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During reticulocyte maturation, some membrane proteins and organelles that are not required in the mature
red cell are lost. Several of these proteins are released into the extracellular medium associated with the
internal vesicles present in multivesicular bodies (MVBs). Likewise, organelles such as mitochondria and
endoplasmic reticulum are wrapped into double membrane vacuoles (i.e., autophagosomes) and degraded
via autophagy. Morphological, molecular, and biochemical studies have shown that autophagosomes fuse
with MVBs forming the so-called amphisomes, a prelysosomal hybrid organelle. SNAREs are key molecules of
the vesicle fusion machinery. TI-VAMP/VAMP7 and VAMP3/cellubrevin are two v-SNARE proteins involved
in the endocytic and exocytic pathways. We have previously shown that in the human leukemic K562 cells,
Rab11 decorates MVBs and it is necessary for fusion between autophagosomes with MVBs. In the present
report, we present evidence indicating that VAMP3 is required for the fusion between MVBs with
autophagosomes to generate the amphisome, allowing the maturation of the autophagosome, but it does not
seem to be involved in the next step, i. e., fusion with the lysosome. On the other hand, we demonstrate that
VAMP7 is necessary for this latter event, allowing the completion of the autophagic pathway. Furthermore,
VAMP7 and ATPase NSF, a protein required for SNAREs disassembly, participate in the fusion between MVBs
with the plasma membrane to release the internal vesicles (i.e., exosomes) into the extracellular medium.

© 2009 Elsevier B.V. All rights reserved.
1. Introduction

K562 is a cell line derived from a patient who had chronic myeloid
leukemia, and these cells are an excellent tool to study multivesicular
bodies (MVBs) formation and exosome secretion [1,2]. During
erythroid maturation, some plasma membrane proteins are selec-
tively sorted by inward budding and the subsequent pinching off of
the endosomal membrane into the luminal space, leading to the
formation of multivesicular bodies (MVBs), which accumulate
internally small membrane vesicles (60–80 nm). These intraluminal
vesicles once released into the extracellular medium by fusion of
MVBs with the plasma membrane are known as exosomes [3–8].

The main physiological pathway for degradation of intracellular
macromolecules in eukaryotic cells is autophagy [9,10]. This intracel-
lular process plays a key role in the turnover of long-lived proteins,
RNA, cytoplasmic macromolecules, and also organelles [11–13]. This
degradation process of superfluous organelles has been also associ-
ated with red blood cell maturation [14–16]. During autophagy, parts
of the cytoplasm and organelles are encapsulated in double mem-
brane vacuoles called autophagosomes, which subsequently fuse with
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lysosomes to degrade the incorporated material (for a review, see
Shintani and Klionsky [17]). Several reports have shown the
convergence between the endocytic and autophagic pathways. It
has been visualized by electron microscopy that MVBs deliver their
endocytosed markers to the early autophagosomes where the two
pathways meet [18]. Although the molecular machinery that parti-
cipates in trafficking and convergence between both autophagy and
MVBs pathway has not been fully uncovered, some of the proteins
involved in this event have been recently elucidated [19]. Moreover,
in a recent publication, it has demonstrated that isolated autophagic
vacuoles can fuse, in vitro, with both early and late endosomes [20].

Genetic studies in yeast have shown that the combined action of a
group of class E (Vps) proteins termed ESCRT I, II, and III (endosomal
sorting complexes required for transport) is necessary for MVB bio-
genesis. Many of these Vps proteins are recruited from the cytoplasm
to the endosomal membrane in a sequential form [21–24]. Another
important factor that regulates and coordinates the biogenesis of MVB
is Hrs (hepatocyte growth factor-regulated tyrosine kinase substrate),
which is able to bind ubiquitylated proteins [25–29]. Interestingly,
recent publications have shown that autophagy degradation is
abrogated in cells depleted for ESCRT subunits or in cells over-
expressing amutant of CHMP2B (chargedmultivesicular body protein
2B/chromatin-modifying protein 2B), which caused an accumulation
of ubiquitin–protein aggregates [30,31], establishing a connection
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between autophagy andMVBs at themolecular level (for a review, see
Fader and Colombo and Rusten and Simonsen [32,33]).

Protein trafficking in the endocytic and secretory pathway requires
a series of events including cargo selection and vesicle budding at the
donor organelle, followed by transport, docking, and fusion of vesicles
with its proper target organelle. Yeast and mammalian cells appear to
share highly conserved machinery that participates in protein sorting
and membrane fusion. The main model for targeting of the cargo to a
suitable destination is focused in the role of the SNARE complex,
which postulates that during neuronal exocytic events, an interaction
between VAMP/synaptobrevin (v-SNARE) and syntaxin (t-SNARE)
molecules provides the specificity required [34]. This complex also
needs a stable interaction with an additional t-SNARE (SNAP-25),
which forms a complex with syntaxin. SNARE proteins contain a
specific region (SNARE motifs) that contribute to the formation of a
highly stable four-helix bundle, termed the SNARE complex. Each
SNARE motif contributes to the formation of this four alfa-helix
bundle, which are all aligned in parallel [34–36]. The folding of this
bundle is thought to drive membrane to the fusion event. Initially, the
SNARE complex has a trans-configuration, where the SNARE proteins
involved in the formation of the complex are localized in different
membranes. Subsequently, the complete SNARE complex temporally
coincides with membrane fusion, resulting in the formation of a cis-
complex because all of the SNARE proteins are localized to the same
membrane. Finally, the ternary cis-complex is disassembled by the
chaperone ATPase NSF (N-ethyl-maleimide-sensitive factor) in
conjunction with SNAPs (soluble N-ethyl-maleimide attachment pro-
teins) proteins [34,37].

Clostridial neurotoxins (NTs) carry a proteolytic activity that
selectively cleaves defined SNARES. Hence, these toxins have been
extensively used to demonstrate the involvement of NTs-sensitive
SNAREs in vesicular transport (see review [38]). However, cumulative
evidence indicates the participation of SNAREs insensitive to
neurotoxins in specific transport events. It is believed that tetanus
neurotoxin-insensitive VAMP proteins are involved in the constitutive
exocytosis of neurons, since the neurotoxin completely inhibited the
regulated neurotransmitter release but not neurite outgrowth [39,40].
Indeed, a VAMP tetanus toxin-insensitive, designated as TI-VAMP [41]
or VAMP7 [42], was identified. TI-VAMP/VAMP7 has a long N-
terminal extension (90 amino acids) compared with other VAMP
family proteins. Interestingly, this N-terminal extension produces an
inhibitory effect on the SNARE complex formation, and the expression
of this domain inhibits neurite outgrowth in neurons and PC12 cells in
culture [43]. VAMP7 is also believed to be involved in apical transport
of constitutive vesicles in polarized epithelial cells, such as MDCK cells
and CaCo-2 cells [41]. Moreover, it has been shown that TI-VAMP/
VAMP7 is localized in late endosomes and is thought to function as a
v-SNARE for endosomal vesicle trafficking to lysosomes [42,44]. On
the other hand, it has been recently demonstrated that VAMP7 is
involved in constitutive exocytosis in HSY cells [45]. Nevertheless, the
physiological roles and distribution of TI-VAMP/VAMP7 in intracel-
lular vesicle trafficking are still not clear.

VAMP3/cellubrevin has been postulated to be a v-SNARE for early
and recycling endosomes and probably for constitutive exocytosis, but
mice with a null mutation of this gene were normal in most endocytic
and exocytic pathways including constitutive exocytosis [46,47].
Thus, the actual role of VAMP3 in both pathways is not completely
understood.

In the present report, we provide evidence suggesting that VAMP7
is a v-SNARE that participates in the fusion between MVBs with
plasmamembrane to release exosomes into the extracellularmedium.
Furthermore, we demonstrate that VAMP7 is required for the last step
of the autophagic process (i.e., fusion with the lysosomes). On the
other hand, our results indicate that VAMP3 is necessary for the fusion
of MVBs with autophagosomes to generate the hybrid organelle
termed amphisome, allowing the maturation of the autophagosome.
2. Materials and methods

2.1. Materials

RPMI cell culture medium and fetal calf serumwere obtained from
Invitrogen Argentina S.A. (Buenos Aires, Argentina). N-(lissamine
rhodamine B sulfonyl)-phosphatidylethanolamine (N-Rh-PE) was
obtained from Avanti Polar Lipids, Inc. (Birmingham, AL). Acetylthio-
choline and 5,5′-dithio-bis(2-nitrobenzoic acid) were obtained from
Sigma (Buenos Aires, Argentina). N-ethylmaleimide was obtained
from Sigma (Buenos Aires, Argentina).

2.2. Plasmids

The pEGFP-LC3wt was kindly provided by Dr. Noboru Mizushima
(Tokyo Medical and Dental University, Tokyo, Japan). The insert
encoding the LC3 protein was subcloned into the red fluorescent
protein vector (pRFP, kindly provided by Dr. Philip Stahl, Washington
University, St. Louis, MO). Briefly, the insert from pEGFP-LC3wt was
cut with the BglII and EcoRI restriction enzymes and subcloned in the
corresponding restriction sites of pRFP vector. The pEGFPRab11
plasmids were used as previously described [48]. The insert
corresponding to Rab11wt was also subcloned in the pRFP vector.
pEGFPC3 encoding GFP-VAMP3, GFP-TI-VAMP, or GFP-Longin domain
was kindly provided by Dr. Thierry Galli (Institut Jacques Monod,
Paris, France) and have been described previously [43]. pCMV5-TeNT
was kindly provided by Dr. Heiner Niemann (Hannover Medical
School, Hannover, Germany) and Dr. Jochen Lang (Institut Européen
de Chimie et Biologie, Bordeaux, France).

2.3. Cell culture and transfection

K562, an erythroleukemia cell line of human origin, was grown in
RPMI supplemented with 10% FCS, streptomycin (50 μg/ml) and
penicillin (50 U/ml). For some experiments, cells were incubated in
starvation media EBSS (Earle's balanced salt solution). Stably trans-
fected K562 cells overexpressing pEGFP (control) or pEGFP-Rab11wt-
generated previously [48] were used. For some experiments, K562
cells were transfected with pRFP-LC3, the stable transfectants were
selected with geneticin (0.5 mg/ml) and subsequently cloned. K562
cells were also transiently transfected with pEGFP-Rab11wt, pEGFP-
VAMP3, pEGFP-VAMP7, pEGFP-NT-VAMP7, or cotransfected with
pRFP-Rab11wt/pEGFP-VAMP3, pRFP-Rab11wt/pEGFP-VAMP7, pRFP-
Rab11wt/ pEGFP-NT-VAMP7, and pRFP-LC3/ pEGFP-VAMP3, using
DMRIE-C (Invitrogen Argentina S.A.), according to the manufacturer's
instructions or by electroporation, following standard procedures.

2.4. Labeling with N-Rh-PE

The fluorescent phospholipid analog N-Rh-PE was inserted into
the plasmamembrane as previously described. Briefly, an appropriate
amount of the lipid, stored in chloroform/methanol (2:1), was dried
under nitrogen and subsequently solubilized in absolute ethanol. This
ethanolic solution was injected with a Hamilton syringe into serum-
free RPMI (b1% v/v) while vigorously vortexing. The mixture was
then added to the cells, and they were incubated for 60 min at 4 °C.
After this incubation period, the medium was removed, and the cells
were extensively washed with cold PBS to get rid of excess unbound
lipids. Labeled cells were cultured in complete RPMI medium under
several conditions allowing the internalized lipid to reach the MVBs.
After this incubation, cells were washed in PBS and immediately
mounted on coverslips and analyzed by confocal microscopy.

To label endocytic compartments at different times after internal-
ization, cells incubated for 60 min at 4 °C with N-Rh-PE as indicated
above were washed, centrifuged for 2 min at 400×g and incubated in
suspension at 37 °C, 5% CO2. At different time points, the cells were
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placed on ice, washed once with cold PBS, and immediately mounted
on coverslips and analyzed by confocal microscopy.

2.5. Test of lysosomal function by degradation of a chromogenic BSA

The ability of K562 cells to endocytose and degrade the self-
quenched red Bodipy dye conjugated to BSA (DQ-BSA, Molecular
Probes, Eugene, OR) was used to measure lysosome function. Red DQ-
BSA requires enzymatic cleavage in an acidic intracellular compart-
ment to generate a highly fluorescent product, which can be moni-
tored by confocal microscopy. K562 cells were incubated for 12 h at
37 °C with DQ-BSA (10 μg/ml in RPMI containing 10% fetal bovine
serum) to ensure that the reagent reaches the lysosomal compart-
ment. Cells were then washed twice with PBS and incubated in
starvation media under different experimental conditions.

2.6. Immunoelectron microscopy

K562 cells overexpressing pGFP-LC3 were incubated for 3 h at
37 °C in full nutrient or in amino acid and serum-free media in
presence or absence of pCMV5-TeNT plasmid. Cells were fixed in 4%
paraformaldehyde in 0,2 M phosphate buffer, pH 7.4 (PB) for 2 h at
4 °C. After washing with PB and PB containing 50 mM glycine, cells
were embedded in 10% gelatine. Small blocks were infiltrated with
2.3 M sucrose at 4 °C for 2 h and then frozen in liquid nitrogen.
Ultrathin cryosectionswere preparedwith a Leica ultracut R, retrieved
with a mixture of 2% methylcellulose and 2.3 M sucrose (vol/vol).
Seventy-nanometer sections were sequentially labeled with mouse
anti-LBPA antibody, followed by a rabbit anti-mouse antibody
(Molecular Probes). The rabbit antibodies were detected with protein
A coupled to 5-nm gold particles (kindly provided by Dr. Gareth
Griffith). Subsequently, the samples were incubated with a rabbit
anti-GFP (Abcam, Cambridge), which was detected with protein A
coupled to 15-nm gold particles. To fix the first immunocomplex and
to avoid the possible cross-reaction, 1% glutaraldehyde was added at
the end of the first labeling procedure. The sections were contrasted
and embedded in a mixture of methylcellulose and uranyl acetate and
viewed under a Zeiss 900 electron microscope.

2.7. Indirect immunofluorescence for endogenous LC3 and Rab11
proteins

Cells were attached to polylysine-coated coverslips and fixed with
1 ml of 3% paraformaldehyde solution in PBS for 30 min at room
temperature. Samples were washed several times with PBS and
blocked by incubatingwith 50mMNH4Cl for 15min in PBS. Cells were
permeabilized with 0.05% saponin in PBS containing 0.2% BSA and
were incubated with an affinity-purified mouse antibody against LC3
(dilution 1:50), a rabbit antibody against Rab11 (dilution 1:50), in PBS
containing 1% BSA. Bound antibodies were subsequently detected by
incubation with Cy3 goat–anti-mouse secondary antibody (dilution
1:600, Jackson ImmunoResearch, West Grove, PA) and Alexa Fluor
488-labeled goat–anti-rabbit secondary antibody (dilution 1:500,
Molecular Probes, Eugene, OR). Samples were mounted with 50%
glycerol in PBS and analyzed by confocal microscopy.

2.8. Exosome isolation

Exosomes were collected from 10 ml of K562 media (15–20×106
cells) cultured for approximately 15 h. The culture medium was
collected on ice, centrifuged at 800×g for 10 min to sediment the
cells, and then centrifuged at 12,000×g for 30 min to remove the
cellular debris. Exosomes were separated from the supernatant by
centrifugation at 100,000×g for 2 h. The exosome pellet was washed
once in a large volume of PBS and resuspended in 100 μl of PBS
(exosome fraction).
2.9. Quantitation of released exosomes

2.9.1. Acetylcholinesterase assay
The amount of released exosomes was quantitated by measuring

the activity of acetylcholinesterase, an enzyme that is specifically
directed to these vesicles. Acetylcholinesterase activity was assayed
following a previously described procedure. Briefly, 25 μl of the
exosome fraction was suspended in 100 μl of phosphate buffer and
incubated with 1.25 mM acetylthiocholine and 0.1 mM 5,5′-dithiobis
(2-nitrobenzoic acid) in a final volume of 1 ml. The incubation was
carried out in cuvettes at 37 °C, and the change in absorbance at 412
nm was followed continuously. The data represent the enzymatic
activity at 20 min of incubation.

2.10. Fluorescent N-Rh-PE measurement

The fluorescent phospholipid analog N-(lissamine rhodamine B
sulfonyl) phosphatidyl ethanolamine (N-Rh-PE) was inserted into the
plasma membrane as previously described. Briefly, an appropriate
amount of the lipid, stored in chloroform/methanol (2:1), was dried
under nitrogen and subsequently solubilized in absolute ethanol. This
ethanolic solution was injected with a Hamilton syringe into serum-
free RPMI (b1% v/v) while vigorously vortexing. The mixture was then
added to the cells, and theywere incubated for 60min at 4 °C. After this
incubation period, the medium was removed, and the cells were
extensively washed with cold PBS to remove excess unbound lipids.
Labeled cells were cultured in complete RPMI medium to collect
exosomes. Fifty milliliter of the exosomal fraction was solubilized with
1.5 ml PBS containing 0.1% Triton X-100 to measure N-Rh-PE using a
SLM Aminco Bowman Series 2 luminescence spectrometer at 560 nm
and 590 nm excitation and emission wavelengths, respectively.

2.11. Statistical analysis

Results are represented as the mean±SEM from at least two
independent experiments. The comparisons were performed using
ANOVA in conjunction with Tukey and Dunnett tests. Significant
differences were ⁎Pb0.01; ⁎⁎Pb0.005.

3. Results

3.1. GFP-VAMP7 but not GFP-VAMP3 decorates large MVBs in K562 cells

Like reticulocytes, K562 cells generate multivesicular bodies
(MVBs) and release small vesicles termed exosomes into the
extracellular medium after fusion of MVBs with the plasma mem-
brane [6]. To investigate the possible role of SNARE proteins on the
MVBs pathway, we analyzed this process in transiently transfected
K562 cells overexpressing GFP-VAMP3 or GFP-VAMP7, two v-SNAREs
involved in the endocytic pathway [35,49–52]. To specifically label the
MVBs, cells were incubated for 1 hwith the fluorescent lipid analog N-
Rh-PE, which is efficiently incorporated into the internal vesicles (i.e. ,
exosomes) [53]. As shown in Fig. 1A, panels a–c, GFP-VAMP3 pre-
sented a punctate vesicular pattern but no colocalization with N-Rh-
PE-labeled MVBs was observed. In contrast, MVBs were clearly
decorated by GFP-VAMP7 (panels d–f). Interestingly, overexpression
of GFP-VAMP7 generated an enlargement of the MVBs decorated with
this protein (panels d–f).

As mentioned above, our results indicate that VAMP3 does not
colocalize with MVBs labeled with the lipid N-Rh-PE internalized for a
1-h period. However, since VAMP3 is one of the v-SNARE required for
early and recycling endosomes [47], we were interested in investi-
gating the relationship between VAMP3 and the early steps of the
endocytic pathway in K562 cells. For this purpose, we analyzed the
distribution of N-Rh-PE in cells overexpressing GFP-VAMP3 at
different times after internalization. As shown in Fig. 1B, a subset of



Fig. 1. GFP-VAMP7 decorates large MVBs in K562 cells. (A) K562 cells overexpressing pEGFP-VAMP7 (panels d–f) or pEGFP-VAMP3 (panels a–c) were incubated for 3 h with
the fluorescent lipid analog N-Rh-PE to label the MVBs as indicated in Materials and methods. (B) K562 cells overexpressing pEGFP-VAMP3 were incubated for 60 min at 4 °C with
N-Rh-PE. Cells were subsequently incubated at 37 °C to allow the internalization of the lipid. At different time points (5, 10, 15, 20, 25, 40 min), the cells were placed on ice and
washed with PBS. Cells were mounted on coverslips and immediately analyzed by confocal microscopy. Scale bar: 2 μm.
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GFP-VAMP3-labeled vesicular structures were marked with the lipid
N-Rh-PE at early times (5 and 10min) but not at internalization times
later than 15–20 min, confirming that in K562 cells VAMP3-labeled
vesicles correspond to an early endocytic compartment.

We have previously shown that in K562 cells, GFP-Rab11 decorates
a population of MVBs [48,54]. The role of Rab11 in MVB formation was
also confirmed in Drosophila photoreceptors since Rab11 knockdown
led to the generation of abnormal MVBs [55]. To address whether
VAMP7 or VAMP3 is present on the Rab11-decorated MVBs, we
analyzed these markers in transfected K562 cells overexpressing GFP-
Rab11. As shown in Fig. 2, panels a–c, a subset of GFP-Rab11-labeled
vesicular structures were marked with the lipid N-Rh-PE, confirming
that in K562 cells, MVBs are decorated by Rab11, as previously de-
monstrated [48]. We next generated double transfectants overexpres-



Fig. 2. VAMP3 and VAMP7 colocalize with Rab11-positive vacuoles. K562 cells overexpressing pEGFP-Rab11wt (panels a–c) were incubated for 3 h with the fluorescent lipid analog
N-Rh-PE to label the MVBs as indicated in Materials and methods. K562 cells overexpressing RFP-Rab11wt and pEGFP-VAMP3 (panels d–f) or RFP-Rab11wt and pEGFP-VAMP7
(panels g–i) were incubated in full nutrient media. Representative confocal images are depicted. Scale bar: 2 μm.
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sing RFP-Rab11 (red) and GFP-VAMP7 (green). As expected, some of
the vesicles decorated by Rab11 were also labeled with VAMP7 (Fig. 2,
panels g–i). Interestingly, when cells were cotransfected with RFP-
Rab11 (red) and GFP-VAMP3 (green), a partial colocalization between
Rab11 and VAMP3 was observed (Fig. 2, panels d–f). Our results
confirm that VAMP7 decorates MVBs and indicates that a population of
vesicles decorated by GFP-Rab11 is VAMP3-positive.

3.2. NH2-terminal domain of VAMP7 causes accumulation of MVBs close
to plasma membrane

Asmentioned in the Introduction, VAMP7 is involved in constitutive
exocytosis in HSY cells [45] and has a possible role for endosomal
vesicle trafficking to lysosomes [42,44]. TI-VAMP/VAMP7 has a long N-
terminal extension that produces an inhibitory effect on SNARE
complex formation [56], and this domain has been used to specifically
show the involvement of VAMP7 in a particular vesicular transport
event [57,58]. To address whether overexpression of this N-terminal
extension of VAMP7, which hampers SNARE pairing, affects the MVBs
pathway, we generated transiently transfected K562 cells overexpres-
sing the N-terminal domain of VAMP7 as a fusion protein with GFP
(GFP NT-VAMP7) and cells were labeled with the lipid N-Rh-PE (MVB
marker). As shown in Fig. 3A, panels a–c, GFP-NT-VAMP7 showed a
cytosolic distribution but the punctate pattern of the vesicles labeled
with N-Rh-PEwas not altered by overexpression of the GFP-NT-VAMP7
domain, indicating that this truncated protein did not affect lipid
internalization. However, of note, the N-terminal fragment of VAMP7
generated enlarged MVBs distributed close to the cell periphery,
suggesting that a step in the MVB pathway was affected.

Since as indicated above a population of MVBs recruits Rab11 on
their limiting membrane, we analyzed the distribution of Rab11 in
cells overexpressing both GFP-NT-VAMP7 and RFP-Rab11. As shown
in Fig. 3A, panels j–l, numerous Rab11-labeled structures close to
plasma membrane were observed. Interestingly, similar to the
observed with the lipid, these vesicles presented an enlarged size
compared to cells co-expressing RFP-Rab11 and GFP-vector or RFP-
Rab11 and GFP-VAMP7, as a control (Fig. 3A, panels d–f and g–i). Since
K562 are round cells, the presence of Rab11-positive vesicles close to
the cell periphery was confirmed by confocal serial sections (Fig. 3B).
The number of enlarged Rab11 vesicles close to the cell surface upon
overexpression of NT-VAMP7 was quantified (Fig. 3C), confirming the
significant increased percentage of these vesicles close to plasma
membrane. In order to verify that overexpression of N-terminal
domain of VAMP7 causes enlarged MVBs, a kind of late endosome, to
distribute close to the cell periphery, we evaluated the distribution of
lysobisphosphatidic acid (LBPA), a late endosome marker, and endo-
genous VAMP7 in cells overexpressing GFP-vector or GFP-NT-VAMP7.
As expected, a population of LBPA-labeled vesicles was clearly deco-
rated by endogenous VAMP7 (Figure S1, panels a–h). On the other
hand, cells overexpressing GFP-NT-VAMP7, LBPA-labeled vesicles
presented an enlarged size and a nearby plasma membrane distri-
bution compared to cells expressing only GFP (Figure S1, panels e–h).
Taken together, these data indicate that overexpression of the
NT-domain of VAMP7 leads to a marked increase of enlarged Rab11/
N-Rh-PE-marked vesicles (i.e., MVBs) adjacent to the cell periphery,
probably by blocking the final fusion step with the plasmamembrane.

3.3. MVBs distribution is not affected by inactivating VAMP3

It is known that the light chains of the tetanus (TeNT) and
botulinum (BoNTs) neurotoxins have an specific proteotolytic effect
(zinc endopeptidases) on certain SNARE proteins [59–61]. The under-
standing of the biochemical mechanism of action inside neuronal cells
has established these toxins as useful tools in studying membrane
fusion processes. To date, cellubrevin/VAMP3 is the only known v-
SNARE sensitive to tetanus neurotoxin (TeNT) that participates in the
endocytic pathway. To address whether inactivation of VAMP3 may
also cause an accumulation of MVB close to plasma membrane, K562
cells co-expressing GFP-VAMP3 and the tetanus toxin light chain
(pCMV5-TeNT LC) were incubated with the fluorescent lipid analog
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Fig. 4. MVBs distribution is not affected by inactivating VAMP3. K562 cells over-
expressing pEGFP-VAMP3 and pCMV5-TeNT were incubated for 60 min at 4 °C with N-
Rh-PE. Cells were subsequently incubated at 37 °C to allow the internalization of the
lipid. At different time points (5, 30, and 60 min), the cells were placed on ice and
washed with PBS. Cells were immediately mounted on coverslips and analyzed by
confocal microscopy. Scale bar: 2 μm.

Fig. 5. VAMP7 but not VAMP3 is required for exosome release in K562 cells. (A)
Transiently transfected K562 cells overexpressing GFP-vector, GFP-NSF WT, GFP-NSF
D1EQ, GFP-VAMP7 WT, GFP-NT-VAMP7, pEGFP-VAMP3, and pcDNA-TeNT LC were
incubated for 15 h in full nutrient medium. The released exosomes were collected and
quantified by measuring exosome-associated acetylcholinesterase (AChE). Data
represent the mean±SEM of three independent experiments. ⁎Significantly different
from the K562 cells transfected with the vector, Pb 0.01. (B) Cells were labeled for
60 min at 4 °C with the fluorescent lipid analog N-(lissamine rhodamine B sulfonyl)
phosphatidyl ethanolamine (N-Rh-PE) as described in Materials and methods. Cells
were extensively washed with cold PBS to remove excess unbound lipid and were
then cultured in complete mediumwithout phenol red to collect exosomes. A sample of
the exosomal fraction was suspended in 1.5 ml PBS–TX100 (0.1%), and N-Rh-PE was
measured by fluorometry. The figure is representative of two independent
experiments.
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N-Rh-PE. The lipid-labeled structures were analyzed at 5, 30, and 60
min after internalization. As shown in Fig. 4, overexpression of TeNT
LC completely changed the distribution of the protein VAMP3 from a
vesicular pattern to a soluble distribution. However, VAMP3 inacti-
vation did not affect either the lipid internalization nor the
distribution or the size of the MVBs, indicating that VAMP3 does not
seem to participate in the biogenesis or exocytosis of the MVBs.

3.4. VAMP7 but not VAMP3 is required for exosome release in K562 cells

It is well known that in K562 cells fusion of MVBs with the plasma
membrane results in the release of the internal vesicles known as
exosomes into the extracellular medium [6]. As previously shown,
the amount of exosomes secreted by these cells can be quantified by
measuring the levels of acetylcholinesterase (AChE) [62] in exosome
fractions harvested from the culture medium [48]. Since over-
expression of NT-VAMP7 caused an accumulation of enlarged MVBs
close to the cell periphery, suggesting that fusion with the plasma
membrane was abrogated, we were interested in determining if
overexpression of VAMP7 affects exosome secretion. After the
coupling of v- and t-SNAREs, the chaperone ATPase N-ethylmalei-
mide-sensitive factor (NSF) and soluble NSF attachment proteins
(SNAPs) catalyze the disassembly of SNARE complexes, allowing
fusion of the transport vesicle with the target membrane [63,64].
Fusion of endosomal vesicles can be readily monitored in vitro and
has been shown to require NSF, ATP, and other cytosolic factors [65–
67]. Released exosomes were harvested from the culture medium of
Fig. 3.Overexpression of NT-VAMP7 causes accumulation of MVBs close to plasmamembrane
the fluorescent lipid analog N-Rh-PE to label the MVBs as indicated in Materials andmethods
and pGFP-VAMP7 (panels g–i) or RFP-Rab11wt and pEGFP-NT-VAMP7 (panels j–l) were
analyzed by confocal microscopy. Scale bar: 2 μm. (B) Serial sections of cells overexpressing
Arrows indicate Rab11-positive vesicles close to plasma membrane. (C) Percentage of large v
or RFP-Rab11wt and pGFP NT-VAMP7 were quantified with the Methamorph software,
independent experiments. At least 100 cells were counted in each condition. ⁎⁎Significantl
K562 transfected with GFP-NSF WT (an AAA-ATPase, which is
required for recycling and activation of the fusion machinery), GFP-
NSF D1EQ (an NSF dominant negative mutant) [68], GFP-VAMP7 WT,
GFP-NT-VAMP7, and pcDNA-TeNT LC, and quantified as described
under Materials and methods. As shown in Fig. 5A, overexpression of
. (A) K562 cells overexpressing pEGFP-VAMP7 (panels a–c) were incubated for 3 h with
. K562 cells overexpressing RFP-Rab11wt and pEGFP-Vector (panels d–f), RFP-Rab11wt,
incubated in full nutrient media. Cells were immediately mounted on coverslips and
RFP-Rab11 (red) and pGFP NT-VAMP7 (green) were obtained by confocal microscopy.
esicles close to plasma membrane in cells overexpressing RFP-Rab11wt and GFP vector
using the integrated morphometry analysis and represent the mean ± SEM of two
y different from the RFP-Rab11+GFP-vector, Pb 0.005.
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GFP-NSF WT induced a marked increase in the amount of exosomes
released. This effect was abrogated by overexpression of the nega-
tive mutant of NSF (GFP-NSF D1EQ). There was a slight increase in
the amount of exosomes released by cells overexpressing VAMP7,
whereas overexpression of NT-VAMP7 hampered exosome release.
Interestingly, no inhibition was observed by expression of the
pcDNA-TeNT LC. Similar results were obtained when the exosomes
were labeled with the fluorescent lipid analog N-Rh-PE (see Materials
and methods). Likewise Fig. 5B shows a marked decrease in the
amount of exosomes collected from cells transfected with NT-
VAMP7. These results indicate that VAMP7, but not VAMP3, is
essential for exosome release in K562 cells. Furthermore, a functional
NSF protein is necessary for the process.

3.5. VAMP3 is required for the fusion between autophagosomes and
MVBs in K562 cells

Biochemical and morphological studies have shown that auto-
phagosomes can fuse with endosomes forming the so-called amphi-
somes that are prelysosomal hybrid organelles resulting from the
convergence of autophagic/endosomal pathway [69–72]. Interesting-
ly, morphological evidence suggests that MVBs are themain endocytic
fusion partners that meet with the autophagosome [18,69]. In a recent
publication, we have demonstrated that physiological or pharmaco-
logical induction of autophagy markedly increased the interaction
between Rab11-decorated MVBs and autophagosomes leading to an
enlargement of the hybrid organelle [19].

The protein LC3 is an autophagic marker [73] presents in
eukaryotic cells as a soluble form (LC3-I) and a membrane-associated
form (LC3-II). LC3-I is conjugated to a lipid molecule to generate LC3-
II, which localizes to autophagosomes. To investigate the possible role
of VAMP3 in the autophagic pathway, we analyzed this process in
transfected K562 cells overexpressing GFP-VAMP3 and RFP-LC3 or
GFP-VAMP3, RFP-LC3 and pCMV5-TeNT LC. To activate autophagy,
cells were incubated in starvation media or in complete media in the
presence of rapamycin, a macrolide antibiotic that stimulates auto-
phagy even under full nutrient conditions by inhibiting the kinase TOR
[10]. Interestingly, in cells not expressing the TeNT LC, conditions that
trigger autophagy caused a marked increase in the colocalization
between LC3 and VAMP3 (Fig. 6A, panels d–f and g–i), compared
with the control condition (full nutrient media, panels a–c), as well
as an enlargement of the LC3-labeled compartment as previously
described [19]. As expected, overexpression of TeNT LC caused the
cleavage of the VAMP3 fragment containing the GFP molecule, thus
it showed a soluble pattern. However, this VAMP3 cleavage did not
affect the enlargement of the LC3-positive vesicles in conditions that
stimulate autophagy. The reduction in the amount of VAMP3- and
LC3-positive vesicles in K562 overexpressig TeNT LC was quanti-
tated as indicated in Fig. 6B. Likewise, the decreased conver-
gence between VAMP3 and LC3 in the presence of TeNT LC was
quantified by measuring the percentage of colocalization between
RFP-LC3 and GFP-VAMP3 (Fig. 6C). These results suggest that over-
expression of TeNT LC cleavages the protein VAMP3, changing its
distribution from a vesicular to a cytosolic pattern, abrogating the
colocalization between LC3 and VAMP3 upon autophagy stimula-
tion. However, VAMP3 is not necessary for either the biogenesis or
homotypic fusion of the autophagosomes since autophagosomes
were formed in cells expressing the toxin that specifically breaks
down VAMP3.
Fig. 6. Autophagosome formation is not affected by inactivating VAMP3. (A) K562 cells tran
pcDNA-TeNT LC were incubated for 3 h in full nutrient (Ctr) or amino acid and serum-fre
coverslips and immediately analyzed by confocal microscopy. Scale bar: 2 μm. (B) Number
displayed in panel A. (C) Percentage of colocalization between GFP-VAMP3 and RFP-LC3 w
integrated morphometry analysis and represent the mean ± SEM of two independent expe
the control, Pb 0.005.
To determine whether VAMP3 participates in the fusion bet-
ween autophagosomes with MVBs to generate the amphisome, we
analyzed this process in transfected K562 cells overexpressing
GFP-Rab11 and RFP-LC3 or GFP-Rab11 and RFP-LC3 plus pCMV5
TeNT LC. Cells were incubated in starvation media (Fig. 7, panels d–f)
or in complete media in the absence (panels a–c) or presence of
rapamycin (panels g–i). As expected, conditions that stimulate
autophagy caused an increase in the colocalization between LC3 and
Rab11 compared with the control condition (Fig. 7, panels f and i).
Interestingly, overexpression of the TeNT LC produced a marked
decrease in the colocalization between LC3 and Rab11, indicating that
fusion between autophagosomes and MVBs was abrogated. The
decrease in the number of Rab11- and LC3-positive vesicles in K562
overexpressing TeNT LC was quantified as indicated in Fig. 7B. Also,
the decreased percentage of colocalization between GFP-Rab11 and
RFP-LC3, in cells overexpressing TeNT LC, was confirmed as indicated
in Fig. 7C.

To rule out the possibility that the autophagy-induced enlarge-
ment of MVB and the interaction with autophagosomes were due to
alterations caused by the overexpression of three chimeric proteins,
we analyzed the distribution of endogenous Rab11 and LC3 in cells
overexpressing either TeNT LC and RFP-LC3 or GFP-Rab11. Cells were
incubated in full nutrient media in the absence (control) or presence
of rapamycin (Rap). As shown in Figure S2, panels A and B (see
Supplemental Material), in all analyzed cells, the overexpressed
proteins and the endogenous proteins (Rab11 or LC3) were targeted
to the enlarged vesicles upon autophagy induction and no colocaliza-
tion was observed in the presence of overexpressed TeNT. Further-
more, the decreased percentage of colocalization between RFP-LC3
and endogenous Rab11 (Figure S2, C left panel) or GFP-Rab11 and
endogenous LC3 (Figure S2, C right panel), in cells overexpressing
TeNT LC, was confirmed by quantification.

The ability of tetanus neurotoxin to block the interaction between
MVBs and autophagosomes was also confirmed by immunoelectron
microscopy. Transiently transfected K562 cells overexpressing GFP-
LC3 were incubated in complete media (Fig. 8, panel a) or in
starvation media in the presence (Fig. 8, panels d–e) or absence
(Fig. 8, panels b–c) of TeNT LC and subjected to cryoimmunoelectron
microscopy to detect both GFP-LC3 and LBPA, a marker of MVBs. As
shown in Fig. 8, in conditions that stimulate autophagy (panels b–c),
GFP-LC3 was detected (15-nm gold particles, arrowheads) on the
membrane of large vesicles containing small internal vesicles (i.e.,
MVBs). The internal vesicles were labeled by the anti-LBPA antibody
(5-nm gold particles, arrows). GFP labeling correlates to the
previously described localization of LC3 both in the outer and inner
membranes of autophagosomes [73]. As expected, in control cells
(panel a) or in cells incubated under starvation conditions and
expressing TeNT LC (panels d–e), only vesicles labeled with GFP-LC3
or LBPA were observed, indicating that under autophagic conditions
the tetanus neurotoxin avoids amphisome formation. Taken together,
our results suggest that VAMP3 is necessary for the fusion between
autophagosomes and MVBs.

3.6. Fusion between autophagosomes and lysosomes is not abrogated by
the tetanus toxin

Since as shown in the previous section VAMP3 was required for
fusion between autophagosomes and MVBs, we were interested in
determining if VAMP3was involved in fusion among autophagosomes
siently cotransfected with pEGFP-VAMP3 and RFP-LC3 or pEGFP-VAMP3, RFP-LC3 and
e media in the absence (Stv) or presence of rapamycin (Rap). Cells were mounted on
of LC3- and VAMP3-positive vesicles per cell was determined from images as the ones
as also measured. The data were quantified with the Methamorph software, using the
riments. At least 50 cells were counted in each condition. ⁎⁎Significantly different from



Fig. 7. VAMP3 is required for the fusion between autophagosome andMVBs in K562 cells. K562 cells transiently cotransfected with pEGFP-Rab11wt and RFP-LC3 or pEGFP-Rab11wt,
RFP-LC3 and pcDNA-TeNT LC were incubated for 3 h in full nutrient (Ctr) or amino acid and serum-free media in the absence (Stv) or presence of rapamycin (Rap). Cells were
mounted on coverslips and immediately analyzed by confocal microscopy. Arrows in the insets indicate LC3 and Rab11 positive amphisomes. Scale bar: 2 μm. (B) Number of LC3 and
Rab11-positive vesicles per cell was determined from images as the ones displayed in panel A. (C) Percentage of colocalization between GFP-Rab11 and RFP-LC3 was also measured.
The data were quantified with the Methamorph software, using the integrated morphometry analysis and represent themean ±SEM of three independent experiments. At least 100
cells were counted in each condition. ⁎⁎Significantly different from the control, Pb 0.005.
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Fig. 8. Immunoelectron microscopy confirm that VAMP3 is present in MVBs and it is required for fusion with autophagosomes. K562 cells overexpressing pGFP-LC3 were incubated
for 3 h at 37 °C in full nutrient (a) or amino acid and serum-free media in the absence (b–c) or presence (d–e) of pcDNA-TeNT LC and analyzed by cryoimmunoelectron microscopy.
Ultra-thin sections were double labeled with mouse anti-LBPA, followed by a rabbit anti-mouse antibody and rabbit anti-GFP antibody. Rabbit antibodies were detected with protein
A coupled to 5-nm or 15-nm gold particles, respectively (see Materials and methods). Arrows: gold particles (protein A gold, 5 nm) detecting LBPA. Arrowheads: gold particles
(protein A gold, 15 nm) detecting GFP-LC3. The boxed regions in panels b–c are shown at a higher magnification. Scale bar: 0.5 μm.
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and lysosomes. For this purpose, cells were incubated with DQ-BSA
for 12 h to label the lysosomal compartment and then transiently
cotransfected with GFP-LC3 or GFP-LC3 and TeNT LC. After transfec-
tion, cells overexpressing GFP-LC3 were incubated in full nutrient
media (Ctr) or in starvation media (Stv). Cells overexpressing GFP-
LC3 and TeNT LC were incubated in starvation media (Stv) in the
absence or presence of vinblastine (Stv + Vb). Afterwards, cells were
incubated with monodansylcadaverine (MDC), an autofluorescent
compound that accumulates in autophagic vacuoles [74,75]. As
expected, several vesicles were co-labeled with DQ-BSA and the
autophagosomal markers GFP-LC3 and MDC in full media (Ctr) or in
conditions that stimulate autophagy (Stv) (Fig. 9A, panels a–h).
Interestingly, overexpression of TeNT LC did not abrogate the intera-
ction between autophagosomes and lysosomes (Fig. 9A, panels i–l). In
contrast, the colocalization between the lysosomal marker (DQ-BSA)
and the autophagosomal markers (GFP-LC3 and MDC) was marked
inhibited in cells treated with the microtubule-disrupting agent
vinblastine (Fig. 9A, panels m–p). The percentage of colocalization
between GFP-LC3- and DQ-BSA-positive vesicles in cells overexpres-
sig TeNT LC was quantitated as indicated in Fig. 9B. These results
suggest that direct fusion between autophagosomes and lysosomes
does not seem to require the v-SNARE protein VAMP3.
3.7. Overexpression of the N-terminal domain of VAMP7 causes a
decrease in autolysosome formation

To address whether VAMP7 was involved at some step during the
autophagic pathway, we generated transiently transfected K562 cells
overexpressing RFP-LC3 and GFP-VAMP7. As shown in Fig. 10A,
overexpression of VAMP7 caused an enlargement of vacuoles labeled
with LC3 and decorated by VAMP7, indicating that VAMP7 is present
in the autophagosomal membrane. Previous works have demons-
trated that TI-VAMP/VAMP7 is involved in late endosome to lysosome
transport [42,44,58,76]. To investigate the possible role of VAMP7 in
the maturation process of the autophagic pathway, K562 cells were
transiently transfected with pEGFP-VAMP7 or pEGFP-NT-VAMP7.
After 18 h of transfection, cells were incubated with DQ-BSA for 12
h at 37 °C (post-transfection labeling) to label the lysosomal
compartment (Fig. 10B, panels a–h). To rule out the possibility that
the overexpression of both chimeric proteins can affect the endocy-
tosis of DQ-BSA, a subset of K562 cells were incubated with DQ-BSA
for 12 h at 37 °C (pre-transfection labeling) and then cotransfected
with pEGFP-VAMP7 or pEGFP-NT-VAMP7 (Fig. 10B, panels i–p) and
analyzed after 18 h. Afterwards, cells were incubated with mono-
dansylcadaverine (MDC). As shown in Fig. 10B, overexpression of



Fig. 9. Direct fusion between autophagosome and lysosome is not abrogated by cleaving VAMP3. (A) K562 cells were incubated with DQ-BSA (10 μg/ml in RPMI + 10% fetal bovine
serum) for 12 h at 37 °C to label the lysosomal compartment. Cells were transiently transfected with pEGFP-LC3 or cotransfected with pEGFP-LC3 and pcDNA-TeNT LC. Cells
overexpressing pEGFP-LC3 were incubated in full nutrient media (Ctr) or in starvation media (Stv). Cells co-expressing pEGFP-LC3 and pcDNA-TeNT LC were incubated in starvation
media (Stv) in the absence or presence of 50 μM of vinblastine (Stv + Vb). Subsequently, cells were incubated with 0.05 mM MDC in PBS at 37 °C for 10 min. After washing several
times with cold PBS, cells were mounted on coverslips and immediately analyzed by fluorescence microscopy. Scale bar: 2 μm. (B) Percentage of colocalization between pEGFP-LC3
and DQ-BSAwas determined from images as the ones displayed in panel A. The data were quantified with theMethamorph software, using the integratedmorphometry analysis and
represent the mean ±SEM of three independent experiments. At least 100 cells were counted in each condition. ⁎⁎Significantly different from the control, Pb 0.005.
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GFP-VAMP7 generated some enlarged VAMP7 structures labeled with
DQ-BSA and MDC, indicating that these vesicles likely represent
autophagolysosomes (panels a–d). As shown before, GFP-NT-VAMP7
Fig. 10. Autolysosome formation is abrogated by the overexpression of NT-VAMP7. (A) K56
h in full nutrient and immediately analyzed by confocal microscopy. (B) K562 cells were tran
cells were incubated with DQ-BSA (10 μg/ml in RPMI + 10% fetal bovine serum) for 12 h at
subset of K562 cells were incubated with DQ-BSA for 12 h at 37 °C. Next, cells were transfect
transfection labeling). Subsequently, cells were incubated with MDC. After washing severa
confocal microscopy. Arrows in the inset indicate autophagosomes. Scale bar: 2 μm. (C) The
the ones displayed in panel B. The data were quantified with the Methamorph software
independent experiments. At least 30 cells were counted in each condition. ⁎⁎Significantly
showed a cytosolic distribution but the overexpression of NT-VAMP7
caused a marked decrease in DQ-BSA-labeled vesicles compared with
untransfected cells (panels e–h, see also Fig. 10C). These data suggest
2 cells transiently cotransfected with RFP-LC3 and pEGFP-VAMP7 were incubated for 3
siently transfected with pEGFP-VAMP7 or pEGFP-NT-VAMP7. After 18 h of transfection,
37 °C to label the lysosomal compartment (panels a–h) (post-transfection labeling). A
ed with pEGFP-VAMP7 or pEGFP-NT-VAMP7 (panels i–p) and analyzed after 18 h (pre-
l times with cold PBS, cells were mounted on coverslips and immediately analyzed by
number of DQ-BSA- and MDC-positive vesicles per cell was determined from images as
, using the integrated morphometry analysis and represent the mean ±SEM of two
different from the control, Pb 0.005. ⁎Significantly different from the control, Pb 0.01.
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that NT-VAMP7 hampers transport of the endocytosed DQ-BSA to the
lysosomal compartment blocking the labeling of degradative struc-
tures. Interestingly, in cells pre-labeled with DQ-BSA and then trans-
fected with VAMP7 or NT-VAMP7 (panels i–p), the overexpression of
VAMP7 generated enlarged autophagolysosomes labeled with the
three markers (GFP-VAMP7, DQ-BSA, and MDC) (panels i–l). In
contrast, overexpression of NT-VAMP7 caused a marked decrease
in the colocalization between DQ-BSA and MDC. The number of DQ-
BSA- and MDC-positive vesicles per cell was quantified as indicated in
Fig. 10C, showing the decrease of autolysosomes in cell overexpres-
sing NT-VAMP7. Taken together, these data suggest that NT-VAMP7
blocks autophagosome/lysosome interaction.

4. Discussion

In this study, we have identified two SNARE fusion proteins, TI-
VAMP/VAMP7 and VAMP3/cellubrevin that are involved in specific
steps of the autophagy /multivesicular body pathways. Several re-
ports have demonstrated that the prototype of the Lodgin
subfamily of v-SNARE, TI-VAMP/VAMP7, participates in trafficking
events [35,44,77]. TI-VAMP/VAMP7 was proposed to mediate late
endosome to lysosome transport [58]. In this report, we present
evidence that in K562 cells TI-VAMP/VAMP7 but not VAMP3
participates in the fusion between MVBs with the plasma membrane.
Our results indicate that enlarged MVBs (decorated with GFP-Rab11
and labeled by the lipid N-Rh-PE) colocalize with the overexpressed
GFP-TI-VAMP/VAMP7. Likewise, we show that endogenous VAMP7
protein is overlapped in enlarged LBPA (late endosome/MVB mar-
ker) vesicles. This observation is consistent with previous reports
showing that TI-VAMP/VAMP7 colocalizes with CD63, a marker of
MVB late endosomes, in PC12 and HeLa cells [50,78]. Moreover, L1 (a
cell–cell adhesion molecule), which colocalized with TI-VAMP in the
developing brain, was also found in the internal vesicles of MVB
[50,51,79]. Furthermore, we have also observed that overexpression
of the N-terminal domain of TI-VAMP/VAMP7, which inhibits
SNARE complex formation [80], caused an enlargement of the
MVB, which were distributed at the cell periphery, suggesting that
an active TI-VAMP/VAMP7 is necessary for fusion of MVBs with the
plasma membrane. Interestingly, the punctate distribution of the
MVB labeled with N-Rh-PE was not affected by overexpression of
the GFP-NT-TI-VAMP/VAMP7 mutant, which remained in a vesicu-
lar-like pattern, indicating that this mutant did not affect either lipid
internalization or MVBs biogenesis. Similar results were obtained in
MDCK cells where the overexpression of NT VAMP7 slowed down
endocytosis, but this process was not abrogated [52]. On the other
hand, we have observed that overexpression of TI-VAMP leads to
clear inhibition (approximately 90%) of the labeling of vesicles when
DQ-BSA was internalized after transfection of GFP-NT VAMP7. In
addition, there was a marked decrease in the colocalization between
autophagic and lysosomal markers when the cells were pre-labeled
with DQ-BSA and then transfected with the N-terminal domain of
TI-VAMP. These data are consistent with the observation that VAMP7
is involved in the late endosome to lysosome transport [42,44,58,76]
and that overexpression of TI-VAMP impairs this endocytic step.
Likewise, overexpression of TI-VAMP hampered lysosomal secretion
perhaps because it affects the biogenesis of the late endosomal and
lysosomal compartments [52].

We have previously shown that in K562 cells, GFP-Rab11 and also
the endogenous protein decorate a population of MVBs [19,48,54].
Furthermore, Rab11 has been detected by proteomics in exosomes,
the internal vesicles released by a type of MVBs [81]. Moreover, a role
for Rab11 in the formation of MVBs in Drosophila melanogaster was
also demonstrated [55]. Interestingly, we observed that TI-VAMP/
VAMP7 colocalized with enlarged Rab11 vesicles, indicating that TI-
VAMP/VAMP7 is present in at least a subset of MVBs. Likewise, the
overexpression of the N-terminal domain of TI-VAMP/VAMP7 caused
an accumulation of Rab11 vesicles distributed at the cell periphery,
suggesting that TI-VAMP/VAMP7 is necessary for the fusion of MVB
with plasma membrane to release the exosomes. In addition
consistent with this observation, we have observed that overexpres-
sion of NT-TI-VAMP/VAMP7 markedly decreased exosome release.
This is in agreement with the results obtained in Therry Gally's
laboratory where they demonstrated that the overexpression of the
N-terminal domain of TI-VAMP/VAMP7 abrogated lysosomal secre-
tion and consequently membrane repair [52].

VAMP3/cellubrevin has been postulated to function as a v-SNARE
for early and recycling endosomes and probably for constitutive
exocytosis [82]. This protein has a central conserved domain at the
cytoplasmic side, which contains the cleavage site for TeNT, being
VAMP3 sensitive to the proteolytic effect of this toxin. Overexpression
of pcDNA LC-TeTN caused a dramatic change in the distribution of
GFP-VAMP3, which remained cytosolic, indicating that VAMP3 was
effectively cleaved by TeNT, leaving the GFP-NH2 terminal fragment
of this protein soluble in the cytosol. This observation is consistent
with previous reports that have shown that TeNT breaks down
VAMP3 in a selective manner [83]. Interestingly, our results indicate
that MVBs biogenesis was not affected by the proteolytic effect of
TeNT on VAMP3 and overexpression of VAMP3 or tetanus toxin did
not affect the amount of exosome released, suggesting that this
protein does not have a critical role in these steps of the MBV
pathway.

Several studies have shown the convergence of the autophagic/
endosomal pathways in different cell types [69–72]. Moreover, we
have verified that physiological or pharmacological induction of
autophagy markedly increased the interaction between MVBs and
autophagosomes leading to enlarged amphisomes [19]. In the present
report, we demonstrate that VAMP3 colocalizes with autophagic
vacuoles under conditions that stimulate autophagy, being this
colocalization hampered by TeNT. In contrast, TeNT did not block
the enlargement of the autophagosomes due to autophagy stimula-
tion, indicating that VAMP3 is not necessary for the biogenesis of the
autophagosome. In addition, we have observed that a subset of
VAMP3-positive vacuoles colocalize with Rab11. These data are
consistent with the fact that Rab11 decorates the membrane of
autophagic vacuoles (amphisomes) in K562 cells [19], being necessary
for amphisome formation. Interestingly, we have demonstrated by
immunofluorescence and ultrastructural analysis that in K562 cells
TeNT inhibited the interaction between Rab11-decorated MVBs and
autophagosomes. These results indicate that VAMP3 is required for
the fusion between MVBs with autophagosomes, allowing the
maturation of the autophagic vacuole.

Previous studies have shown that the effect of vinblastine within
the autophagic pathway is likely due to inhibition of fusion of
autophagosomes and amphisomes with lysosomes, without affecting
autophagosome–amphisome fusion [69,71]. In a previous report, we
have indeed demonstrated that the interaction between MVBs and
autophagic vacuoles was not prevented when microtubules were
disrupted by vinblastine [19]. Importantly, our results show that TeNT
did not hamper the formation of the autolysosome, which was only
blocked when cells were incubated in the presence of themicrotubule
inhibitor vinblastine. These data suggest that VAMP3 is required for
amphisome generation but it is not required for direct fusion between
autophagosomes and lysosomes.

During reticulocyte maturation, hematopoietic progenitors under-
go numerous changes to reach the final functional stage, the
erythrocyte. Throughout this process, some proteins and organelles
that are not required in the mature red cell are lost. These proteins are
released into the extracellular medium associated with vesicles
present in multivesicular bodies (MVBs) [3,4,6–8,84]. In addition, in
the transformation process that occurs during erythrocyte matura-
tion, intracellular organelles are likely removed by means of
autophagic sequestration and degradation. Genetic evidence has
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been recently provided indicating that autophagy is involved in mito-
chondrial clearance from reticulocytes [85]. Likewise, it has been
previously demonstrated that Ulk1 (homologue to the yeast autop-
hagy kinase Atg1) is a critical regulator of mitochondrial and ribo-
somal clearance during erythroid maturation [86]. We have also
demonstrated that in the erithroleukemic K562 cells, MVBs interact
with the autophagic pathway and that autophagy likely contributes to
get rid of these endocytic compartments in this cell type [19]. In the
present report, we have presented evidence indicating the role of two
SNAREs proteins (VAMP7 and VAMP3) in specific steps of the MVB/
autophagic pathway. We believe that our study opens a new avenue
to unravel the biological significance of autophagy in a physiological
process such as the terminal differentiation of red blood cells.
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