mock
10 KD DMSO p = 0.0069, (3) Mock washout versus Rab10 KD washout p <
versus washout p = 0.000304, (6) Mock PLD inhibitors versus Mock washout
(8) Rab10 KD DMSO versus Rab10 KD washout p = 0.17, (9) Rab10 KD PLD
P1 KD: (1) Mock DMSO versus EHBP1 KD DMSO p < 0.0001, (2) Mock PLD
washout p = 0.41, (4) Mock DMSO versusMock PLD inhibitors p < 0.0001, (5)
ashout p < 0.0001, (7) EHBP1 KD DMSO versus EHBP1 KD PLD inhibitors p <

D PLD inhibitors versus EHBP1 KD washout p = 0.00038. For Rab10 tubules in
hibitors versus EHBP1 KD DMSO p = 0.17, (3) Mock washout versus EHBP1 KD
Mock DMSO versus washout p = 0.029, (6) Mock PLD inhibitors versus Mock
055, (8) EHBP1 KD DMSO versus EHBP1 KD washout p = 0.0019, (9) EHBP1 KD
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Figure 7. Schematic model for the biogenesis of tubular recycling
endosomes. EHBP1 helps link PI(4,5)P2-containing endosomes to Rab10
and KIF13 motor proteins, which may serve as the driving force to pull the
endosomal membranes along microtubules and thus generate tubular
recycling endosomes.

Tubular recycling endosome constituents
absence of EHBP1. Overall, our study defines the key lipid and
protein constituents of TREs, highlights the role of Rab10 in
TRE biogenesis, and offers a revised model to explain the
mechanism of TRE biogenesis.

Experimental procedures

Cell lines

The HeLa cervical cancer cell line was obtained from
the american type culture collection and grown in Dulbecco’s
modified Eagle’s medium (high-glucose) containing 10% FBS,
1× penicillin–streptomycin (Invitrogen), and 2 mM glutamine.
The MEFs derived from Rab10 knockout (KO) embryos were
previously described (32) and grown in RPMI media contain-
ing 20% fetal bovine serum (FBS), 1× penicillin–streptomycin
(Invitrogen), and 2 mM glutamine. All cell lines were routinely
tested for Mycoplasma infection.
10 J. Biol. Chem. (2021) 296 100190
Antibodies and reagents

The following antibodies were used: anti-MICAL-L1
(ab220648, Abcam, for immunoblots; H00085377, Abnova, for
immunofluorescence), anti-Rab10 (ab237703, Abcam, for im-
munoblots and immunofluorescence), anti-EHBP1 (NBP1-93615,
Novus, for immunoblots), anti-Syndapin2/Pacsin2 (SAB1300127,
Sigma, for immunoblots), anti-EEA1 (NBP1-05962, Novus for
immunoblots), anti-pPKCα (06-822,Millipore, for immunoblots),
anti-GAPDH-horseradish peroxidase (HRP) (HRP-60004, Pro-
teintech, for immunoblots), mouse anti-rabbit IgG light chain–
HRP (211-032-171, Jackson, for immunoblots), Alexa Fluor
568–conjugated goat anti-rabbit (A11036, Molecular Probes, for
immunofluorescences), Alexa Fluor 568–conjugated goat anti-
mouse (A11031, Molecular Probes, for immunofluorescence),
and Alexa Fluor 488–conjugated donkey anti-mouse (A21202,
Molecular Probes, for immunofluorescence). The PLD inhibitors
CAY 10593 (also known as VU0155069) and CAY 10594 were
purchased from Cayman Chemical Co and were typically used at
50 μM for 30 min at 37 �C.

Immunoblotting

Cells were washed twice in ice-cold phosphate-buffered
saline (PBS) and were then scraped off plates with a rubber
policeman into ice-cold lysis buffer (50 mM Tris, pH 7.4,
100 mM NaCl, 0.5% TX-100, 1× protease cocktail inhibitor
[Millipore]). Protein levels of postnuclear lysates were quan-
tified using the Bradford assay (Bio-Rad) for equal protein level
loading. For immunoblotting, 20 to 30 μg of protein per lysate
was separated by SDS-PAGE. Proteins were transferred onto
nitrocellulose membranes and blocked for 30 min at room
temperature in PBS with 0.3% Tween (PBST) plus 5% nonfat
dry milk. The membranes were then incubated overnight at
4 �C or for 1 h at room temperature with primary antibodies
diluted in PBST. Membranes were then washed three times
with PBST and incubated at room temperature with appro-
priate secondary antibodies in PBST for 30 min. The mem-
branes were then washed again three times with PBST, before
being subjected to enhanced chemiluminescence.

Fractionation to membrane and cytosolic fractions

HeLa cells plated on 10-cm plates were treated with EHBP1
siRNA or mock transfected (48 h) using Lipofectamine
RNAiMAX according to the manufacturer’s instructions. Cells
were then resuspended with Cellstripper (Corning #25-056-
CI) and centrifuged. Cell pellets were resuspended with
Homogenization Buffer (25 mM Hepes, 100 mM NaCl, 1 mM
EDTA) containing protease inhibitors (Calbiochem #539131)
and homogenized on ice. Homogenates were centrifuged for
1 h at 4 �C at 100,000g. Supernatants (cytosolic fractions) and
pellets (membrane fractions) were boiled in 4× Laemmli
sample buffer, and proteins samples were separated and
visualized by SDS-PAGE and immunoblotting.

Quantification of immunoblots

The adjusted relative density of the immunoblots was
measured in Fiji ImageJ based on the method in the



Tubular recycling endosome constituents
following protocol: https://imagej.nih.gov/ij/docs/menus/
analyze.html#gels. Statistical significance was calculated us-
ing a Student’s t-test with the Vassarstats program (http://
www.vassarstats.net).

siRNA treatment

HeLa cells were grown either on coverslips or 35-mm culture
dishes for 24 h inDulbecco’smodifiedEagle’smediumcontaining
10% FBS with 2 mM L-glutamine and 1× units/ml penicillin/
streptomycin. The cells were then subjected to siRNA treatment
with human MICAL-L1 (ON-TARGETplus SMARTPool,
L-015102-01-0010), Syndapin-2 (ON-TARGETplus SMART-
Pool, L-019666-02-0010), Rab10 (ON-TARGETplus SMART-
Pool, L-010823-00-0010), or EHBP1 (TARGETplus SMARTPool,
L-014061-01-0010) oligonucleotides fromDharmacon for 48 h at
37 �C using Dharmafect (Dharmacon, T-2001-03), following the
manufacturer’s protocol.

Transfection

MEFs were cultured on coverslips and transfected with either
green fluorescent protein or red fluorescent protein-Rab10 using
GeneExpresso Max transfection reagent (Excellgen) for 48 h.

Plasmids

Red fluorescent protein-Rab10 was a gift from Dr Barth
Grant. The PLCδ1 PH domain (marker for PI(4,5)P2) and
MICAL-L1 CC (marker for PA) have been described previ-
ously (23, 51).
Immunofluorescence

HeLa or MEF cells were treated as indicated in the text
and then fixed with 4% paraformaldehyde in PBS for 10 min
at room temperature. Cells were then rinsed three times in
PBS and incubated with primary antibody in PBS containing
0.5% bovine serum albumin and 0.2% saponin for 1 h at
room temperature. Cells were then washed three times in
PBS and incubated with the appropriate fluorochrome-
conjugated secondary antibodies diluted in PBS containing
0.5% bovine serum albumin and 0.2% saponin for 30 min.
Cells were then washed three times in PBS and mounted in
Fluoromount. Z-Stack confocal imaging was performed us-
ing a Zeiss LSM 800 confocal microscope with a 63×/1.4
numerical aperture oil objective, and more than 10 cells from
three independent experiments were processed using the
IMARIS software.

Image processing using the IMARIS

Z-Sections of images (8–12 slices) acquired from the confocal
microscope were imported into IMARIS x64 9.1.2 software
(Bitplane AG, Zurich, Switzerland) coupled with customMAT-
LAB (2009 and 2014) programming for 3D surface rendering
and quantitative analysis, as indicated. Briefly, the image display
was adjusted for both of the channels (MICAL-L1, green; Rab10,
red), and the rendering quality was set to 100%. Surfaces were
created by selecting the source channel and smooth surface
detail set at 0.198m. Background subtractionwas set to 0.743m,
and the threshold was reduced for surfaces to fully cover all
voxels. The surface area and volume of the surfaces generated
were quantified by IMARIS for both of the channels, and the
values were exported into Excel for graphical and statistical
analysis. To quantify apparent surface overlap volume between
two surfaces (MICAL-L1 and Rab10), the IMARIS XT bundle
Kiss and Run was first integrated with MATLAB and launched
in IMARIS. The 3D surface-reconstructed images were then
processed for Kiss and Run analysis using the surface–surface
overlap module, which uses a surface mask for the target and
tracks the surface and determines the overlap for each surface
independently. This particular Xtension program analyzes
contact events between surfaces that are defined by having at
least one overlapping voxel. The volume of overlap for each
surface was then quantified and exported to Excel for further
analysis. Themean and the SE of themean were calculated from
data obtained from three independent experiments with at least
10 images taken per treatment. Statistical significance was
calculated using a Student’s t-test with the Vassarstats program
(http://www.vassarstats.net). Snapshots and/or videos were
obtained from the IMARIS program and used as representative
images.

Structured illumination microscopy and data processing

Structured illumination microscopy (SIM) images were
collected with a Zeiss Elyra PS.1 illumination system (Carl
Zeiss) using a 63× oil objective with numerical aperture of 1.4.
Two laser lines were used in acquisition of images: 488 and
568 nm. Three orientation angles of the excitation grid were
acquired for each Z-plane, with Z spacing of 110 nm between
planes. SIM processing was performed with the SIM module of
the Zen Black software (Carl Zeiss). The processed SIM images
were then exported in TIF format.
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