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DCs and the down-regulation of macropinocytosis, revealing a hitherto 
unexpected role for macropinocytosis in linking nutrient sensing to cell 
locomotion.

RESULTS
The lysosome-associated TFEB regulates DC migration
In DCs, endolysosomes are the most abundant endocytic compart-
ments and constitute the main site for MHC II antigen processing 
(16 ). We have previously shown that cell migration is coupled to the 
activity of the antigen processing machinery (17). Hence, we hypoth-
esized that endolysosomes might act as a signaling platform to con-
trol DC migration upon bacterial sensing. To test this hypothesis, we 
focused on TFEB, the master regulator of lysosome biogenesis and 
function (9, 11). First, we found that DCs derived from the bone mar-
row of TFEB–green fluorescent protein (GFP) knock-in mice exhib-
ited elevated levels of nuclear TFEB after treatment with the microbial 
product LPS (Fig. 1, A and B). This translocation to the nucleus was also 
accompanied by up-regulation of the TFEB target gene TPP1 (fig. S1A). 
Nuclear localization of TFEB was also observed after the inhibition of 
mTORC1 with Torin 2 (Fig. 1C and fig. S1B) (13). This finding indicates 
that (i) TFEB’s localization in the cytoplasm relies on mTORC1 activity 
and (ii) LPS sensing promotes the translocation of functional TFEB to 
the nucleus in DCs, as recently reported (10).

We next sought to determine whether TFEB influences DC migra-
tion. Using microfabricated channels that mimic the confined geome-
try of the interstitial space in tissues (17, 18), we found that LPS-treated 
DCs (referred to hereafter as LPS-DCs) increased their migration speed 
(Fig. 1, D and E), as previously reported (5). This speed increase was 
not observed with DCs from a tamoxifen-inducible TFEB knockout 
(KO) mouse (referred to hereafter as TFEB KO DCs) or with TFEB-
silenced DCs (Fig. 1, D and E, and fig. S1, C to E), showing that TFEB 
is required for the LPS-triggered switch to fast DC migration. The 
TFEB KO DCs expressed normal surface levels of the CD86 activation 
marker upon LPS treatment (fig. S1, F and G). LPS-induced lysosome 
clustering (19) was less pronounced in TFEB KO DCs than in their 
wild-type mature counterparts (fig. S1, H and I). Treatment of imma-
ture DCs with the mTORC1 inhibitor Torin 2 increased their migra-
tion speed (up to the values seen in LPS-DCs) but did not change the 
surface expression of CD86 (Fig. 1F and fig. S1J). We conclude that the 
induction of fast DC migration upon LPS sensing requires the master 
regulator of lysosomal gene transcription TFEB.

The TFEB target gene TRPML1 controls DC chemotaxis and 
in vivo migration
We next sought to determine whether TFEB’s target genes control 
DC migration. The lysosomal calcium channel TRPML1 was a likely 
candidate because (i) expression of its gene was up-regulated in LPS-
DCs in a TFEB-dependent manner (fig. S2A) (11, 20, 21) and (ii) in-
tracellular calcium levels are known to regulate cell motility (22, 23). 
The lysosomal localization of TRPML1 in mature DCs was probed by 
ectopic expression of TRPML1-GFP (24) because cognate antibodies 
are not available for immunofluorescence analyses (Fig. 2A). The ob-
servation of enlarged lysosomes in Trpml1−/− DCs was consistent with 
reports on other cell types (25) and with the mucolipidosis type IV phe-
notype in patients carrying mutations in the trpml1 gene (26). Although 
the lysosomes were tightly clustered at the rear of wild-type DCs, they 
were more dispersed in Trpml1−/− cells (fig. S2, B and C). To investigate 
the dynamics of lysosome localization during DC migration, we labeled 

them with fluorescent wheat germ agglutinin (WGA). This label was 
found to colocalize with the Lamp1 marker (fig. S2D). We found that 
the fraction of lysosomes localized at the rear of migrating Trpml1+/+ 
DCs increased slightly upon maturation (fig. S2E). No such increase 
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Fig. 1. TFEB translocates to the nucleus and is required for fast DC migration. 
(A) Immunofluorescence images of TFEB-GFP knock-in immature DCs (iDCs) and 
LPS-DCs. Red dotted circles show nuclei (×60 magnification; scale bar, 10 m; one 
plane is shown). (B) The normalized TFEB nucleus-to-cytosol ratio from cells shown 
in (A) (n = 60 cells per condition, pooled from N = 4 independent experiments). 
(C) The normalized TFEB nucleus-to-cytosol ratio from immature DCs treated with 
Torin 2 (2.5 nM; n = 78 cells per condition, pooled from N = 2 independent experi-
ments). (D to F) Analysis of BMDC migration in 4 m–by–5 m fibronectin-coated 
microchannels. Cells were imaged between 6 and 16 hours after LPS treatment 
(100 ng ml−1 for 30 min). (D) Sequential images of wild-type (WT) and TFEB-inducible 
KO LPS-DCs migrating in microchannels (×10 magnification; one image every 2 min; 
scale bar, 50 m). (E) Mean instantaneous velocities of cells shown in (D) (from left 
to right: n = 57, 68, 77, and 54 cells; representative results from one of two experi-
ments are shown). ns, not significant. (F) Mean instantaneous velocities of BMDCs 
treated with DMSO or Torin 2 (2.5 nM; n = 200 cells per condition; representative 
results from one of four experiments are shown). (B and C) For each experiment, data 
were normalized against the mean TFEB nucleus-to-cytosol ratio observed in im-
mature DCs (A) or DMSO-treated immature DCs (B). Data are quoted as means, and 
error bars correspond to SEM. (E and F) Data are represented as boxes and whis-
kers; bars include 90% of the points, the line represents the median, and the box 
contains 75% of the data. Mann-Whitney test was applied.
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was observed in Trpml1−/− cells, suggesting that lysosomal calcium 
promotes lysosome clustering at the rear of LPS-DCs.

As observed in TFEB-deficient DCs (i.e., TFEB KO or TFEB-silenced 
cells), LPS-treated Trpml1−/− DCs migrated more slowly (Fig. 2B). Fur-
thermore, immature Trpml1−/− DCs also migrated more slowly than 
wild-type cells (which was not observed in TFEB-deficient DCs). This 
might be because neither tamoxifen-induced deletion of the tfeb gene 
nor TFEB silencing completely abrogated expression of this protein 
(fig. S1, C and D), whereas Trpml1−/− DCs were derived from total KO 
mice (27). Hence, TRPML1 (whose gene expression is controlled by 
TFEB) is required for fast DC migration.

We have previously shown that the fast DC migration triggered by 
microbial stimulation is required for sensing CCL21 gradients and 

reaching the LNs in vivo (5). Accordingly, Trpml1−/− mature DCs 
sensed haptotactic CCL21 gradients less efficiently than wild-type 
cells, although CCR7 surface expression was unaltered (Fig. 2C and 
fig. S2F). The trajectories exhibited by Trpml1−/− LPS-DCs along 
CCL21 gradients were less persistent, and their speed was relatively 
low (Fig. 2, D to F), indicating that TRPML1 is needed for chemo-
taxis. Accordingly, TRPML1-deficient mature DCs migrated less to 
the LNs when transferred into the footpad of wild-type mice (Fig. 2, G 
and H). Moreover, analysis of migratory DCs in inguinal LNs showed 
that Trpml1−/− mice had fewer cells from the dermal mDC2 subset 
(MHC IIhighCD11c+CD11b+CD103−EpCAM− DCs), indicating that 
the latter rely on TRPML1 to migrate from the periphery to LNs 
(Fig. 2, I and J, and fig. S2G) (28, 29). Together, these results show that 
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Fig. 2. TRPML1 is required for fast DC migration, 
chemotaxis, and arrival at the LNs. (A) Localiza-
tion of TRPML1-GFP (green), Lamp1 (red), and the 
nucleus (N) (DAPI; blue) in transfected, migrating 
LPS-DCs (8 m–by–5 m fibronectin-coated micro-
channels; spinning disk microscope, ×100 mag-
nification; scale bar, 5 m; one plane is shown). 
(B) Mean instantaneous velocities of BMDCs mi-
grating in 4 m–by–5 m fibronectin-coated 
microchannels (n = 240 cells per condition; rep-
resentative results from one of three experiments 
are shown). (C to F) Chemotaxis of LPS-DCs mi-
grating in collagen gels (representative results 
from one of three experiments are shown). (C) Di
rectionality of LPS-DCs migrating in the presence 
or absence of CCL21 (n = 455 and 532 cells for 
Trpml1+/+ and Trpml1−/− LPS-DCs with CCL21, re-
spectively; n = 533 and 394 cells for Trpml1+/+ and 
Trpml1−/− LPS-DCs without CCL21, respectively). 
(D) Trajectories of LPS-DCs undergoing chemo-
taxis. The starting point of each trajectory was 
translated to the origin of the plot (n = 50 random 
trajectories per condition). (E) The mean instanta-
neous speed measured from the trajectories ob-
tained in (C). (F) The mean square displacement 
(MSD) of LPS-DCs, measured from the trajectories 
obtained in (C). (G) In vivo migration of LPS-DC to 
LNs. DCs were stained with carboxyfluorescein 
diacetate succinimidyl ester or orange [5-(and-6)-
(4-chloromethyl(benzoyl)amino]tetramethylrhodamine 
and co-injected into the footpad of wild-type recip-
ients; 16 hours after the injection, flow cytome-
try was used to assess the proportion of DCs that 
had reached the popliteal LNs. An example of a 
fluorescence-activated cell sorting (FACS) dot 
plot is shown. (H) LN homing index for LPS-DCs 
(n = 6 mice per condition, pooled from two inde-
pendent experiments). (I and J) Analysis of mDC 
populations in mouse inguinal LNs at steady 
state. (I) Frequency of mDCs as a proportion of 
live cells (n = 3 mice per condition; representa-
tive results from one of three experiments are 
shown). (J) Frequency of mDC2 cells as a pro-
portion of live cells (n = 7 mice in total, from 
three independent experiments). (B and E) Data 
are represented as boxes and whiskers; bars in-
clude 90% of the points, the line represents the median, and the box contains 75% of the data. (H) Data are quoted as means, and error bars correspond to SEM. (B, H, and 
I) Mann-Whitney test was applied. (E) Welch two-sample t test was applied (P = 1.358 × 10−7). (J) Paired t test was applied.
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the lysosomal calcium channel TRPML1 
is required for fast DC motility, chemo-
taxis, and in vivo migration.

Calcium release by TRPML1 from 
lysosomes controls fast  
DC migration
Next, we used the TRPML1 activator 
2-[2-(3,4-dihydro-2,2,4-trimethyl-1(2H)-
quinolinyl)-2-oxoethyl]-1H-isoindole-
1,3(2H)-dione (MLSA1) to establish whether 
the role of TRPML1 in DC locomotion de
pended on its calcium channel activity (30). 
Treatment of the calcium probe Fluo4-
AM–loaded DCs with MLSA1 induced 
a calcium peak in the cytosol. This peak 
was lower in Trpml1−/− DCs, showing that 
MLSA1 is rather specific (Fig. 3, A and B). 
There were no differences in spontaneous 
calcium oscillations between wild-type 
and Trpml1−/− DCs (fig. S3, A to C). 
Treatment of immature DCs with MLSA1 
was sufficient to increase their migration 
speed to the values reached by LPS-DCs 
(Fig. 3C and fig. S3D), although this in-
crease was not seen in Trpml1−/− LPS-
DCs. Treatment of LPS-DCs with MLSA1 
did not enhance their speed, suggesting 
that TRPML1 is already fully activated in 
these cells (fig. S3D). Neither trpml1 
gene deletion nor MLSA1 treatment mod-
ified the surface expression levels of CD86 
(fig. S3, E and F). Hence, calcium release 
from lysosomes by TRPML1 triggers fast 
DC migration, as does LPS sensing.

TFEB and TRPML1 are part of a 
positive feedback loop, within which 
TRPML1-​mediated calcium release triggers 
the activation of calcineurin. The latter 
dephosphorylates TFEB, which results in 
TFEB nuclear translocation and sustained 
trpml1 transcription (14). We thus sought to 
determine whether this type of positive 
feedback loop operates in DCs. First, we 
found that the TFEB nuclear translocation 
induced by Torin 2 did not increase the mi-
gration speed of immature Trpml1−/− DCs 
(Fig. 3D and fig. S3G). Furthermore, TFEB 
translocation to the nucleus was impaired 
when TRPML1 was silenced in mature DCs 
(Fig. 3, E and F, and fig. S3H) but was in-
duced upon TRPML1 activation in imma-
ture DCs (Fig. 3G and fig. S3I). These results 
suggest that the switch from slow to fast 
migration observed in DCs upon microbial 
sensing requires both TRPML1-dependent 
translocation of TFEB to the nucleus and 
TFEB-dependent TRPML1 transcription. 
We conclude that the TFEB-TRPML1 axis 
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Fig. 3. Fast DC migration relies on calcium release by TRPML1. (A) A typical calcium response by Fluo4-AM–loaded 
Trpml1+/+ (black line) or Trpml1−/− (gray line) immature DCs. Cells were challenged with MLSA1 (10 M) and 
thapsigargin (1 M). Dotted lines indicate the treatment time. To prevent overlap between the two responses, we 
added an artificial offset (Trpml1+/+ signal + 100). (B) Quantification of calcium responses (data were pooled from 
N = 2 independent experiments with n = 29 and 30 cells for Trpml1+/+ and Trpml1−/− immature DCs, respectively). (C and 
D) Analysis of BMDC migration in 4 m–by–5 m fibronectin-coated microchannels. (C) Mean instantaneous veloci-
ties of DMSO- or MLSA1 (10 M)–treated immature DCs (data were pooled from N = 2 independent experiments, with 
n = 316, 291, 206, and 163 cells from left to right). (D) Mean instantaneous velocities of DMSO- or Torin 2 (2.5 nM)–
treated immature DCs (data were pooled from N = 2 independent experiments, with n = 215, 202, 201, and 166 cells 
from left to right). (E) Immunofluorescence images of TFEB-GFP knock-in control (siCtrl) or TRPML1 knockdown 
(siTRPML1-A) LPS-DCs (×60 magnification; scale bar, 10 m; one plane is shown). (F) The normalized TFEB nucleus-
to-cytosol ratio from cells shown in (E) (n = 40 cells per condition, pooled from N = 2 independent experiments). 
(G) Normalized TFEB nucleus-to-cytosol ratio from DMSO- or MLSA1-treated immature DCs (n = 60 cells per condi-
tion, pooled from N = 3 independent experiments). (B, F, and G) Data are quoted as means, and error bars corre-
spond to SEM. (B) MLSA1 values were normalized according to the thapsigargin values, which were set to 100% in 
immature DCs. (F and G) For each experiment, data were normalized with respect to the mean TFEB nucleus-to-
cytosol ratio obtained in siCtrl immature DCs (F) or DMSO-treated immature DCs (G). (C and D) Drugs (MLSA1 or 
Torin 2) were present during the recording. Data are represented as boxes and whiskers; bars include 90% of the 
points, the line represents the median, and the box contains 75% of the data. Mann-Whitney test was applied.
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is activated upon microbial sensing and 
controls DC migration ex vivo and in vivo.

Lysosomal signaling regulates 
front-back F-actin distribution  
in migrating DCs
We next investigated the mechanisms 
downstream of lysosomal signaling that 
trigger fast DC migration. We have pre-
viously shown that LPS enhances the mi
gration speed of DCs by regulating the 
nucleation and subcellular distribution of 
F-actin (5). Immature DCs have a large 
pool of F-actin at their front; this is nu-
cleated by Arp2/3 and promotes antigen 
capture by macropinocytosis while reduc-
ing cell speed. In contrast, LPS-DCs display 
a predominant, cortical patch of F-actin at 
their rear, which is nucleated by the formin 
mDia1 and is required for cell motility (5). 
We observed that this pool of F-actin re-
mained close to the lysosomes in migrating 
LPS-DCs (Fig. 4A and movie S1). Lyso-
some labeling with WGA did not alter the 
migration speed or maturation of DCs 
(figs. S2D and S4, A and B) (6 ).

We next looked at whether the TFEB-
TRPML1 axis induces fast DC migration 
by facilitating the formation and/or main-
tenance of F-actin at the cell rear. TFEB-
silenced LPS-DCs had abnormally low 
levels of F-actin at their rear but higher 
levels at their front (relative to control cell; 
Fig. 4, B and C; fig. S4C for map genera-
tion; and movie S2). Quantification of mi-
grating cells using LifeAct-GFP density 
maps (5) confirmed this result on the pop-
ulation level; migrating LPS-DCs spent 
longer with F-actin at the cell front and 
had a higher front-back F-actin ratio 
when TFEB was silenced (Fig. 4, D and E). 
Furthermore, TFEB knockdown did not 
modify the distribution of F-actin in im-
mature DCs (Fig. 4, C to E, and fig. S4D). 
Accordingly, forced translocation of TFEB 
to the nucleus (using Torin 2) resulted in 
an accumulation of F-actin at the cell rear 
(fig. S4E).

LifeAct-GFP–expressing TRPML1-deficient LPS-DCs had much 
the same phenotype as TFEB knockdown cells: The F-actin structure 
normally observed at the cell rear was less prominent, and F-actin re-
mained at the cell front for a longer period, similar to immature DCs 
(Fig. 5, A to C; fig. S5, A to E; and movie S3). Accordingly, the treat-
ment of immature DCs with MLSA1 shortened the period during 
which F-actin accumulated at the cell front (Fig. 5, D to F); this finding 
also agrees with the effect of MLSA1 on migration speed. MLSA1 had 
no effect on the distribution of F-actin in Trpml1−/− DCs (Fig. 5, E and 
F, and fig. S5F). The absence of TRPML1 had no effect on global lyso-
some localization (fig. S5G). We conclude that lysosomal signaling 

through the TRPML1-TFEB axis regulates DC migration through 
organization of the actin cytoskeleton.

The TRPML1-TFEB axis controls F-actin dynamics by 
promoting myosin IIA activity
To link the release of lysosomal calcium to reorganization of the actin 
cytoskeleton, we decided to focus on the actin-based motor protein 
myosin II. Calcium is known to regulate myosin II activity by activat-
ing myosin light-chain kinase, which, in turn, phosphorylates the 
light chain of myosin II (23, 31). Myosin IIA (the only isoform of the 
motor protein expressed in DCs; www.immgen.org) has also been 
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Fig. 4. TFEB controls actin cytoskeleton reorganization in response to microbial sensing. (A) LifeAct-GFP imma-
ture DCs and LPS-DCs migrating in 8 m–by–5 m fibronectin-coated microchannels. The middle (M) and cortical (C) 
planes were imaged. The inset (rectangle with a dashed boundary) highlights the proximity of the lysosomes (in red, 
labeled with WGA AF-647) to the F-actin patch observed in LPS-DCs. The red arrowhead indicates an actin cable that 
originates in the actin patch and extends toward the cell rear (spinning disk microscope, ×100 magnification; scale bars, 
5 m). (B) Sequential images of LifeAct-GFP siCtrl or TFEB-silenced (siTFEB) LPS-DCs (8 m–by–5 m fibronectin-coated 
channels; epifluorescence microscope, ×20 magnification; one image every 2 min; scale bars, 10 m). (C) Mean LifeAct-GFP 
distribution in siCtrl or siTFEB DCs (from top to bottom, n = 40, 38, 29, and 35 cells; representative results from one of two 
experiments are shown). (D) Dynamic analysis of the fraction of time spent by the cells depicted in (C) with LifeAct-GFP at 
their front. (E) The mean F-actin front-back ratio. (D) Data are quoted as means, and error bars correspond to SEM. (E) Data 
are represented as boxes and whiskers; bars include 90% of the points, the line represents the median, and the box con-
tains 75% of the data. Mann-Whitney test was applied.
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shown to be essential for leukocyte mi-
gration in confined environments (6, 23). 
Time-lapse imaging of myosin IIA–GFP 
showed that it was enriched at the rear of 
LPS-DCs, where it was found in the vicin-
ity of lysosomes (Fig. 6A and movie S4). 
Note that in TRPML1-deficient LPS-DCs, 
the amount of myosin IIA–GFP associated 
with lysosomes was abnormally low and 
the front-back ratio was abnormally high 
(Fig.  6, A to D; fig. S6, A and B; and 
movie S4). Hence, altered F-actin re-
organization in Trpml1−/− DCs that have 
sensed LPS is linked to defective myosin 
IIA distribution.

We therefore hypothesized that the release of lysosomal calcium 
by TRPML1 might promote sustained myosin IIA activity at the rear 
of the DC and thus regulate actin dynamics locally. Accordingly, we 
found that the predominant F-actin structure localized at the rear of 
LPS-DCs was barely observed upon myosin II inhibition. Myosin II 
inhibition was also associated with a low cell speed (Fig. 6, E and F; 
fig. S6C; and movie S5). Analyses of myosin IIA–GFP dynamics at 
high spatial and time resolutions showed that the motor was moving 
toward the cell rear along actin cables (Fig. 6G and movie S6). Kymo-
graph analysis showed that this myosin IIA–GFP retrograde flow was 
low in Trpml1−/− LPS-DCs (i.e., similar to the levels observed in im-
mature cells; Fig. 6, H and I, and movie S4). Inversely, stimulation of 
lysosomal calcium release by MLSA1 produced a relative increase in 
the retrograde flow of myosin IIA–GFP in immature DCs (i.e., giving 
values seen in LPS-DCs; Fig. 6J). Together, these results suggest that 
TRPML1-triggered calcium release from lysosomes activates myosin 
IIA, stabilizes F-actin at the rear of LPS-DCs, and promotes fast DC 
migration. Our results also highlight the TRPML1-TFEB lysosomal 
signaling axis as being critical for migration mode switching in DCs 
upon LPS sensing.

The TRPML1-TFEB axis is activated by down-modulation of 
macropinocytosis in mature DCs
We next investigated the nature of the signals that activate lysosome 
signaling upon LPS recognition by DCs. It has recently been shown 
that in macrophages, macropinocytosis facilitates amino acid sup-
ply to lysosomes and leads to local mTORC1 activation (15). These 
results fit well with the well-known down-regulation of macropino-
cytosis after the loss of Cdc42 and Arp2/3 activities in mature DCs 
(5). We therefore hypothesized that activation of the TRPML1-TFEB 
axis (occurring downstream of mTORC1 inhibition) might result 
from the down-regulation of macropinocytosis in LPS-DCs.

To test this hypothesis, we analyzed the effects of macropinocyto-
sis inhibitors on the nuclear translocation of TFEB-GFP. Treatment 
of immature DCs with rottlerin or a Cdc42 inhibitor (ML141) (5) 
triggered TFEB nuclear localization and increased the speed of im-
mature DCs (like LPS; Fig. 7, A and B, and fig. S7A). Accordingly, 
these inhibitors promoted myosin IIA–GFP accumulation at the rear 
of Trpml1+/+ immature DCs but had no influence on Trpml1−/− cells, 
highlighting the specific role of this calcium channel in the activation 
of lysosomal signaling downstream of macropinocytosis inhibition 
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Fig. 5. TRPML1 controls the organization of the 
DC actin cytoskeleton. (A) Sequential images of 
LifeAct-GFP LPS-DCs (8 m–by–5 m fibronectin-
coated channels; epifluorescence microscope, ×20 
magnification; one image every 2 min; scale bars, 
10 m). (B) Mean LifeAct-GFP distribution of DCs 
(from top to bottom: n = 76, 97, 69, and 71 cells; 
representative results from one of three experi-
ments are shown). (C) Fraction of time spent by 
the cells depicted in (B) with LifeAct-GFP at their 
front. (D) Cortical LifeAct-GFP signal obtained in 
DMSO- and MLSA1 (10 M)–treated DCs (8 m–
by–5 m fibronectin-coated channels; spinning 
disk microscope, ×100 magnification; scale bar, 
5 m). (E) Mean LifeAct-GFP distribution in MLSA1-
treated cells (from top to bottom: n = 41, 42, 45, 
63, 78, and 57 cells; representative results from 
one of two experiments are shown). (F) The frac-
tion of time spent by the cells depicted in (D) with 
LifeAct-GFP at their front (n = 58 and 60 cells for 
Trpml1+/+ and Trpml1−/− MLSA1-treated LPS-DCs, 
respectively). (C and F) Data are quoted as means, 
and error bars correspond to SEM. Mann-Whitney 
test was applied.
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Fig. 6. Calcium release through TRPML1 controls myosin IIA 
retrograde flow at the rear of LPS-DCs. (A) Lysosomes are clus-
tered in the vicinity of the myosin IIA–GFP pool located at the cell 
rear. The cortical plane of a migrating Trpml1+/+ LPS-DC (scale bar, 
5 m; lysosomes stained with WGA AF-647) is shown. (B) The nor-
malized myosin IIA–GFP signal (myosin IIA–GFP concentration) 
measured in the region where lysosomes are located (data were 
pooled from N = 2 independent experiments, with n = 95, 81, 93, 
and 76 cells from left to right). (C) The mean myosin IIA–GFP distri-
bution of Trpml1+/+ and Trpml1−/− BMDCs (from top to bottom: 
n = 74, 68, 58, and 44 cells; representative results from one of 
three experiments are shown). (D) The myosin IIA–GFP front-back 
ratio measured in the cells depicted in (C). (E) Cortical LifeAct-GFP 
signal obtained in DMSO- or para-nitroblebbistatin (p-blebb; 50 M)–
treated LPS-DCs (scale bars, 5 m). (F) Left: Mean LifeAct-GFP dis-
tribution in LPS-DCs, DMSO- or para-nitroblebbistatin–treated 
cells (from top to bottom: n = 51 and 67 cells; representative results 
from one of three experiments are shown). Right: The fraction of 
time spent by these cells with LifeAct-GFP at their front. (G) Myo-
sin IIA localizes on actin cables. Left: The overlay shows myosin 
IIA–GFP (green) and utrophin–red fluorescent protein (RFP; red) 
in an LPS-DC (scale bar, 5 m; the cortical plane shown, and the 
nucleus indicated by white dashed lines). Right: The insets show 
sequential images of utrophin-RFP and myosin IIA–GFP (light blue 
rectangle). To highlight the myosin IIA retrograde flow without 
any contribution of cell velocity, all time points were aligned with 
respect to the cell rear (retrograde flow is indicated by white ar-
rowheads; scale bars, 1 m). Images were corrected for back-
ground and bleaching, and a median filter (2-pixel radius) was 
applied. (H) Myosin IIA–GFP at the cell rear undergoes retrograde 
flow, as indicated by red rectangles. Left: The cortical myosin IIA–
GFP signal (C) obtained in a Trpml1+/+ LPS-DC is depicted; all time 
points were aligned as in (G) (an image was recorded every 400 ms; 
an image every 8 s is depicted; scale bar, 5 m.) Right: Kymographs 
showing myosin IIA–GFP retrograde flow in migrating LPS-DCs. 
All time points were aligned as in (G). The tangent of the angle 
between the red dotted line (myosin IIA–GFP) and the y axis (cell 
rear) enables one to calculate the myosin IIA–GFP retrograde flow 
velocity (one image per 400 ms). (I) Myosin IIA–GFP retrograde 
flow in LPS-DCs (data were pooled from N = 2 to 4 independent 
experiments, with n = 14, 22, 11, and 12 cells from left to right). 
(J) Myosin IIA–GFP retrograde flow in immature DCs (n = 12 cells 
per condition, pooled from N = 2 independent experiments). (A to J) 
Experiments were carried out in 8 m–by–5 m fibronectin-coated 
microchannels; for (A), (E), (G), and (H), images were acquired on a 
spinning disk microscope (×100 magnification). (B) Data were nor-
malized for each experiment with respect to the median ratio 
obtained in Trpml1+/+ immature DCs. (B and D) Data are repre-
sented as boxes and whiskers; bars include 90% of the points, 
the line represents the median, and the box contains 75% of the 
data. (F, I, and J) Data are quoted as means, and error bars corre-
spond to SEM. (I and J) For each experiment, data were normal-
ized against the mean retrograde flow for myosin IIA–GFP in 
immature DCs. Mann-Whitney test was applied.

 by guest on S
eptem

ber 29, 2020
http://im

m
unology.sciencem

ag.org/
D

ow
nloaded from

 

http://immunology.sciencemag.org/


Bretou et al., Sci. Immunol. 2, eaak9573 (2017)     27 October 2017

S C I E N C E  I M M U N O L O G Y  |  R E S E A R C H  A R T I C L E

8 of 11

(Fig. 7, B to F). Similar results were obtained using the macropinocy-
tosis inhibitor 5-(N-ethyl-N-isopropyl)amiloride (EIPA) (fig. S7, B and 
C) (6 ), although this compound decreased DC survival. Together, these 
results suggest that down-regulation of macropinocytosis downstream 

of LPS sensing activates the TRPML1-TFEB axis, probably as a result 
of decreased nutrient delivery to lysosomes. Calcium release by TRP-
ML1 then promotes myosin IIA activity and stabilizes F-actin filaments 
at the rear of mature DCs, increasing their speed and persistence for 
arrival at the LNs.

DISCUSSION
In peripheral tissues, the sensing of microbial components by DCs 
modifies the cells’ migratory behavior, promotes their trafficking to 
LNs, and initiates adaptive immune responses. The signaling pathways 
and molecular mechanisms underlying these changes in DC migration 
have nonetheless remained elusive. Here, we showed that signaling 
from lysosomes controls this process via a positive feedback loop medi-
ated by the TFEB-TRPML1 axis. Upon LPS sensing, lysosomal calcium 
efflux by TRPML1 (i) promotes fast DC migration (by reorganizing the 
actomyosin cytoskeleton) and (ii) initiates TFEB translocation to the 
nucleus (which maintains trpml1 gene expression). Accordingly, our 
results show that TRPML1 is needed for DC chemotaxis to the LNs 
in vivo. We also found that the mere inhibition of macropinocytosis 
is sufficient to induce TFEB nuclear translocation and the cytoskeleton 
rearrangements required for fast DC migration. Macropinocytosis 
therefore emerges as an unexpected link between nutrient sensing, ly-
sosomal signaling, and DC migration.

Our results showed that the mere activation of TRPML1 stimulates 
TFEB nuclear translocation and fast DC migration; this finding strong-
ly suggests that the TRPML1 calcium channel is the main molecular 
player in this process. The expression of fascin [an actin-bundling mol-
ecule that regulates the adhesion of DCs (32)] was shown to be up-
regulated in microarray analyses of TFEB-overexpressing cells (33). 
We found that fascin was up-regulated in migrating LPS-DCs but not in 
MLSA1-treated immature cells (fig. S8, A and B), indicating that calci-
um release from lysosomes is not sufficient to induce fascin expression. 
Lysosomal calcium release by TRPML1 induced myosin IIA retrograde 
flow and F-actin reorganization; however, these findings do not rule out 
a possible contribution of the endoplasmic reticulum to DC migration. 
It has been suggested that calcium in the endoplasmic reticulum is the 
main calcium source for lysosome refilling (34) and thus is needed to 
maintain the myosin IIA back-front gradient (6, 23). In addition to the 
role of TRPML1 in calcium dynamics, a lack of this protein is associated 
with lysosomal storage disorders (26). It was shown that this type of 
lysosomal defect can compromise macrophage migration by inhibit-
ing endocytic recycling (35). However, we did not find a correlation 
between lysosome size and the migration speed of Trpml1−/− DCs (fig. 
S8C). Last, chronic loss of TRPML1 activity correlates with cholesterol 
accumulation in lysosomal compartments (30, 36), which can affect 
CCR7 oligomerization and signaling (37) as well as trafficking of skin 
DCs to LNs (38). However, we found that cholesterol distributions 
were similar in Trpml1+/+, Trpml1−/−, and MLSA1-treated DCs (fig. S8, 
D to F), suggesting that altered cholesterol homeostasis is not responsi-
ble for the impaired migration of TRPML1-deficient cells.

It remains to be seen how the TFEB-TRPML1 axis controls the mi-
gration of DCs upon infection in vivo. Analysis of DC subpopulations 
showed that TRPML1 deficiency has a specific impact on the number 
of mDC2 cells in LNs under homeostatic conditions (Fig. 2I). To fur-
ther define the contribution of lysosome signaling to adaptive immu-
nity, one must determine whether mDC2 cells exhibit elevated levels 
of TFEB and/or TRPML1 activity and how TFEB and TRPML1 KO 
mice respond to infections that usually activate these DCs. In summary, 
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Fig. 7. Inhibition of macropinocytosis activates the TFEB-TRPML1 axis. (A) Normal-
ized TFEB nucleus-to-cytosol ratio from immature DCs treated with rottlerin (3 M) or 
ML141 (50 M) (data were pooled from N = 2 independent experiments, with n = 40, 
45, 43, and 45 cells from left to right). (B) Mean instantaneous velocities of immature 
DCs migrating in 4 m–by–5 m fibronectin-coated microchannels, treated with rott
lerin (3 M) or ML141 (50 M) (n = 109, 136, 140, 79, 77, and 120 cells from left to right). 
(C to F) Analysis of the localization of myosin IIA–GFP in immature DCs migrating in 
8 m–by–5 m fibronectin-coated microchannels. (C) Mean myosin IIA–GFP distribu-
tion in immature DCs treated with rottlerin (3 M) (from top to bottom: n = 50, 40, 47, 
and 50 cells; representative results from one of two experiments are shown). (D) The 
myosin IIA–GFP front-back ratio measured in the cells depicted in (C). (E) The mean 
myosin IIA–GFP distribution in immature DCs treated with ML141 (50 M) (from top to 
bottom: n = 66, 49, 50, and 50 cells; representative results from one of two experiments 
are shown). (F) The myosin IIA–GFP front-back ratio measured in the cells depicted in 
(E). (A to F) Drugs were present during the recording. (A) Data were normalized for each 
experiment with respect to the mean TFEB ratio obtained in DMSO-treated immature 
DCs. Data are quoted as means, and error bars correspond to SEM. (B, D, and F) Data are 
represented as boxes and whiskers; bars include 90% of the points, the line represents 
the median, and the box contains 75% of the data. Mann-Whitney test was applied.
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we found that activation of the TRPML1-TFEB axis is a critical signal 
that allows DCs to switch from a tissue-patrolling mode to the fast mi-
gration mode required for chemotaxis to LVs and homing to LNs. We 
further characterized the underlying mechanism by demonstrating that 
TRPML1 controls myosin IIA activity and maintains F-actin nucleation 
at the rear of DCs (5). Our data further suggest that (i) the inhibition of 
macropinocytosis after DC maturation activates lysosomal signaling and 
(ii) macropinocytosis might link nutrient sensing to cell locomotion.

MATERIALS AND METHODS 
Study design
The objective of this study was to investigate the role of lysosomal sig-
naling in the migration of DCs at the immature stage or upon micro-
bial stimulation. We focused on the TFEB-TRPML1 axis and used 
microchannels as a tool to model the confined environment where 
DCs naturally evolve in tissues. DC migration, chemotaxis, and cyto-
skeleton dynamics were evaluated in TFEB- or TRPML1-silenced and 
KO DCs as well as in DCs treated with macropinocytosis inhibitors.

There was no predefined study component. Experiments were not 
randomized, and the investigators were not blinded to allocation during 
experiments and outcome assessment.

Cell culture
Mouse bone marrow–derived DCs (BMDCs) were cultured as pre-
viously described (5, 17 ). To obtain mature DCs, we incubated cells 
(day 10; 2 × 106 cells) for 30 min with LPS (100 ng ml−1; L6511, Sigma) 
and washed them three times (5). For migration experiments, cells 
were usually imaged between 6 and 16 hours after LPS treatment.

Preparation of microchannels and velocity measurements
Microchannels were prepared as previously described (17, 39, 40). For 
velocity measurements (carried out in 4 m–by–5 m microchannels), 
phase contrast images of migrating cells were acquired during 16 hours 
(frame rate of 2 min) on an epifluorescence Nikon Ti-E video micro-
scope equipped with a cooled charge-coupled device (CCD) camera 
(HQ2, Photometrics) and a 10× objective. Kymographs of migrating cells 
were generated and analyzed using a custom program (17 ).

Actin, lysosomes, and myosin IIA density map generation 
and analysis
BMDCs generated from LifeAct-GFP or myosin IIA–GFP knock-in 
mice were incubated with WGA (AF-647) to label the lysosomes be-
fore any activation (2 × 106 cells were incubated with 0.25 g ml−1 for 
30 min at 37°C, 5% CO2). Cells were subsequently activated or not 
and loaded in 8 m–by–5 m microchannels. Migrating cells were 
then imaged for 16 hours using an epifluorescence Nikon Ti-E video 
microscope equipped with a cooled CCD camera (HQ2, Photomet-
rics) and a 20× objective. Images were processed and analyzed using 
ImageJ software. Density maps were generated via a routine devel-
oped in the laboratory, as described previously (see fig. S4C and the 
Supplementary Materials) (5).

Myosin II retrograde flow
Myosin IIA–GFP–expressing Trpml1+/+ or Trpml1−/− immature and 
LPS-DCs were loaded in 8 m–by–5 m microchannels and were 
imaged using a spinning disk microscope (Yokagawa CSU-X1 spin-
ning head mounted on a Nikon Eclipse Ti inverted microscope) 
equipped with a CoolSNAP HQ2 camera (Photometrics) and a 100× 

1.4–numerical aperture (NA) oil immersion objective (acquisition of 
one image per 400 ms). For TRPML1 activation, myosin IIA–GFP 
immature DCs were loaded in microchannels and treated for 6 hours 
with 10 M MLSA1 [dimethyl sulfoxide (DMSO) was used as a con-
trol] before imaging. To quantify the myosin IIA–GFP retrograde 
flow at the cell rear, we generated kymographs using ImageJ software 
and extracted the velocity of myosin IIA patches toward the cell rear. 
For each experiment, flow velocities were normalized to the mean 
retrograde flow of myosin IIA–GFP measured in the corresponding 
immature DC.

TFEB-GFP ratio
TFEB-GFP knock-in BMDCs, activated or not, were seeded on glass 
coverslips. For drug experiments, Torin 2 (2.5 nM) or MLSA1 (10 M) 
was added, with DMSO being used as a control. Six hours after initial 
LPS activation or drug treatments, cells were fixed with 4% para-
formaldehyde and labeled with anti-GFP antibody (Ab) (secondary 
Ab coupled to AF-488), anti-Lamp1 (secondary Ab coupled to AF-
647), and Alexa Fluor phalloidin (AF-546). Z-stack images (1-m spac-
ing) were acquired on an inverted spinning disk confocal microscope 
(Roper/Nikon) using a 60× oil immersion objective (1.4 NA). For each 
cell, a single plane corresponding to the center of the nuclei was selected. 
The TFEB-GFP nucleus-to-cytosol ratio was obtained by dividing, af-
ter background subtraction, the TFEB-GFP signal detected in the nu-
cleus [segmentation on 4′,6-diamidino-2-phenylindole (DAPI) signal] 
over the TFEB-GFP signal detected in the cytosol (segmentation on 
phalloidin signal). Data were normalized for each experiment to the 
mean TFEB ratio obtained in immature DCs at t = 6 hours.

Migration in collagen gels
Collagen experiments were performed as previously described (see 
the Supplementary Materials) (5). Cells were imaged (phase contrast, 
×10 magnification; frequency of acquisition, one image every 2 min) 
during 16 hours. Images were processed using Fiji to extract cell tracks. 
The mean image (mean projection on all time points) of the movie 
was subtracted from every time point to remove static structures. Re-
sulting movies were processed using the Fiji plugin Filter Mean (radius, 
3 pixels), and cells were tracked using custom software (41).

Analysis of migratory DCs
Isolation of DCs
Inguinal LNs were collected from wild-type or Trpml1−/− mice and 
digested with Liberase TL Research Grade (0.15 mg ml−1; Roche) 
and deoxyribonuclease (0.15 mg ml−1; Sigma) in a CO2-independent 
medium (Invitrogen) for 15 min at 37°C. Digestion was stopped by 
washes in cold phosphate-buffered saline–bovine serum albumin 
(PBS-BSA) + 0.5% EDTA (2 mM) (Invitrogen). A single-cell suspen-
sion was obtained by gentle pipetting and filtering through a 70-m 
cell strainer.
Flow cytometry
A multiparameter analysis was performed on the Fortessa (BD Bio-
sciences), and data were analyzed with FlowJo software (Tree Star). 
Monoclonal Abs specific to mouse CD8 (53-6.7) allophycocyanin 
(APC; 553035, BD Biosciences) MHC II (I-A/I-E) (M5/114.15.2) Alexa 
Fluor 700 (56-5321-82, eBioscience), CD103 (2E7) PerCP-eFluor 710 
(46-1031-82, eBioscience), CD11b (M1/70) Brilliant Violet 605 
(101237, BioLegend), CD11c (N418) PE (phycoerythrin)–Cy7 (cy-
anine 7) (25-0114-82, eBioscience), and EpCAM (epithelial cell ad-
hesion molecule) (G8.8) APC/Cy7 (118218, BioLegend) were purchased 

 by guest on S
eptem

ber 29, 2020
http://im

m
unology.sciencem

ag.org/
D

ow
nloaded from

 

http://immunology.sciencemag.org/


Bretou et al., Sci. Immunol. 2, eaak9573 (2017)     27 October 2017

S C I E N C E  I M M U N O L O G Y  |  R E S E A R C H  A R T I C L E

10 of 11

from BD Biosciences or eBioscience. Cells were stained on ice for 
30 min in PBS-BSA + 0.5% EDTA (2 mM). Before acquisition, cells 
were washed three times and resuspended in PBS-BSA + 0.5% EDTA 
(2 mM) solution with DAPI (1 g ml−1) to exclude dead cells. The 
detailed gating strategy is described in fig. S2G. Isotype controls were 
not performed because staining for CD11c, MHC II, CD103, CD8a, 
CD11b, and EpCAM by the antibodies listed above were validated in 
previous publications (42, 43).

Statistics and reproducibility
Experiments shown in the figures correspond to representative exper-
iments (n, number of cells analyzed; N, number of experiments) or a 
pool of experiments. An internal control was systematically included 
in migration experiments. All graphs and statistical analysis were per-
formed using GraphPad Prism (version 5 or 7), and whenever possi-
ble, exact P values are indicated in the figures. No statistical method 
was used to predetermine sample size. Comparisons between any two 
groups were made using the nonparametric Mann-Whitney statistical 
test or the paired t test (Fig. 2J). In the collagen experiment, where the 
number of tracks was extremely high (>2000), a Welch two-sample 
t test was applied. Boxes in box plots extend from the 25th to the 
75th percentile, with the median indicated by a line, and the whiskers 
extend from the 10th to the 90th percentile. Bar graphs show the 
means, and error bars correspond to SEM. Additional information 
can be found in Supplementary Materials and Methods.

SUPPLEMENTARY MATERIALS
immunology.sciencemag.org/cgi/content/full/2/16/eaak9573/DC1
Materials and Methods
Fig. S1. TFEB translocates to the nucleus and is required for fast migration of LPS-DCs (related 
to Fig.  1).
Fig. S2. TRPML1 is required for fast DC migration, chemotaxis, and arrival at LNs (related  
to Fig.  2).
Fig. S3. Fast DC migration relies on calcium release by TRPML1 (related to Fig.  3).
Fig. S4. TFEB controls actin cytoskeleton reorganization in response to microbial sensing 
(related to Fig.  4).
Fig. S5. TRPML1 controls the organization of the DC actin cytoskeleton (related to Fig.  5).
Fig. S6. Calcium released through TRPML1 controls myosin IIA retrograde flow at the rear of 
LPS-DCs (related to Fig.  6).
Fig. S7. Inhibition of macropinocytosis activates the TRPML1-TFEB axis (related to Fig.  7).
Fig. S8. Fascin expression, lysosomal area, and cholesterol homeostasis in migrating DCs.
Table S1. Source data for all graphs with n < 25.
Movie S1. F-actin is in proximity to the endolysosomes at the rear of the LPS-DCs.
Movie S2. F-actin dynamics in control (siCtrl) and TFEB-silenced (siTFEB) LPS-DCs.
Movie S3. F-actin dynamics in Trpml1+/+ and Trpml1−/− LPS-DCs.
Movie S4. Myosin IIA–GFP dynamics in Trpml1+/+ and Trpml1−/− LPS-DCs.
Movie S5. F-actin dynamics in LPS-DCs treated with DMSO or para-nitroblebbistatin.
Movie S6. Myosin IIA moves along actin cables.
References (44–52)

REFERENCES AND NOTES
	 1.	 F. Sallusto, M. Cella, C. Danieli, A. Lanzavecchia, Dendritic cells use macropinocytosis and 

the mannose receptor to concentrate macromolecules in the major histocompatibility 
complex class II compartment: Downregulation by cytokines and bacterial products.  
J. Exp. Med. 182, 389–400 (1995).

	 2.	 M. Weber, R. Hauschild, J. Schwarz, C. Moussion, I. de Vries, D. F. Legler, S. A. Luther, 
T. Bollenbach, M. Sixt, Interstitial dendritic cell guidance by haptotactic chemokine 
gradients. Science 339, 328–332 (2013).

	 3.	 A. Martín-Fontecha, S. Sebastiani, U. E. Höpken, M. Uguccioni, M. Lipp, A. Lanzavecchia, 
F. Sallusto, Regulation of dendritic cell migration to the draining lymph node: Impact on 
T lymphocyte traffic and priming. J. Exp. Med. 198, 615–621 (2003).

	 4.	 P. Vargas, L. Barbier, P. J. Sáez, M. Piel, Mechanisms for fast cell migration in complex 
environments. Curr. Opin. Cell Biol. 48, 72–78 (2017).

	 5.	 P. Vargas, P. Maiuri, M. Bretou, P. J. Sáez, P. Pierobon, M. Maurin, M. Chabaud, D. Lankar, 
D. Obino, E. Terriac, M. Raab, H.-R. Thiam, T. Brocker, S. M. Kitchen-Goosen, A. S. Alberts, 

P. Sunareni, S. Xia, R. Li, R. Voituriez, M. Piel, A.-M. Lennon-Duménil, Innate control of 
actin nucleation determines two distinct migration behaviours in dendritic cells.  
Nat. Cell Biol. 18, 43–53 (2016).

	 6.	 M. Chabaud, M. L. Heuzé, M. Bretou, P. Vargas, P. Maiuri, P. Solanes, M. Maurin, E. Terriac, 
M. Le Berre, D. Lankar, T. Piolot, R. S. Adelstein, Y. Zhang, M. Sixt, J. Jacobelli, O. Bénichou, 
R. Voituriez, M. Piel, A.-M. Lennon-Duménil, Cell migration and antigen capture are 
antagonistic processes coupled by myosin II in dendritic cells. Nat. Commun. 6, 7526 
(2015).

	 7.	 E. S. Trombetta, M. Ebersold, W. Garrett, M. Pypaert, I. Mellman, Activation of lysosomal 
function during dendritic cell maturation. Science 299, 1400–1403 (2003).

	 8.	 A.-M. Lennon-Duménil, A. H. Bakker, P. Wolf-Bryant, H. L. Ploegh, C. Lagaudrière-Gesbert, 
A closer look at proteolysis and MHC-class-II-restricted antigen presentation. Curr. Opin. 
Immunol. 14, 15–21 (2002).

	 9.	 O. Visvikis, N. Ihuegbu, S. A. Labed, L. G. Luhachack, A.-M. Alves, A. C. Wollenberg, 
L. M. Stuart, G. D. Stormo, J. E. Irazoqui, Innate host defense requires TFEB-mediated 
transcription of cytoprotective and antimicrobial genes. Immunity 40, 896–909 (2014).

	 10.	 M. Samie, P. Cresswell, The transcription factor TFEB acts as a molecular switch that 
regulates exogenous antigen-presentation pathways. Nat. Immunol. 16, 729–736 (2015).

	 11.	 M. Sardiello, M. Palmieri, A. di Ronza, D. L. Medina, M. Valenza, V. A. Gennarino, 
C. Di Malta, F. Donaudy, V. Embrione, R. S. Polishchuk, S. Banfi, G. Parenti, E. Cattaneo, 
A. Ballabio, A gene network regulating lysosomal biogenesis and function. Science 325, 
473–477 (2009).

	 12.	 C. Settembre, C. Di Malta, V. A. Polito, M. Garcia Arencibia, F. Vetrini, S. Erdin, S. U. Erdin, 
T. Huynh, D. Medina, P. Colella, M. Sardiello, D. C. Rubinsztein, A. Ballabio, TFEB links 
autophagy to lysosomal biogenesis. Science 332, 1429–1433 (2011).

	 13.	 C. Settembre, R. Zoncu, D. L. Medina, F. Vetrini, S. Erdin, S. Erdin, T. Huynh, M. Ferron, 
G. Karsenty, M. C. Vellard, V. Facchinetti, D. M. Sabatini, A. Ballabio, A lysosome-to-
nucleus signalling mechanism senses and regulates the lysosome via mTOR and TFEB. 
EMBO J. 31, 1095–1108 (2012).

	 14.	 D. L. Medina, S. Di Paola, I. Peluso, A. Armani, D. De Stefani, R. Venditti, S. Montefusco, 
A. Scotto-Rosato, C. Prezioso, A. Forrester, C. Settembre, W. Wang, Q. Gao, H. Xu, 
M. Sandri, R. Rizzuto, M. A. De Matteis, A. Ballabio, Lysosomal calcium signalling regulates 
autophagy through calcineurin and TFEB. Nat. Cell Biol. 17, 288–299 (2015).

	 15.	 S. Yoshida, R. Pacitto, Y. Yao, K. Inoki, J. A. Swanson, Growth factor signaling to mTORC1 
by amino acid–laden macropinosomes. J. Cell Biol. 211, 159–172 (2015).

	 16.	 J. Neefjes, CIIV, MIIC and other compartments for MHC class II loading. Eur. J. Immunol. 
29, 1421–1425 (1999).

	 17.	 G. Faure-André, P. Vargas, M.-I. Yuseff, M. Heuzé, J. Diaz, D. Lankar, V. Steri, J. Manry, 
S. Hugues, F. Vascotto, J. Boulanger, G. Raposo, M.-R. Bono, M. Rosemblatt, M. Piel, 
A.-M. Lennon-Duménil, Regulation of dendritic cell migration by CD74, the MHC class 
II-associated invariant chain. Science 322, 1705–1710 (2008).

	 18.	 M. L. Heuzé, P. Vargas, M. Chabaud, M. Le Berre, Y.-J. Liu, O. Collin, P. Solanes, R. Voituriez, 
M. Piel, A.-M. Lennon-Duménil, Migration of dendritic cells: Physical principles, molecular 
mechanisms, and functional implications. Immunol. Rev. 256, 240–254 (2013).

	 19.	 A. Alloatti, F. Kotsias, A.-M. Pauwels, J.-M. Carpier, M. Jouve, E. Timmerman, L. Pace, 
P. Vargas, M. Maurin, U. Gehrmann, L. Joannas, O. I. Vivar, A.-M. Lennon-Duménil, 
A. Savina, K. Gevaert, R. Beyaert, E. Hoffmann, S. Amigorena, Toll-like receptor 4 
engagement on dendritic cells restrains phago-lysosome fusion and promotes 
cross-presentation of antigens. Immunity 43, 1087–1100 (2015).

	 20.	 M. Palmieri, S. Impey, H. Kang, A. di Ronza, C. Pelz, M. Sardiello, A. Ballabio, 
Characterization of the CLEAR network reveals an integrated control of cellular clearance 
pathways. Hum. Mol. Genet. 20, 3852–3866 (2011).

	 21.	 D. L. Medina, A. Fraldi, V. Bouche, F. Annunziata, G. Mansueto, C. Spampanato, C. Puri, 
A. Pignata, J. A. Martina, M. Sardiello, M. Palmieri, R. Polishchuk, R. Puertollano, 
A. Ballabio, Transcriptional activation of lysosomal exocytosis promotes cellular 
clearance. Dev. Cell 21, 421–430 (2011).

	 22.	 C. Wei, X. Wang, M. Chen, K. Ouyang, L.-S. Song, H. Cheng, Calcium flickers steer cell 
migration. Nature 457, 901–905 (2009).

	 23.	 P. Solanes, M. L. Heuzé, M. Maurin, M. Bretou, F. Lautenschlaeger, P. Maiuri, E. Terriac, 
M.-I. Thoulouze, P. Launay, M. Piel, P. Vargas, A.-M. Lennon-Duménil, Space exploration 
by dendritic cells requires maintenance of myosin II activity by IP3 receptor 1. EMBO J. 34, 
798–810 (2015).

	 24.	 X.-p. Dong, X. Wang, D. Shen, S. Chen, M. Liu, Y. Wang, E. Mills, X. Cheng, M. Delling, H. Xu, 
Activating mutations of the TRPML1 channel revealed by proline-scanning mutagenesis. 
J. Biol. Chem. 284, 32040–32052 (2009).

	 25.	 K. Venkatachalam, A. A. Long, R. Elsaesser, D. Nikolaeva, K. Broadie, C. Montell, Motor 
deficit in a Drosophila model of mucolipidosis type IV due to defective clearance of 
apoptotic cells. Cell 135, 838–851 (2008).

	 26.	 M. T. Bassi, M. Manzoni, E. Monti, M. T. Pizzo, A. Ballabio, G. Borsani, Cloning of the gene 
encoding a novel integral membrane protein, mucolipidin—and identification of the 
two major founder mutations causing mucolipidosis type IV. Am. J. Hum. Genet. 67, 
1110–1120 (2000).

 by guest on S
eptem

ber 29, 2020
http://im

m
unology.sciencem

ag.org/
D

ow
nloaded from

 

http://immunology.sciencemag.org/cgi/content/full/2/16/eaak9573/DC1
http://immunology.sciencemag.org/


Bretou et al., Sci. Immunol. 2, eaak9573 (2017)     27 October 2017

S C I E N C E  I M M U N O L O G Y  |  R E S E A R C H  A R T I C L E

11 of 11

	 27.	 M. Chandra, H. Zhou, Q. Li, S. Muallem, S. L. Hofmann, A. A. Soyombo, A role for the Ca2+ 
channel TRPML1 in gastric acid secretion, based on analysis of knockout mice. 
Gastroenterology 140, 857–867 (2011).

	 28.	 S. Tamoutounour, M. Guilliams, F. Montanana Sanchis, H. Liu, D. Terhorst, C. Malosse, 
E. Pollet, L. Ardouin, H. Luche, C. Sanchez, M. Dalod, B. Malissen, S. Henri, Origins and 
functional specialization of macrophages and of conventional and monocyte-derived 
dendritic cells in mouse skin. Immunity 39, 925–938 (2013).

	 29.	 J. Idoyaga, C. Fiorese, L. Zbytnuik, A. Lubkin, J. Miller, B. Malissen, D. Mucida, M. Merad, 
R. M. Steinman, Specialized role of migratory dendritic cells in peripheral tolerance 
induction. J. Clin. Invest. 123, 844–854 (2013).

	 30.	 D. Shen, X. Wang, X. Li, X. Zhang, Z. Yao, S. Dibble, X.-p. Dong, T. Yu, A. P. Lieberman, 
H. D. Showalter, H. Xu, Lipid storage disorders block lysosomal trafficking by inhibiting a 
TRP channel and lysosomal calcium release. Nat. Commun. 3, 731 (2012).

	 31.	 F.-C. Tsai, T. Meyer, Ca2+ pulses control local cycles of lamellipodia retraction and 
adhesion along the front of migrating cells. Curr. Biol. 22, 837–842 (2012).

	 32.	 Y. Yamakita, F. Matsumura, M. W. Lipscomb, P.-c. Chou, G. Werlen, J. K. Burkhardt, 
S. Yamashiro, Fascin1 promotes cell migration of mature dendritic cells. J. Immunol. 186, 
2850–2859 (2011).

	 33.	 G. Mansueto, A. Armani, C. Viscomi, L. D’Orsi, R. De Cegli, E. V. Polishchuk, C. Lamperti, 
I. Di Meo, V. Romanello, S. Marchet, P. K. Saha, H. Zong, B. Blaauw, F. Solagna, C. Tezze, 
P. Grumati, P. Bonaldo, J. E. Pessin, M. Zeviani, M. Sandri, A. Ballabio, Transcription factor 
EB controls metabolic flexibility during exercise. Cell Metab. 25, 182–196 (2017).

	 34.	 A. G. Garrity, W. Wang, C. M. D. Collier, S. A. Levey, Q. Gao, H. Xu, The endoplasmic 
reticulum, not the pH gradient, drives calcium refilling of lysosomes. eLife 5, e15887 (2016).

	 35.	 R. D. Berg, S. Levitte, M. P. O’Sullivan, S. M. O’Leary, C. J. Cambier, J. Cameron, K. K. Takaki, 
C. B. Moens, D. M. Tobin, J. Keane, L. Ramakrishnan, Lysosomal disorders drive 
susceptibility to tuberculosis by compromising macrophage migration. Cell 165, 
139–152 (2016).

	 36.	 X. Li, N. Rydzewski, A. Hider, X. Zhang, J. Yang, W. Wang, Q. Gao, X. Cheng, H. Xu, A 
molecular mechanism to regulate lysosome motility for lysosome positioning and 
tubulation. Nat. Cell Biol. 18, 404–417 (2016).

	 37.	 M. A. Hauser, K. Schaeuble, I. Kindinger, D. Impellizzieri, W. A. Krueger, C. R. Hauck, 
O. Boyman, D. F. Legler, Inflammation-induced CCR7 oligomers form scaffolds to 
integrate distinct signaling pathways for efficient cell migration. Immunity 44, 59–72 
(2016).

	 38.	 M. Luchtefeld, C. Grothusen, A. Gagalick, K. Jagavelu, H. Schuett, U. J. F. Tietge, O. Pabst, 
K. Grote, H. Drexler, R. Förster, B. Schieffer, Chemokine receptor 7 knockout attenuates 
atherosclerotic plaque development. Circulation 122, 1621–1628 (2010).

	 39.	 M. L. Heuzé, O. Collin, E. Terriac, A.-M. Lennon-Duménil, M. Piel, Cell migration in 
confinement: A micro-channel-based assay. Methods Mol. Biol. 769, 415–434 (2011).

	 40.	 P. Vargas, E. Terriac, A.-M. Lennon-Duménil, M. Piel, Study of cell migration in 
microfabricated channels. J. Vis. Exp. 84, e51099 (2014).

	 41.	 P. Maiuri, E. Terriac, P. Paul-Gilloteaux, T. Vignaud, K. McNally, J. Onuffer, K. Thorn, 
P. A. Nguyen, N. Georgoulia, D. Soong, A. Jayo, N. Beil, J. Beneke, J. C. H. Lim, C. P.-Y. Sim, 
Y.-S. Chu; W. C. R. participants, A. Jimenez-Dalmaroni, J.-F. Joanny, J.-P. Thiery, H. Erfle, 
M. Parsons, T. J. Mitchison, W. A. Lim, A.-M. Lennon-Duménil, M. Piel, M. Théry, The first 
World Cell Race. Curr. Biol. 22, R673–R675 (2012).

	 42.	 J. C. Miller, B. D. Brown, T. Shay, E. L. Gautier, V. Jojic, A. Cohain, G. Pandey, M. Leboeuf, 
K. G. Elpek, J. Helft, D. Hashimoto, A. Chow, J. Price, M. Greter, M. Bogunovic,  
A. Bellemare-Pelletier, P. S. Frenette, G. J. Randolph, S. J. Turley, M. Merad; Immunological 
Genome Consortium, Deciphering the transcriptional network of the dendritic cell 
lineage. Nat. Immunol. 13, 888–899 (2012).

	 43.	 Y. Kumamoto, M. Linehan, J. S. Weinstein, B. J. Laidlaw, J. E. Craft, A. Iwasaki, CD301b+ 
dermal dendritic cells drive T helper 2 cell-mediated immunity. Immunity 39, 733–743 
(2013).

	 44.	 J. Riedl, K. C. Flynn, A. Raducanu, F. Gärtner, G. Beck, M. Bösl, F. Bradke, S. Massberg, 
A. Aszodi, M. Sixt, R. Wedlich-Söldner, Lifeact mice for studying F-actin dynamics.  
Nat. Methods 7, 168–169 (2010).

	 45.	 Y. Zhang, M. A. Conti, D. Malide, F. Dong, A. Wang, Y. A. Shmist, C. Liu, P. Zerfas, 
M. P. Daniels, C.-C. Chan, E. Kozin, B. Kachar, M. J. Kelley, J. B. Kopp, R. S. Adelstein, Mouse 
models of MYH9-related disease: Mutations in nonmuscle myosin II-A. Blood 119, 
238–250 (2012).

	 46.	 S. Hayashi, A. P. McMahon, Efficient recombination in diverse tissues by a tamoxifen-
inducible form of Cre: A tool for temporally regulated gene activation/inactivation in the 
mouse. Dev. Biol. 244, 305–318 (2002).

	 47.	 J. Helft, J. Böttcher, P. Chakravarty, S. Zelenay, J. Huotari, B. U. Schraml, D. Goubau, 
C. Reis e Sousa, GM-CSF mouse bone marrow cultures comprise a heterogeneous 
population of CD11c+MHCII+ macrophages and dendritic cells. Immunity 42, 1197–1211 
(2015).

	 48.	 C. A. Schneider, W. S. Rasband, K. W. Eliceiri, NIH Image to ImageJ: 25 years of image 
analysis. Nat. Methods 9, 671–675 (2012).

	 49.	 G. W. Zack, W. E. Rogers, S. A. Latt, Automatic measurement of sister chromatid exchange 
frequency. J. Histochem. Cytochem. 25, 741–753 (1977).

	 50.	 J.-C. Yen, F.-J. Chang, S. Chang, A new criterion for automatic multilevel thresholding. 
IEEE Trans. Image Process. 4, 370–378 (1995).

	 51.	 M. Sezgin, B. Sankur, Survey over image thresholding techniques and quantitative 
performance evaluation. J. Electron. Imaging 13, 146–165 (2004).

	 52.	 J. B. Sibarita, Deconvolution microscopy. Adv. Biochem. Eng. Biotechnol. 95, 201–243 
(2005).

Acknowledgments: We acknowledge the BioImaging Cell and Tissue Imaging (PICT-IBiSA)  
Core Facility of the Institut Curie (ANR10-INBS-04), the Imaging Core at the Institut Pierre-Gilles 
de Gennes (ANR-10-EQPX-34), and the Institut Curie animal facility. We thank M. Sixt (for 
LifeAct-GFP mice), H. Xu (for the TRPML1-GFP construct), and D. Obino and G. Duménil (for 
critical reading of the manuscript). Funding: M.B.: a fellowship from the Association pour la 
Recherche contre le Cancer and the Institut Curie; P.V. and M.C.: fellowships from the 
Fondation pour la Recherche Médicale; L.B.: a PhD fellowship from the French government. 
This work was supported by grants from the European Research Council (Strapacemi 243103) 
and the Institut National du Cancer to A.-M.L.-D., the DCBIOL Labex (ANR-10-IDEX-0001-02-PSL 
and ANR-11-LABX-0043), and the Association Nationale pour la Recherche to P.V. (ANR-16-
CE13-0009). P.V. is an INSERM staff researcher. Author contributions: M.B. designed, 
performed, and analyzed most experiments; prepared manuscript figures; and participated in 
drafting the manuscript. P.J.S. helped with in vivo and Ca2+ experiments, performed FACS 
experiments, and analyzed the cholesterol distribution. D.S. and J.H. analyzed DC populations 
in LNs, and D.S. performed immunofluorescence analyses of fascin. M.M. coded the software 
routines for image analysis (calcium, actomyosin, and organelle dynamics). D.L. performed 
immunofluorescence staining analyses. M.C. observed that DCs accelerated upon inhibition of 
macropinocytosis. O.M. helped with FACS experiments. L.B. analyzed actin dynamics in DCs 
treated with Torin 2. P.M. developed the software for analyzing and modeling cell trajectories 
in collagen experiments. C.S. and A.B. generated and provided TFEB-GFP and TFEB-inducible 
KO precursors. S.M. provided Trpml1−/− mice. M.P. provided support for microfabrication and 
helped with experiment design. P.V. performed collagen and in vivo experiments. P.V. and 
A.-M.L.-D. designed the overall research and wrote the manuscript. Competing interests: 
A.-M.L.-D., P.V., and M.B. hold a patent application (publication no. WO2015118167 A1, 
Modulation of lysosomal calcium channel Mcoln1 regulates DC migration). The other authors 
declare that they have no competing interests.

Submitted 20 September 2016
Resubmitted 26 May 2017
Accepted 20 September 2017
Published 27 October 2017
10.1126/sciimmunol.aak9573

Citation: M. Bretou, P. J. Sáez, D. Sanséau, M. Maurin, D. Lankar, M. Chabaud, C. Spampanato, 
O. Malbec, L. Barbier, S. Muallem, P. Maiuri, A. Ballabio, J. Helft, M. Piel, P. Vargas, A.-M. Lennon-Duménil, 
Lysosome signaling controls the migration of dendritic cells. Sci. Immunol. 2, eaak9573 (2017).

 by guest on S
eptem

ber 29, 2020
http://im

m
unology.sciencem

ag.org/
D

ow
nloaded from

 

http://immunology.sciencemag.org/


Lysosome signaling controls the migration of dendritic cells

Ana-Maria Lennon-Duménil
Odile Malbec, Lucie Barbier, Shmuel Muallem, Paolo Maiuri, Andrea Ballabio, Julie Helft, Matthieu Piel, Pablo Vargas and 
Marine Bretou, Pablo J. Sáez, Doriane Sanséau, Mathieu Maurin, Danielle Lankar, Melanie Chabaud, Carmine Spampanato,

DOI: 10.1126/sciimmunol.aak9573
, eaak9573.2Sci. Immunol. 

sensing with DC migration.
chemotaxis to lymph nodes. The authors propose the release of lysosomal calcium to be a key node that links stimulus 
receptor potential cation channel, mucolipin subfamily, member 1 (TRPML1) impaired directional DC migration and DC
calcium connects DC activation with directional migration of DCs. Deletion of the lysosomal calcium channel transient 

 have examined the role of lysosomes in regulating migration of mature DCs. They report that release of lysosomalet al.
random migratory patterns of immature DCs, mature DCs migrate in a continuous and directional manner. Here, Bretou 

Activation of dendritic cells (DCs) by stimulus such as bacterial sensing promotes DC maturation. In contrast to
Lysosomal calcium powers dendritic cell migration
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