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Abstract
Melanosomes are lysosome-related organelles that coexist with lysosomes within melanocytes.
The pathways by which melanosomal proteins are diverted from endocytic organelles toward
melanosomes are incompletely defined. In melanocytes from mouse models of Hermansky-Pudlak
syndrome (HPS) that lack BLOC-1, melanosomal proteins such as Tyrp1 accumulate in early
endosomes. Whether this accumulation represents an anomalous pathway or an arrested normal
intermediate in melanosome protein trafficking is not clear. Here we show that early endosomes
are requisite intermediates in the trafficking of Tyrp1 from the Golgi to late stage melanosomes in
normal melanocytic cells. Kinetic analyses show that very little newly synthesized Tyrp1 traverses
the cell surface and that internalized Tyrp1 is inefficiently sorted to melanosomes. Nevertheless,
nearly all Tyrp1 traverses early endosomes since it becomes trapped within enlarged, modified
endosomes upon overexpression of Hrs. Although Tyrp1 localization is not affected by Hrs
depletion, depletion of the ESCRT-I component, Tsg101, or inhibition of ESCRT function by
dominant negative approaches results in a dramatic redistribution of Tyrp1 to aberrant endosomal
membranes that are largely distinct from those harboring traditional ESCRT-dependent,
ubiquitylated cargoes such as MART-1. The lysosomal protein content of some of these
membranes and the lack of Tyrp1 recycling to the plasma membrane in Tsg101-depleted cells
suggests that ESCRT-I functions downstream of BLOC-1. Our data delineate a novel pathway for
Tyrp1 trafficking and illustrate a requirement for ESCRT-I function in controlling protein sorting
from vacuolar endosomes to the limiting membrane of a lysosome-related organelle.
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Lysosome-related organelles (LRO) are a class of cell type-specific organelles that share
features with lysosomes and other late endocytic organelles including a low intralumenal pH
and the presence of resident lysosomal hydrolases and membrane proteins (1,2). Some LRO,
such as cytolytic granules of T lymphocytes and natural killer cells, appear to be modified
lysosomes with added functions while other LRO, such as melanosomes, coexist with
lysosomes as separate organelles. The mechanisms and pathways by which components of
the latter class of LRO are segregated from those of classical late endosomes and lysosomes
are only beginning to be understood.

Melanosomes are LROs that function in the synthesis, storage and secretion of melanins in
melanocytes and retinal pigment epithelia and provide an excellent model system for
studying LRO biogenesis (3). Melanosomes develop through a series of four
morphologically-defined stages that are enriched in a specific set of protein components
(4,5). Stage I and II melanosomes are characterized by intralumenal fibrils, composed
largely of the fibrillogenic protein Pmel17, but lack melanogenic enzymes such as tyrosinase
and tyrosinase-related proteins. Melanin is synthesized and accumulates on the fibrils in
melanosome stages III and IV as a consequence of the delivery of melanogenic enzymes to
preformed stage II melanosomes. The pathways by which these enzymes are delivered are
not yet clearly delineated.

Early endosomes play a special role in melanocytes, serving as intermediates for cargo
bound both for lysosomes and melanosomes of different stages. For example, stage I
melanosomes correspond functionally and morphologically to vacuolar domains of early
endosomes, and serve as the site in which Pmel17 fibril formation is initiated (5). We have
demonstrated previously that the melanosome-specific proteins Pmel17 and tyrosinase are
both differentially sorted from early endosomes to stage II and III melanosomes,
respectively. Tyrosinase is sorted to stage III melanosomes from tubular extensions of early
endosomes, the buds of which are frequently enriched in the adaptor protein AP-3 (6).
Accordingly, AP-3 deficiency in a subset of patients or mouse models of Hermansky-Pudlak
Syndrome (HPS) results in missorting of a large cohort of tyrosinase to late endosomes
(6,7). Pmel17 within early endosomes, like the melanocyte-specific protein MART-1 (8) and
ubiquitylated lysosomal cargo in other cell types (9), becomes incorporated onto ILVs
within vacuolar domains (5). Cleavage of Pmel17 within these organelles, which occurs
concomitant with sequestration on ILVs, initiates formation of fibrils that eventually
organize into fibrillar sheets within stage II melanosomes (10). While the incorporation of
MART-1 (11) and several lysosomal cargoes onto ILVs requires ubiquitylation of the
cytoplasmic domains and recognition of the ubiquitin moiety by components of the ESCRT
pathway (for review see 12-14), Pmel17 sorting to ILVs does not require ubiquitylation, is
insensitive to depletion of the ESCRT-0 component Hrs or to dominant negative disruption
of ESCRT activity, and requires a lumenal determinant (15). Thus, melanosomal proteins
like tyrosinase and Pmel17 are sorted from MART-1 and conventional late endocytic
proteins within early endosomes by diverse mechanisms of spatial segregation mediated by
cytoplasmic machinery and by lumenal interactions.

Whereas tyrosinase distribution is dramatically altered in AP-3-deficient melanocytes, the
distribution of another mature melanosome resident, tyrosinase-related protein 1 (Tyrp1), is
only mildly affected, with a modest increase in cell surface expression (16,17) but no
obvious effect on intracellular distribution (7,18). Tyrp1 (also called TRP1 or GP75) shares
43% homology with tyrosinase (19,20), and has been proposed to stabilize tyrosinase on the
melanosomal membrane (21) and to favor the accumulation of black melanin intermediates
(22). At steady state, Tyrp1 resides predominantly in the limiting membrane of late stage
(III/IV) melanosomes with a small cohort found in tubulovesicular structures near
melanosomes or the Golgi (5,18) in MNT-1 melanoma and mouse melanocytes. The
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interaction of newly-synthesized Tyrp1 with the PDZ-containing protein GIPC in the
juxtanuclear Golgi region suggested that Tyrp1 might be sorted directly from the TGN to
melanosomes (23), consistent with reconstitution of AP-1-dependent vesicular export of
Tyrp1 from enriched Golgi membranes in vitro (24). However, other data support a pathway
in which early endosomes serve as an intermediate in Tyrp1 trafficking. Like tyrosinase,
Tyrp1 contains a di-leucine-based sorting motif in its cytoplasmic domain that is necessary
(although not sufficient – see ref. (17) for proper cellular localization (25) and binds in vitro
to AP-1, which is enriched on endosomal buds in melanocytes (6). Tyrp1 is present at low
levels at the plasma membrane and can be internalized, suggesting passage through
endosomes during its life cycle (16,17,26,27), and a significant cohort of Tyrp1 can be
found in transferrin-accessible endosomes at steady state in melanocytes (18)(C. Delevoye
and G. Raposo, unpublished data). Tyrp1 distribution is altered by overexpression of a
dominant negative form of the late endosomal GTPase, Rab7, in amelanotic cells or by Rab7
depletion in B16 mouse melanoma cells (28,29). Finally, Tyrp1 becomes trapped in early
endosomes in melanocytes derived from HPS models lacking subunits of BLOC-1 or
BLOC-2, suggesting that these complexes might function in transport between early
endosomes and melanosomes (18). However, to date proof of such a pathway in melanocytic
cells from non-mutant backgrounds is lacking.

In this study we sought to better define the role of early endosomes in the trafficking of
Tyrp1 to melanosomes and to explore the mechanisms by which Tyrp1 trafficking is
regulated. Our results show that newly synthesized Tyrp1 traverses early endosomes but not
the cell surface en route to melanosomes, and provide evidence that ESCRT-I, but not the
ESCRT-0 component Hrs, functions in this pathway at a step downstream of the HPS-
associated BLOC-1.

Results
Internalization of cell surface Tyrp1 to early endosomes

At steady state, Tyrp1 localizes predominantly to melanosomes (5,18,25), but is expressed at
low levels on the cell surface in a wide variety of melanoma and melanocyte cell lines
(26,30) and can be internalized (16-18,27). The cell surface pool could thus potentially be
targeted to melanosomes. To test whether the cell surface functions as an intermediate in the
delivery of Tyrp1 to melanosomes, we investigated the fate of the cohort of cell surface
Tyrp1 in melanocytic cells. The extent of cell surface Tyrp1, as determined by
immunofluorescence microscopy (IFM) analysis of cells labeled on ice with the anti-Tyrp1
mAb TA99 prior to fixation, showed extensive variability among several pigmented cell
lines (data not shown) and within a given cell population (e.g. see Fig. 1a). Easily detectable
levels were observed in the immortalized mouse melanocyte cell line, melan-a, derived from
wild-type C57BL/6J mice (31). Interestingly, the antibody did not label the cell surface
uniformly, but instead showed a punctate staining pattern, suggesting that Tyrp1 at the
plasma membrane of wild-type melanocytes may be enriched in specific subdomains such as
clathrin-coated pits (as observed in BLOC-1-deficient melanocytes; ref. 18).

To determine whether cell surface Tyrp1 was endocytosed, cells with surface-bound TA99
antibody were warmed to 37° C for various times to allow for the antigen/ antibody complex
to internalize. At each time point, remaining cell surface Tyrp1 was quantified by flow
cytometry after incubating the cells on ice with a fluorescently tagged secondary antibody.
As shown in Fig. 1b, Tyrp1 was rapidly internalized at a rate of 18.4% per min for the first 5
min, reminiscent of the kinetics of clathrin-dependent endocytosis. Similar results were
obtained in other pigmented melanocytic cell lines (18).
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We next sought to determine the fate of internalized Tyrp1 by IFM analysis of internalized
anti-Tyrp1 antibody TA99 that was directly conjugated to Alexa594. To ensure that the
antibody did not dissociate from Tyrp1 during intracellular trafficking, we first tested
whether TA99-Alexa594 remained bound to Tyrp1 under the acidic environment of
endosomes and melanosomes. Fixed, permeabilized melan-a cells were incubated with
TA99-Alexa594 at pH 7.4, washed, and then incubated for an additional 30 min in buffer of
varying pH. Cells were then washed and fluorescence intensity was quantified by flow
cytometry. Importantly, fluorescence intensity was identical when cells were incubated at
pH 7.4 or pH 4.4 (Suppl. Fig. S1), demonstrating that TA99 remained bound to Tyrp1 at a
pH below that expected for the endocytic and melanosomal pathways. Thus, the fate of
internalized antibody should reasonably report on the fate of internalized Tyrp1. Moreover,
since the Alexa594 moiety would not be expected to be degraded by lysosomal hydrolases,
delivery of internalized Tyrp1 to late endosomes or lysosomes should be detectable by this
approach.

To examine the cellular location of internalized Tyrp1 we plated melan-a cells on coverslips
and incubated with TA99-Alexa594 on ice followed by incubation at 37°C for 5 min to allow
the antibody/antigen complex to internalize. Internalization was then arrested at 0°C and
cells were processed for IFM and colabeled for syntaxin 13, which localizes to early
endocytic compartments including recycling endosomes (18,32). TA99-Alexa594 was
observed on punctate structures that were also positive for syntaxin 13 (Fig. 1c-e, insets),
confirming internalization to early endosomes. The few TA99-positive structures that did
not colocalize with syntaxin 13 likely represent TA99 that had not been internalized within
the 5 min incubation, consistent with the kinetic data.

Most internalized Tyrp1 remains localized to early endosomes by endocytic recycling and
is only inefficiently delivered to melanosomes

We next tested whether the pool of cell surface Tyrp1 that was internalized into early
endosomes eventually reached late melanosomes. Melan-a cells plated on coverslips were
incubated with TA99-Alexa594 on ice followed by a 5 min uptake at 37°C to enhance
labeling of the pool of cell surface and early endosomal Tyrp1. The cells were then washed
and subsequently incubated at 37°C in growth medium without antibody for 20 or 60 min to
allow for post-endocytic trafficking of the Tyrp1/antibody complex. The cells were then
fixed and analyzed by IFM after costaining with markers of various organelles (Fig. 2).

In MNT-1 melanoma cells (5) and other cell types (33), 20 min of chase is sufficient time
for endocytic cargoes to reach late endosomes. Late endosomes in melan-a cells were
identified by labeling for lysobisphosphatidic acid (LBPA), a lipid that is present on internal
membranes of late endosomal multivesicular bodies (34-36). After 20 min of chase in
melan-a cells, internalized TA99-Alexa594 did not appreciably overlap by IFM with LBPA
(Fig. 2a-c), indicating that little if any Tyrp1 accesses late endosomes within this time
frame; since the free Alexa dye would not be expected to be degraded by lysosomal
hydrolases, it is unlikely that the lack of overlap with LBPA reflects degradation of the
antibody within these compartments. Moreover, the internalized TA99-Alexa594 did not
overlap at all with Pmel17, indicating that internalized Tyrp1 does not reside appreciably
within stage II melanosomes. By contrast, a small fraction of internalized TA99-Alexa594 in
most cells colocalized with the steady state cohort of Tyrp1, labeled by post-fixation
staining with TA99 conjugated to Alexa488 (Fig. 2g-i), as well as with pigment granules
visualized by bright field microscopy (data not shown). Because most Tyrp1 at steady state
is present in mature melanosomes (5), this suggests that a cohort of internalized Tyrp1
accessed mature stage III and IV melanosomes without significant accumulation in late
endosomal or immature stage II melanosomes. Nevertheless, the majority of internalized
TA99 in most cells did not colocalize with the steady state pool of Tyrp1 (Fig 2g-i), but
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rather largely overlapped with labeling for syntaxin 13 (Fig. 2j-l). These observations
suggest that internalized Tyrp1 is inefficiently transported to melanosomes within 20 min of
chase, and that the majority remains associated with early endosomes. Importantly, nearly
identical results were obtained when the chase was increased from 20 min to 60 min; the
majority of internalized TA99 was still detected on syntaxin 13-positive structures (Fig. 3j-l)
with a fraction reaching late stage melanosomes (Fig. 3g-i). Again, no significant labeling
was detected in late endosomes (Fig. 3a-c) or stage II melanosomes (Fig. 3d-f). The poor
delivery to melanosomes was not due to aberrant trafficking induced by antibody cross-
linking because identical results were obtained using Alexa Fluor-conjugated TA99 Fab
fragments (Suppl. Fig. S1b-g). Moreover, similar results were obtained with human 1011-
mel and MNT-1 melanoma cells, although the signal from internalized TA99 antibody was
much weaker due to low plasma membrane labeling at time 0 (data not shown). Taken
together, these data demonstrate that cell surface Tyrp1 is inefficiently trafficked to mature
melanosomes, and that the minor cohort that does traffic to melanosomes does not pass
significantly through late endosomes or stage II melanosomes.

The large fraction of cell surface-derived Tyrp1 found in syntaxin13-positive compartments
after extended chase times suggested that Tyrp1 might undergo constitutive recycling. To
test this, we used a quantitative fluorescence quenching assay to monitor the re-expression
of internalized, fluorescently-labeled TA99 antibody at the cell surface (see Materials and
Methods and (37). As shown in Fig. 4, recycled Tyrp1 was detectable by 5 min of chase and
had reached 37% and 54% of the internalized pool, respectively, by 20 and 60 min of chase.
Similar results were obtained with a second pigmented melanocyte cell line (18). These
results were consistent with the IFM data and indicated that a majority of cell surface Tyrp1
underwent constitutive endocytic recycling.

Tyrp1 is sorted to melanosomes from within an intracellular compartment
The inefficient delivery of internalized Tyrp1 to melanosomes and the very high steady state
distribution to melanosomes suggests that the cell surface pool of Tyrp1 does not contribute
significantly to the predominant pool of Tyrp1 in melanosomes, and that the majority of
newly synthesized Tyrp1 must thus be sorted to melanosomes independently of the cell
surface. If this is the case, then the cell surface pool of Tyrp1 might not derive from the
biosynthetic pathway. To test this prediction, we quantified the delivery of Tyrp1 to the cell
surface over time using a continuous TA99-Alexa488 antibody uptake assay at 37°C in
melan-a cells. As shown in Fig. 5a, uptake of anti-Tyrp1 antibody was biphasic, with more
rapid uptake within the first 20 min, and then a more gradual uptake through 60 min. This
biphasic curve likely represents a combination of two sources of Tyrp1: 1) a fast delivery
representing recycling Tyrp1 delivered from early endosomes, which is consistent with the
majority of recycling occurring by 20 min (Fig. 4), and 2) a sustained delivery from another
intracellular source of Tyrp1. To determine whether the sustained delivery of Tyrp1
originated from the biosynthetic pathway, we treated the cells with Brefeldin A (BFA),
which disrupts biosynthetic transport and redistributes Golgi membranes to the endoplasmic
reticulum (38,39). Whereas treatment of cells with 10 μM BFA was sufficient to disperse the
Golgi, based on the relocalization of GM130 to peripheral puncta (Fig. 5b, c), it had no
effect on the kinetics of cell surface delivery of Tyrp1 (Fig. 5a). This indicated that the cell
surface Tyrp1 does not originate from the biosynthetic pool but instead is supplied from
another intracellular source. Interestingly, while BFA has been shown to inhibit recycling of
TfR (40,41), Tyrp1 recycling was not affected by treatment with BFA (Fig. 4), consistent
with the lack of effect on the rapid phase of cell surface delivery. Thus these data indicated
that the cell surface pool of Tyrp1 derives predominantly from endocytic recycling, but not
from the biosynthetic pool. Taken together, the data suggest that newly-synthesized Tyrp1
bypasses the plasma membrane en route to late melanosomes.
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Hrs overexpression traps Tyrp1 in endosome-derived membrane clusters
The data presented above are consistent with either direct transport of Tyrp1 from the TGN
to melanosomes or indirect transport via an endosomal compartment. To determine whether
Tyrp1 traverses early endosomes en route to melanosomes in non-mutant melanocytes, we
tested whether overexpression of Hrs affected Tyrp1 transport. Hrs is a component of the
“ESCRT-0” complex involved in ILV formation within vacuolar endosomes (reviewed in
(12-14)) and is enriched in the clathrin-containing coats of stage I melanosomes (15).
Overexpression of Hrs in many cell types (42-47), including melanocytes (15), results in the
formation of clusters of enlarged Hrs-positive endosomal structures that trap proteins
associated with or passing through endocytic compartments. Hrs overexpression can
therefore be used as a way to “trap” cargoes that normally traverse early endosomes, much
in the same way that overexpression of dominant mutants of Rab5 has been used (48). We
first overexpressed Hrs in the human melanoma cell line 1011-mel, which is easily
transduced by transient transfection and faithfully segregates Tyrp1 to melanosomes.
Twenty-four hrs after transient transfection with myc-tagged Hrs, 1011-mel cells were
analyzed by IFM for the distribution of early endosomal markers and for Tyrp1 (Fig. 6).
Overexpressed Hrs was concentrated in large structures that clustered near the perinuclear
region of the cell and in smaller Hrs-positive structures in the cell periphery (Fig. 6a,d,g).
We have previously shown that these structures trap cargoes destined for ILVs, including
MART-1, epidermal growth factor receptor, and ubiquitylated proteins (15). As expected,
other endosomal proteins, including EEA1, the transferrin receptor (TfR), and syntaxin 7 (a
t-SNARE that regulates traffic between early and late endosomes (49,50)) were also
significantly redistributed to the perinuclear Hrs-positive structures (Fig. 6b,e,h). These data
confirm that Hrs overexpression acts as an early endosomal trap in 1011-mel cells.

Importantly, the majority of Tyrp1 was also redistributed to the Hrs-positive structures in
myc-Hrs overexpressing cells (Fig. 7a-c). Tyrp1 redistribution was observed as early as 16
hrs post-transfection, and was nearly stoichiometric by 26-36 hrs. Trapping was specific, as
Pmel17, a constituent of early stage melanosomes, was largely excluded from the Hrs-
positive membranes at these time points (15). Golgi markers were also excluded from these
structures (not shown). By immuno-electron microscopy (IEM), the Hrs-positive structures
appeared as clusters of closely apposed vacuolar compartments, some of which contained
internal membranes and all of which were densely decorated by antibodies to Hrs (Fig. 7d).
The limiting membranes of some of these compartments were labeled by antibodies to
Tyrp1 (arrows, Fig. 7d and inset), and labeling for Tyrp1 was not detected elsewhere (data
not shown). Trapping of Tyrp1 in Hrs-positive membranes was also observed when Hrs was
overexpressed in melan-a cells (Suppl. Fig. S2). Indeed, as shown in Fig. 5a, Hrs
overexpression in melan-a cells significantly decreased levels of surface Tyrp1, slowed the
rate of Tyrp1 delivery to the cell surface, and eliminated the rapid phase of Tyrp1 cell
surface delivery during the first 20 minutes (which we interpret to reflect endocytic
recycling), all consistent with an interference with endocytic cycling and melanosome
delivery. These data suggest that Tyrp1 traffics though early endosomal compartments
before reaching melanosomes.

Tyrp1 trafficking from endosomes to melanosomes does not require Hrs
Hrs is a docking protein that can simultaneously interact with multiple effectors (51,52).
Thus, Hrs overexpression interferes with the concerted activity of any number of these
effectors, such that the consequences of Hrs overexpression do not necessarily reflect
interference with Hrs function per se. To determine whether Hrs is required for Tyrp1
sorting, we used siRNA to deplete Hrs from a different human melanoma cell line, MNT-1
(which is more amenable to siRNA effects than either melan-a or 1011-mel), and analyzed
the effects on Tyrp1 distribution. As previously shown (15), Hrs depletion in MNT-1 cells
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results in substantial down-regulation of MART-1, a melanocyte-specific protein that is
targeted to lysosomes in a manner dependent on ubiquitylation (11) and on downstream
ESCRT components (see below). By contrast, Tyrp1 distribution was grossly unaltered by
Hrs depletion. By IEM, Hrs-depleted cells were significantly depleted of multivesicular
structures as expected (53-56), accumulated vacuolar endosomes that were more abundant
and enlarged compared to control cells (Suppl. Fig. S3a,c), and were depleted of MART-1
(not shown; see Ref. (15). However, Tyrp1 in these cells remained localized to mature
melanosomes (Suppl. Fig. S3b). These data indicated that although Tyrp1 sorting from early
endosomes is blocked by Hrs overexpression, it does not require Hrs function for delivery to
the limiting membrane of melanosomes.

Tyrp1 trafficking to the melanosome limiting membrane requires ESCRT-I
One of the best-known effectors with which Hrs interacts to regulate endosomal protein
sorting is ESCRT-I. Although Hrs and ESCRT-I cooperate to facilitate protein sorting to
internal vesicles of MVBs (53,57-60), ESCRT-I and downstream ESCRT complexes
participate in additional pathways, such as autophagy (61-63) and cytokinesis (64-66), and
loss of ESCRT or Hrs function has differential effects on endosomal membrane dynamics
(54,61). We therefore tested whether ESCRT-I is required for Tyrp1 sorting from late
endocytic cargo.

We first used siRNA to deplete Tsg101 from MNT-1 melanoma cells. As shown in Fig. 8a,
transduction of MNT-1 cells with Tsg101 siRNA resulted in a loss of >90% of detectable
Tsg101 relative to cells transduced with control siRNA, concomitant with a marked loss of
detectable Hrs. Surprisingly, although there was a reduction in overall melanin levels in cells
treated with Tsg101 siRNA relative to controls (Suppl. Fig. S4a) and some cells had clearly
reduced pigmentation relative to untreated cells (e.g. Fig. 8, compare panels e to h), many of
the obviously Tsg101-depleted cells retained dense pigment granules in numbers
comparable to those in control cells, suggesting that ESCRT-I is not absolutely required for
pigmentation. Tsg101 depletion had no consistent effect on steady state levels of Tyrp1, but
as expected, it interfered with MART-1 degradation resulting in a 2.5× increase in MART-1
levels relative to control cells (Fig. 8a). Consistently, whereas IFM analysis of control cells
showed a faint, diffuse distribution of MART-1 concentrated near the pericentriolar region,
MART-1 accumulated in enlarged, rounded structures throughout the cytoplasm in cells
depleted of Tsg101 (Fig. 8b,c).

Importantly, Tyrp1 in Tsg101-depleted cells also accumulated in large rounded structures
(Fig. 8d,g) that only partially overlapped with those harboring MART-1 (Fig. 8j-o),
consistent with the distinct destination of these two cargoes. Compared to the characteristic
ring-like strucutres surrounding pigment granules in control cells, the Tyrp1-containing
structures in Tsg101-depleted cells tended to be enlarged, less uniform, and did not surround
the pigment granules (Fig. 8d-i). This suggested that Tyrp1 was no longer present on the
limiting membrane of melanosomes. Indeed, IEM analyses revealed that whereas in control
cells Tyrp1 was predominantly localized to melanosomes (Fig. 9a), Tyrp1 in Tsg101
siRNA-treated cells was depleted from melanosomes and accumulated on unusually
abundant, often electron dense membranous structures with irregular internal membranes,
not unlike autophagosomes, and in vacuole-like membrane delimited structures with a clear
lumen close to melanosomes (Fig. 9c, e). MART-1, which in control cells was detected on
multivesicular endosomes (Fig. 9b), the Golgi and endosomes as described (8), was instead
detected on electron dense membranous structures in Tsg101-depleted cells, like Tyrp1, but
also in extensive tubulated membranes similar to those described in Tsg101-depleted A431
and HEK293 cells (54)(Fig. 9d). Consistent with the IFM analysis, labeling for Tyrp1 and
MART-1 only partially overlapped and each was largely distributed on distinct membranes
(Fig. 9e). Both MART-1- and Tyrp1-containing membranes were distinguishable from
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separate multivesicular compartments that persisted in Tsg101-depleted cells and that
harbored the bulk of Pmel17 on intralumenal membranes (Suppl. Fig. S3d,e). As in wild-
type cells (Fig. 10Ag-i), most of the Tyrp1-containing structures in these cells were not
labeled for EEA1, suggesting that they do not correspond to early endosomes (Fig. 10Aj-l).
By contrast, a subset of them – particularly the enlarged, rounded structures - were labeled
by antibodies to the late endosomal/ lysosomal membrane protein LAMP1 (Fig. 10Aa-f).
IEM analyses indicated that the LAMP1- and Tyrp1-containing structures corresponded
primarily to the vacuole-like membranes near melanosomes (Fig. 10B). Together, these data
suggest that the ESCRT-I component Tsg101 is required for the selective delivery of Tyrp1
to melanosomes and for the segregation of Tyrp1 from lysosomal cargoes within transport
intermediates.

To corroborate a role for ESCRT-I in Tyrp1 trafficking using different methodology, we
assayed Tyrp1 steady state localization in cells overexpressing dominant inhibitors of the
ESCRT pathway. 1011-mel cells were transfected with an ATP-binding deficient mutant of
hVps4B (hVps4B.K173A; referred to here as dnVps4), which has been used previously to
inhibit Vps4 activity in recycling ESCRT-III components from membranes (67) and which
effectively blocks sorting of ubiquitylated cargoes, such as MART-1 and EGF receptor, to
lysosomes in 1011-mel cells (15). IFM analyses showed that like in Tsg101-depleted cells,
Tyrp1 in cells overexpressing dnVps4 accumulated in large aberrant rounded structures (Fig.
11a-c) that overlapped extensively with labeling for LAMP1 (Fig. 11d-f, arrows). By
contrast, very little overlap between Tyrp1 and LAMP1 was detected in untransfected cells.
This suggested that like depletion of the ESCRT-I component Tsg101, gross inhibition of
the ESCRT pathway blocks the segregation of Tyrp1 from late endosomal/ lysosomal
components. To extend these data, we assayed Tyrp1 localization in cells overexpressing
Tsg101. Like dnVps4, overexpression of Tsg101 in 1011-mel cells blocks trafficking of
ubiquitylated cargoes like MART-1 (15). Tyrp1 was difficult to detect in most Tsg101-
overexpressing cells by IFM (compare the starred cell in Fig. 11g-i to the untransfected cell
on the right) or by IEM (data not shown), in which Tsg101 accumulated in cytoplasmic
inclusions that appear as rings by IFM (Fig. 11g). Immunoblotting also showed a reduction
in Tyrp1 levels (data not shown). Tyrp1 in these cells was likely degraded by lysosomal
proteases within aberrant endosome-derived structures that result from Tsg101
overexpression, since treatment of the cells for 4 hrs with the vacuolar ATPase inhibitor,
bafilomycin A1, restored Tyrp1 expression as detected by IFM (data not shown). In rare
cases, Tyrp1 in cells that mildly expressed Tsg101 (Fig. 11g-i, arrows) was detected at high
levels within large vacuolar structures, much like in cells overexpressing dnVps4 or depleted
of Tsg101. We interpret these effects as an interference with the segregation of melanosomal
and lysosomal cargoes, with consequent degradation of Tyrp1 by lysosomal proteases in
cells with high Tsg101 expression.

Analyses of Tyrp1 trafficking in HPS model melanocytes suggests that BLOC-1 is required
to sort Tyrp1 out of early endosomal domains toward melanosomes (18). In the absence of
BLOC-1, Tyrp1 undergoes constitutive cycling between early endosomes and the plasma
membrane, resulting in a large increase in the flux of Tyrp1 through the plasma membrane
(18). To determine whether ESCRT-I functions upstream or downstream of BLOC-1, we
tested whether Tsg101 depletion altered the flux of Tyrp1 through the plasma membrane.
Cells treated with control or Tsg101 siRNA were incubated with anti-Tyrp1 antibody at
37°C for 10-60 min, and the internalized antibody was quantified using a quantitative
fluorescence microscopy assay. In MNT-1 cells treated with either control or Tsg101
siRNAs, uptake was unmeasurable at 10 min and increased as expected from 30 to 60 min
(not shown). However, Tsg101 depletion dramatically reduced the flux of Tyrp1 through the
plasma membrane relative to control cells after 30 (not shown) and 60 min of uptake (Fig.
10C). These data suggest that depletion of Tsg101 blocks Tyrp1 trafficking at a step
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downstream of the decision to recycle to the plasma membrane, and thus downstream of
BLOC-1, and are consistent with the partial localization of Tyrp1 with LAMP1 in these cells
(Fig. 10A, B).

Taken together, these data indicate that minimally ESCRT-I, and perhaps additional
downstream ESCRT components, are required to ensure Tyrp1 steady state localization to
the mature melanosome limiting membrane. Moreover, they suggest that ESCRT-I functions
from an endosomal domain downstream of classical early endosomes, and further confirm
that specific endosomal domains are obligate intermediates in the biosynthetic transport of
Tyrp1 to melanosomes.

Discussion
In this study we have characterized the intracellular trafficking pathway by which Tyrp1
accesses melanosomes in pigmented eumelanogenic melanocytes. Our results show that
newly-synthesized Tyrp1 is transported from the Golgi to mature melanosomes via an
endosomal intermediate, within which it is sorted away from both late endocytic and pre-
melanosomal cargoes. At a later stage, likely following delivery to mature melanosomes, a
small fraction of Tyrp1 is targeted to the cell surface, from where Tyrp1 is internalized into
early endosomes. In contrast to the biosynthetic pool of Tyrp1, however, this pool of Tyrp1
is inefficiently transported to mature melanosomes and undergoes endocytic recycling.
Thus, Tyrp1 exists within melanocytes in two pools, both of which pass through endocytic
compartments but with different kinetics and distinct destinations. Finally, we show that
proper accumulation of Tyrp1 in melanosomes requires ESCRT-I and is blocked by
dominant inhibitors of generalized ESCRT function, suggesting that ESCRT-I and perhaps
downstream ESCRT components function in the pathway from endosomes to melanosomes.
These findings confirm a role for early endosomes in the intracellular transport of a
melanosome-specific protein and have important implications for understanding the
relationship between endosomal trafficking and the biosynthetic sorting of proteins, the
mechanisms controlling these trafficking pathways, and the role of ESCRT components in
endosomal trafficking processes other than MVB formation.

Previous studies have shown that other melanosomal proteins, particularly Pmel17
(5,15,68-72) and tyrosinase (6,7), traverse distinct domains of early endosomes in pigment
cells en route to melanosomes. We show here that disruption of early endosomal trafficking
by Hrs overexpression depletes Tyrp1 from mature melanosomes, indicating that Tyrp1 also
traverses early endosomes en route to melanosomes. Our conclusions are consistent with 1)
the altered distribution of Tyrp1 upon disruption of the endosomal GTPase, Rab7 (28,29) or
of Rab32 and Rab38 (73), 2) the accumulation of Tyrp1 in endosomes of BLOC-1- and
BLOC-2-deficient melanocytes from mouse HPS models (18), and 3) the misaccumulation
of Tyrp1 and tyrosinase in endosomes of glycosylceramide-deficient melanocytes (17). Our
data using wild-type melanocytes support the notion that the misaccumulation of Tyrp1 in
endosomes in mutant melanocytes represents a block in a bona fide trafficking intermediate.
Because Tyrp1 is long-lived (half-life > 8 hrs in our cells) and prolonged Hrs overexpression
causes indirect phenotypes in our cells (see ref. (15), we could not distinguish whether the
mislocalized Tyrp1 in Hrs-overexpressing cells derived exclusively from newly synthesized
material or partially from a cohort that was recycled from melanosomes. Ongoing anlyses of
Tyrp1 dynamics in living cells might distinguish these possibilities.

While passage through early endocytic compartments is required for proper cellular
localization, we show that sorting from the plasma membrane is dispensable. Internalized
Tyrp1 reached mature melanosomes only inefficiently, and blocking biosynthetic export had
no effect on cell surface delivery of Tyrp1. While it is possible that antibody binding to
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Tyrp1 might interfere with a lumenal glycosphingolipid-dependent sorting determinant (17),
we feel that this is unlikely given that such a mechanism would be expected to interfere
completely with antibody delivery to melanosomes, and yet we observed a significant cohort
of internalized anti-Tyrp1 antibody within melanosomes by 20 min of uptake. The cohort of
cell surface Tyrp1 does not appear to derive from the newly synthesized pool as evidenced
by the inability of brefeldin A to block routing of Tyrp1 through the plasma membrane. Our
data are consistent with previous reports (16-18), and provide strong evidence that newly
synthesized Tyrp1 does not significantly cycle through the plasma membrane en route to
melanosomes. This contrasts with Pmel17, which appears to largely traverse the plasma
membrane en route to stage II premelanosomes since a natural mutation in silver mice that
eliminates the endocytic signal significantly depletes Pmel17 from premelanosomes (68).

Why is cell surface-derived Tyrp1 inefficiently targeted to melanosomes? One potential
explanation is that biosynthetic and endocytic pools of Tyrp1 access distinct early
endosomal domains with differential abilities to divert cargo to melanosomes. Targeting of
Tyrp1 to these distinct pools would then reflect differential entry into membrane
microdomains at the source membrane, i.e. the plasma membrane or the TGN (17,27). A
second potential explanation is that only the biosynthetic pool associates with a “chaperone”
that associates with and ferries Tyrp1 to melanosomes, and that this chaperone would be lost
during subsequent cell surface routing. This possibility would be consistent with the
requirement for the Tyrp1 lumenal domain in sorting to melanosomes (17).

The cohort of Tyrp1 that accesses the plasma membrane in wild-type melanocytes is
insensitive to brefeldin A but sensitive to Hrs overexpression and Tsg101 depletion, and
thus likely derives from a post-endosomal pool. The most likely source membrane is the
melanosome itself. The cohort of cell surface Tyrp1 could thus reflect transient fusion of
melanosomes with the plasma membrane, as suggested by some models of melanin transfer
(74), or vesicular or tubular transport from melanosomes to the plasma membrane.
Alternatively, it is possible that a small cohort of Tyrp1 remains largely trapped in
endosomes even in wild-type cells, with occasional release toward the plasma membrane.

The precise nature of the endosomal intermediates through which Tyrp1 passes en route to
melanosomes is not yet clear. A redistribution of Tyrp1 observed upon overexpression of a
dominant negative Rab7 or depletion of Rab7 by antisense oligonucleotide expression
(28,29) has been interpreted as reflecting a sorting pathway from late endosomes to
melanosomes. However, Rab7 is known to function in other cell types in early to late
endosome traffic (75-77) and its activity might thus be required to release Tyrp1-containing
vesicles from early endosomes or from the transport vesicles derived therefrom. Rab7 also
plays a major role in melanosome motility (78), perhaps explaining the effect of altered
Rab7 function on Tyrp1 distribution. Neither steady state Tyrp1 nor internalized Tyrp1 is
detected in LAMP1- or LBPA-containing late endosomes, suggesting that sorting of Tyrp1
might occur through a subdomain of early endosomes. This is supported by the requirement
for BLOC-1 in Tyrp1 delivery (18) given that BLOC-1 localizes to early endosomal tubules
(16), and by the requirement for endosomal AP-1 in Tyrp1 transport (C. Delevoye and GR,
unpublished results). The entrapment of Tyrp1 in Hrs-coated structures upon Hrs
overexpression shown here also supports this model.

The results of this study emphasize the importance of the early endosome as a critical
intermediate in the transport of components of lysosome-related organelles such as
melanosomes. Whereas Tyrp1, tyrosinase and Pmel17 are all transported to melanosomes
via early endosomes, all three cargoes appear to do so via different pathways and likely from
distinct endosomal domains. The plasticity of early endosomes to facilitate multiple sorting
pathways likely underlies the variable phenotypes of diseases of lysosome-related organelle
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biogenesis, such as HPS (79-81). Our data here and elsewhere (18) suggest that BLOC-1
and BLOC-2, defective in several variants of HPS, interfere with a physiological pathway
from early endosomes to melanosomes.

It is intriguing that Tyrp1 trafficking was blocked in cells in which ESCRT-I is depleted or
in which ESCRT function is generally inhibited by dominant-negative overexpression of
inactive Vps4 or of Tsg101. The redistribution of Tyrp1 observed upon these treatements
was specific, since Pmel17 invagination onto ILVs was not affected. The precise mechanism
by which ESCRT proteins regulate endosomal membrane dynamics is still unclear, but their
best characterized role is in formation of ILVs and sorting ubiquitylated cargo to them (9). It
is thus surprising that interference with ESCRT-I function affects the localization of a
component that ultimately resides on the limiting membrane of melanosomes rather than on
internal membranes. One potential explanation for the effect is that ESCRTs facilitate
removal of ILV cargoes from the limiting membrane of the forming transport intermediate,
and thereby segregate lysosomal cargo from Tyrp1 and other melanosome-bound
components; thus only limiting membrane components would be free to traffic to
melanosomes. When ESCRT function is disrupted, ILV cargo would fail to segregate from
Tyrp1. Alternatively, Tyrp1 might indeed segregate with ILVs, but ESCRT-I might then be
required to “rescue” Tyrp1 from the ILVs through “back-fusion” as proposed for
cytoplasmic release of viral RNA from endosomal vesicular stomatitis virus (82). Thirdly,
disruption of ESCRT function might have global effects on endosomal membrane dynamics,
as observed in other systems (54), with indirect effects on Tyrp1 sorting. Such global effects
might lead to formation of arrested autophagy intermediates containing expanded endosomal
membranes (61,62), perhaps explaining why Tyrp1 and the ubiquitylated cargo protein,
MART-1, were observed in autophagosome-like structures of Tsg101-depleted cells. Indeed,
a recent report has implicated autophagy regulatory proteins in melanosome biogenesis (83).
A fourth non-mutually exclusive possibility is that ESCRT-I participates in formation of an
endosomal sub-domain from which Tyrp1 can be delivered to melanosomes. Such domains
might be similar to electron dense coats of Hep2 cell vacuolar endosomes that lack Hrs and
clathrin (84) and that are stabilized by dominant negative Vps4 expression (85). Finally,
ESCRT-I might function by coupling endosomal domains to additional machinery involved
in Tyrp1 delivery to melanosomes, such as BLOC-1 (18) or AP-1 (5,6); indeed, evidence for
an interaction of AP-1 and Tsg101 has recently been published (86). On the other hand, the
reduction in Tyrp1 flux through the plasma membrane and colocalization of Tyrp1 with
LAMP1 in Tsg101-depleted cells contrasts with the dramatic increase in Tyrp1 flux through
the plasma membrane and colocalization with early endosomal markers in BLOC-1-
deficient cells, and suggests that Tsg101 acts downstream of BLOC-1 in the Tyrp1 cargo
delivery pathway. Interestingly, while ESCRT-I depletion inhibited Tyrp1 segregation from
lysosomal cargo, depletion of Hrs had no effect on Tyrp1 delivery to mature melanosomes.
This raises the possibility that Tyrp1 sorting is only affected by distinct components of the
ESCRT pathway, consistent with the differential steady state distribution of Tsg101 and Hrs
in HeLa cells (53) and the differential roles for Hrs and Tsg101 in MVB formation and EGF
down-regulation (54), autophagy (61), and viral RNA release (82).

Our results thus emphasize the multiplicity of membrane trafficking pathways controlled by
ESCRTs. While originally thought to regulate primarily inward budding in MVBs and
topologically related viral budding from the plasma membrane (87), it is now clear that
ESCRT components regulate a wide range of membrane dynamics including autophagy
(62,88) and cytokinesis (64-66). Our study adds to this growing list of ESCRT-I functions
the endosomal delivery of cargo to the limiting membrane of a lysosome-related organelle.
The next challenge will be to determine how ESCRT-I contributes to this process and
whether other ESCRT components function at the same step.
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Materials and Methods
Cell culture and transfection

Human MNT-1, 1011-mel cells (5), and mouse melan-a cells (31) were cultured as
described. Cells were transfected with plasmids using fuGENE-6 according to
manufacturers' instructions using 2 μg of DNA (Roche Applied Science, Indianapolis, IN)
and analyzed 24-48 hours post transfection. Where indicated, cells were treated with 10 μm
BFA (Sigma, St. Louis, MO) or 100 nM bafilomycin A1 (EMD/ Calbiochem, San Diego,
CA).

Chemicals and Reagents
All reagents used were obtained from Sigma unless otherwise noted.

Antibodies and fluorescent probes
Monoclonal antibodies, their targets and sources were as follows: anti-EEA1 and anti-
GM130 were from BD Biosciences (San Jose, CA); B3/25 to human transferrin receptor was
from Roche (Indianapolis, IN); TA99 to Tyrp1, 7G7.B6 to Tac and 9E10 to the myc epitope
were from American Type Culture Collection (Manassas, VA); HMB45 to Pmel17 was from
Lab Vision (Fremont, CA); 1D4B to human LAMP1 and H4A3 to mouse LAMP1 were
from Developmental Studies Hybridoma Bank (Iowa City, IA); 4A10 to Tsg101 was from
GeneTex (San Antonio, TX); and 6C4 to LBPA (34) was a kind gift from Jean Gruenberg
(University of Geneva, Switzerland). Polyclonal antibodies, their targets and sources were as
follows: Goat anti-V5 epitope was from Bethyl Laboratories (Montgomery, TX); Rabbit
anti-V5 was from ICL (Newburgh, OR); A-14 to the myc epitope was from Santa Cruz
Biotech (Santa Cruz, CA); rabbit antibodies to syntaxin 7 and syntaxin 13 were kind gifts
from Andrew Peden (University of Cambridge, UK); and rabbit antibody to Hrs was a kind
gift of Sylvie Urbé (University of Liverpool, UK). TA99-Alexa488 -Alexa594 and –PE were
prepared using protein conjugation kits from Molecular Probes (Eugene, OR) and Prozyme
(San Leandro, CA). TA99-Alexa594 Fab was prepared by using an Immuno Fab kit from
Pierce (Rockford, Il). Fluorophore-conjugated species- and isotype-specific secondary
antibodies were from Molecular Probes.

Plasmids
Myc epitope-tagged Hrs was from H. Stenmark (Dept. Biochemistry, The Norwegian
Radium Hospital, Oslo, Norway) (89). hVps4b (K173A) with a C-terminal V5 epitope tag
and human Tsg101 with an N-terminal HA epitope tag were from A. Pfeifer and P. Bates
(University of Pennsylvania, Philadelphia, PA).

siRNAs
siRNA to human Hrs (15) and Tsg101 (90) have been described. The control siRNA in most
experiments had the following sequence: 5′-AAUUCUCCGAACGUGUCACGdTdT -3′; for
antibody uptake assays, a different control siRNA was used with the following sequence: 5′-
AGAACAGUUGAUUCAGCGGdTdT-3′. All siRNAs were purchased from Qiagen, Inc.
(Valencia, CA). MNT-1 cells were seeded at 105 per 10-cm dish, and then transduced the
next day with 40 pmol siRNA using Oligofectamine (Dharmacon) in serum-free OptiMEM
medium (InVitroGen) according to manufacturer's instructions. Two days later, cells were
trypsinized, replated onto dishes with or without coverslips, and the next day the transfection
was repeated. Cells were analyzed two to three days after the second transfection. For
immunofluorescence microscopy, volumes, siRNA and cell numbers were reduced by 10-
fold and Matrigel (BD Biosciences)-coated 12 well dishes were used for both primary and
secondary transfections.
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Immunoelectron Microscopy
Cells were fixed with 2% paraformaldehyde with or without 0.2% glutaraldehyde, and
single- or double-immunogold labeling of ultrathin cryosections was performed as described
(91) using protein A conjugated to 10 nm or 15 nm gold particles (PAG10 or PAG15)
(purchased from the Cell Microscopy Center, Utrecht Medical School, Utrecht, the
Netherlands).

Immunofluorescence Microscopy
Cells were fixed in 2-4% formaldehyde in PBS and stained as described (92) with indicated
primary antibodies and secondary antibodies conjugated to Alexa488 and Alexa594

(Molecular Probes) and for triple labeling to AMCA (Jackson Immuno Research, West
Grove, PA). In most experiments, cells were analyzed on a Leica Microsytems
(Bannockburn, IL) DM IRBE microscope with a 63×, 1.4NA Plan Apo objective lens, and
images were captured and processed using a Hamamatsu (Hamamatsu, Japan) Orca digital
camera and Improvision (Lexington, MA) OpenLab software. Images shown are processed
from sequential z-series images captured at 0.2 μm intervals and deconvolved using
OpenLab Volume Deconvolution and represent 3 to 5 merged deconvolved planes. In some
cases, MNT-1 cells were analyzed on a Leica Microsystemes (Nanterre, France) DM-RXA2
3D deconvolution microscope equipped with a piezo z-drive (Physik Instrumente, Pantin,
France) and a 100×, 1.4NA-PL-APO objective lens for optical sectioning. Images shown are
maximum-intensity z projections of 3D image stacks acquired using Metamorph software
(MDS Analytical Technologies, Sunnyvale, CA) through a Coolsnap HQ (Photometrics,
Tucson, AZ) cooled CCD-camera.

Qualitative antibody uptake
Melan-a cells plated on sterile glass coverslips were incubated in growth medium containing
25 mM HEPES and 400 nM TA99-Alexa594 for at least 30 min to allow binding to cell
surface Tyrp1. The cells were placed at 37°C for 5 min to allow for antibody uptake and
then plunged on ice. To determine the post endocytic fate of the antibody/antigen complex,
the cells were washed twice with growth medium and then fixed either immediately in 2%
formaldehyde for 20 min or incubated in growth medium for 20 min or 60 min before
fixation. The cells were then processed for indirect immunofluorescence microscopy as
described.

Quantitative cell surface delivery assay
1011-mel or melan-a cells were incubated in growth medium containing 100 nM TA99-
Alexa488 for the specified times and then plunged on ice, washed twice with cold medium,
and resuspended in FACS buffer (phosphate buffered saline + 5% FBS + 2mM EDTA +
0.2% Sodium Azide). Fluorescence was quantified by flow cytometry on a FACScan and
analyzed using Cell Quest software (BD Biosciences). For BFA treatment, cells were treated
with 10 μM BFA for 60 min prior to the experiment and BFA was included in the medium
during subsequent incubations.

For MNT-1 cells transduced with control or Tsg101 siRNAs, cells grown on coverlips were
incubated in growth medium supplemented with 50 μg/ ml TA99 antibody for 10, 30 or 60
min at 37°C. Cells were rinsed rapidly in warm PBS and then fixed on ice with 2%
formaldehyde for 20 min. Cells were permeabilized, immunolabeled for MART-1 and for
internalized TA99 antibody using isotype-specific Alexafluor-conjugated secondary
antibodies, and analyzed by IFM. Effectiveness of Tsg101 knockdown was determined
qualitatively by the increased intensity and altered pattern of MART-1 labeling. Images of
TA99 labeling in these cells or controls were captured at identical exposure and gain
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settings. The amount of internalized TA99 antibody in at least 50 cells of each type per
experiment in two experiments was quantified using Improvision OpenLab software, and
negative control values from each image were calculated from an area devoid of cells. The
mean pixel intensity per cell was calculated by subtracting the negative control value, and
then the average and variance values of these mean pixel intensity values were calculated for
each data set. These values from two experiments were used to calculate a weighted average
and standard deviation from a pooled variance for each condition.

Endocytosis assay
Melan-a cells were harvested with Trypsin-LE (Invitrogen, Carlsbad, CA), resuspended in
growth medium containing 25 mM HEPES pH 7.4 and pelleted at 1200g for 2 min. One
confluent T-75 flask (Corning Costar, Corning, NY) was used per 12-15 samples. The cells
were resuspended in HEPES-buffered growth medium and 100 μl of cell suspension per
sample was incubated with primary antibody on ice for at least 30 min to allow binding to
the cell surface. The cells were transferred to 37°C for the indicated times to allow for
endocytosis and then plunged in ice, pelleted, resuspended in FACS buffer containing
Alexa488-conjugated secondary antibody and incubated on ice for at least 30 min. The cells
were washed twice in cold FACS buffer and the amount of cell surface fluorescence
remaining after each time point was quantified by flow cytometry as described above.

Recycling Assay
Melan-a cells were harvested as described above. The cells were resuspended in HEPES-
buffered growth medium and 100 μl of cell suspension per sample was incubated with 100
nM Alexa488-conjugated TA99 antibody (or 7G7.B6-Alexa488 as a control) on ice for at
least 30 min. The cells were washed twice with cold medium, incubated at 37°C for 5 min to
internalize the antibody/antigen complex and then plunged on ice. Excess unlabeled TA99
and anti Alexa488 quenching antibody (or control anti-myc) were added and the cells were
placed at 37°C for various times to allow for the internalized antibody/antigen complex to
recycle back to the cell surface. Following the incubation the cells were placed on ice and
incubated for a minimum of 20 min to ensure complete antibody/antigen binding. The cells
were then washed twice with cold medium, resuspended in FACS buffer and remaining
fluorescence was quantified by flow cytometry as described above. For BFA treatment, cells
were treated with 10 μM BFA for 60 min prior to the experiment and BFA was included in
the medium during subsequent incubations.

Antibody binding assay
Melan-a cells were harvested as described above. The cells were resuspended in FACS
buffer, fixed in 2% formaldehyde/PBS for 15 min at RT, washed twice with PBS, and
permeabilized in FACS buffer containing 0.2% saponin. The cell suspension was washed
once with PBS and incubated with 100 nM Alexa488-conjugated TA99 antibody (or
Alexa488-7G7.B6 as a control) on ice, with periodic mixing, for at least 60 min. The cells
were washed twice with PBS and resuspended in 40 mM sodium phosphate, pH 7.4 or
citrate-phosphate buffer (30 mM C6H8O7, 45 mM Na2HPO4, pH 4.4) and incubated on ice,
with mixing, for 30 min. The cells were washed 3 times with PBS, resuspended in FACS
buffer and analyzed by flow cytometry as described above.

Melanin content assay
Melanin content in equal numbers of control and Tsg101 siRNA-treated cells was quanitifed
essentially as described (73). Briefly, cells were disrupted by sonication in 50 mM Tris-HCl,
pH 7.4, 2 mM EDTA, 150 mM NaCl and protease inhibitors. Pigment was pelleted at
20,000 g for 15 min at 4°C, rinsed once in ethanol/ether (1:1), and dissolved in 2 M NaOH/
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20% dimethylsulfoxide at 60°C. Melanin content was measured as optical density at 492
nm.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Tyrp1 at the cell surface is internalized into early endosomes
(a) Surface expression of Tyrp1. IFM analysis of melan-a cells incubated with TA99
antibody on ice, followed by fixation and staining with fluorophore-conjugated secondary
antibody. Note that staining is not uniform across the surface but is localized to puncta
within the membrane. (b) Tyrp1 endocytosis. Melan-a cells incubated with TA99 on ice
were labeled with fluorophore-conjugated secondary antibody after the indicated times at
37°C, and then analyzed by flow cytometry. Mean fluorescence intensity values at each time
point were normalized to that at time 0. Values represent mean +/- S.E.M. of three separate
experiments each done in duplicate. (e) Internalized antibody localizes to early endosomes.
IFM analysis of melan-a cells that had been bound to Alexa594-conjugated TA99 antibody
for 30 min on ice, and then internalized for 5 min at 37°C. Cells were labeled for syntaxin
13 (c) and analyzed directly for Alexa594 signal (d). Overlap of the two colorized images is
shown in e. Insets, boxed areas shown at 2.5× magnification. Arrows mark areas of
colocalization. Bar, 10 μm.
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Figure 2. Cell surface Tyrp1 is inefficiently delivered to melanosomes after 20 min of chase
Melan-a cells that had internalized TA99-Alexa594 for 5 min were chased for 20 min in the
absence of antibody, then fixed and labeled with primary antibodies to LBPA (a-c), Pmel17
(HMB45; d-f), TA99-Alexa488 (g-i), or syntaxin 13 (j-l), then with Alexa488-conjugated
secondary antibody. Cells were analyzed by IFM. Panels c,f,i and l represent merged,
colorized images from the left two panels. Insets, boxed regions shown at 2.5×
magnification. Arrows mark area of colocalization. Bar, 10 μm.
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Figure 3. Cell surface Tyrp1 is delivered to melanosomes by 60 min chase
Same as Figure 4 except cells were analyzed after a 60 min chase in the absence of antibody.
Legend is the same as in Figure 4.
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Figure 4. Cell surface Tyrp1 undergoes constitutive recycling
Melan-a cells that were untreated (blue line) or treated for 60 min with 10 μM BFA (pink
line) were incubated with Alexa488-conjugated TA99 on ice followed by incubation for 5
min at 37°C to internalize antibody/antigen complex in the absence or present of BFA. Cells
were then incubated (+/- BFA) with anti-Alexa488 quenching antibody or a control non-
quenching antibody for the indicated chase times. Remaining fluorescence was quantified by
flow cytometry. Mean fluorescence intensity values for quenched samples were divided by
values for non-quenched samples at each time point as a measure of % recycled antibody.
Values represent mean +/- S.E.M. of three separate experiments each done in duplicate.
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Figure 5. Tyrp1 is not biosynthetically delivered to the cell surface
(a) Continual antibody uptake assay. 1011-mel cells were incubated in the continuous
presence of Alexa488-conjugated TA99 antibody for the indicated time periods, and total
cellular accumulation of Alexa488-antibody was quantitated by flow cytometry. Cells were
either untreated (blue line), treated with 10 μM BFA for 60 min prior to and during
incubation with antibody (purple line), or transfected with 2 μg Hrs-myc and 0.2 μg EGFP-
C3/ well 24-36 hrs earlier and gated for GFP expression during flow cytometric analysis
(red line). Values represent the mean +/- S.E.M of mean fluorescence intensity values from
three separate experiments, each done in duplicate, represented as a percentage of the mean
fluorescence intensity value for control cells at 60 min. (b-c) IFM analysis of untreated (b,
control) or BFA-treated (c, BFA) 1011-mel cells stained with anti GM130 antibody. Note
the ribbon-like staining of the Golgi in control cells is completely dispersed in BFA-treated
cells. Bar, 10 μm.
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Figure 6. Hrs overexpression induces endosomal clustering
IFM analysis of 1011-mel cells transfected with 2 μg of Hrs-myc/well and fixed 24-36 hrs
later. Cells were double labeled for the myc epitope tag and EEA1 (a-c), myc and TfR (d-f),
or myc and syntaxin 7 (g-i). Panels c,f and i show overlap of the two images following
colorization. Note the accumulation of Hrs-positive structures in the perinuclear region of a
transfected cell in the same field as an untransfected cell. Bar, 10μm.
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Figure 7. Tyrp1 is trapped in Hrs-positive compartments
1011-mel cells were transfected with 2 μg Hrs-myc/well and then fixed and analyzed 24-36
hours later by (a-c) IFM or (d) IEM. (a-c) Cells were double labeled for myc and Tyrp1.
Panel c shows overlap of the two images following colorization. Note that Tyrp1 is
redistributed to the Hrs-positive structures. Bar, 10 μm. (d) Cells were double immunogold
labeled for Tyrp1 (PAG10) and Hrs (PAG15). Note the accumulation of label over the
limiting membrane of clustered aberrant endosomal structures with weakly staining
intralumenal membranes. Bar, 500 nm.
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Figure 8. Missorting of Tyrp1 and MART-1 in cells depleted of Tsg101 by siRNA
MNT-1 cells were treated with control (Ctl.) siRNA or siRNA specific for Tsg101. a. Whole
cell lysates from equal numbers of treated cells were fractionated by SDS-PAGE and
analyzed by immunoblotting for endogenous Tsg101, Hrs, Tyrp1, MART-1, or tubulin as a
control, as indicated. Note the depletion of Tsg101 and Hrs and the enrichment of MART-1
in cells treated with Tsg101 siRNA. b-i. Cells were analyzed by bright field microscopy
(BF) or IFM using antibodies to MART-1 (b, c) or Tyrp1 (d, f, f′ g, i. i′) as indicated.
Overlays (in which the pigment granules observed by bright field microscopy re
pseudocolored blue) are shown in f and i; boxed regions are shown magnified 5× in f′ and i′.
j-o. Cells were analyzed by IFM using antibodies to Tyrp1 and MART-1 and isotype-
specific secondary antibodies. Individual labels are shown in j, k, m and n and overlays are
shown in l and o. l′ and o′ are 5× magnifications of the boxed regions shown in l and o. Bars,
10 μm.
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Figure 9. Tyrp1 and MART-1 localize to aberrant membranous structures in cells depleted of
Tsg101 by siRNA
Ultrathin cryosections of MNT-1 cells treated with control (Ctl.; a, b) or Tsg101 siRNA
(siTsg101; c-e) were immunogold labeled (PAG10) for Tyrp1 (a, c) or MART-1 (b, d) or
double immunogold labeled for both (e; Tyrp1 PAG10, MART-1 PAG15) and analyzed by
electron microscopy. Arrows in a-d point to representative labeling for each protein. Arrows
in e point to examples of structures labeled with both antibodies. IV, stage IV melanosomes.
Note the dense labeling for both Tyrp1 and MART-1 on aberrant structures with extensive
internal membranes (*) in siTsg101 cells. Bars, 200 nm.
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Figure 10. Tyrp1 codistributes with late endosomal markers and fails to recycle in cells depleted
of Tsg101
MNT-1 cells were treated with control (Ctl.) or Tsg101 siRNA as indicated. A. Cells were
analyzed by IFM using antibodies to Tyrp1 (b, e, h, k) and either LAMP1 (a, d) or EEA1 (g,
j) as indicated and isotype-specific secondary antibodies; c, f, i, l, merged images. Insets
show a 4× magnification of the boxed region. Arrows (d, e, f) denote enlarged vacuoles that
label for both Tyrp1 and LAMP1. Ba-c. Ultrathin cryosections of cells transduced with
siRNA to Tsg101 were double immunogold labeled for Tyrp1 (PAG15) and LAMP1
(PAG10) and analyzed by IEM. Note the vacuolar structures with a clear lumen in which the
limiting membrane is labeled for both LAMP1 and Tyrp1 (arrows). In a, a small vacuole
labeled for both markers emanates from a larger vacuole labeled only for Tyrp1 (asterisk).
Bars, 500 nm. C. Cells were incubated for 60 min at 37°C with anti-Tyrp1 antibody, then
fixed and processed for IFM using anti-MART-1 and isotype-specific secondary antibodies.
Labeling for internalized anti-Tyrp1 antibody was quantified in at least 50 random control
and Tsg101-depleted cells (the latter interpreted as cells treated with Tsg101 siRNA that
expressed high levels of MART-1), and the mean pixel intensity value per cell was
calculated and normalized to 100% for the control cell. The weighted mean and standard
deviation calculated from the pooled variance of two separate experiments is shown.
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Figure 11. Tyrp1 delivery to melanosomes is blocked by dominant negative inhibition of ESCRT
function
IFM analysis of 1011-mel cells transfected 24-36 hrs earlier with V5 epitope–tagged
dnVps4 (a-f) or HA epitope-tagged Tsg101 (g-i) and costained with anti V5 and TA99 anti-
Tyrp1 (b,d,h). Panels c,f and i, colorized and merged panels. Large arrow in d-f indicates a
cell overexpressing dnVps4 as determined by triple labeling with goat-anti V5 antibody and
detected by AMCA-conjugated anti-goat IgG (data not shown). Large arrow and star (*) in
g-i indicate cells expressing modest and high levels of Tsg101, respectively. Insets are 2.5×
magnification of boxed regions. Small arrows mark areas of colocalization. Bar, 10 μm.
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