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1 | INTRODUCTION

Abstract

We characterized the in vivo interstitial fluid (IF) content of extracellular vesicles
(EVs) using the GFP-4T1 syngeneic murine cancer model to study EVs in-transit
to the draining lymph node. GFP labelling confirmed the IF EV tumour cell origin.
Molecular analysis revealed an abundance of IF EV-associated proteins specifically
involved in mitophagy and secretory autophagy. A set of proteins required for sequen-
tial steps of fission-induced mitophagy preferentially populated the CD81+/PD-L1+
IF EVs; PINK1, TOM20, and ARIH1 E3 ubiquitin ligase (required for Parkin-
independent mitophagy), DRPI and FIS1 (mitochondrial peripheral fission), VDAC-1
(ubiquitination state triggers mitophagy away from apoptosis), VPS35, SEC22b, and
Rab33b (vacuolar sorting). Comparing in vivo IF EVs to in vitro EVs revealed 40%
concordance, with an elevation of mitophagy proteins in the CD81+ EVs for both
murine and human cell lines subjected to metabolic stress. The export of cellular
mitochondria proteins to CD81+ EVs was confirmed by density gradient isolation
from the bulk EV isolate followed by anti-CD81 immunoprecipitation, molecular
sieve chromatography, and MitoTracker export into CD81+4 EV's. We propose the 4T1
in vivo model as a versatile tool to functionally characterize IF EVs. IF EV export of
fission mitophagy proteins has broad implications for mitochondrial function and
cellular immunology.
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Extracellular vesicles (EVs) released from healthy and diseased tissue interstitial fluid (IF) into the lymphatic drainage are poorly
understood aspects of EV biology. EVs circulating in the lymph constitute an information highway between tissues where the
lymph is a portal of entry for tissue EV's to reach the blood. EVs may not be readily able to penetrate the blood vessels surrounding
the tissue (Stacker et al., 2014) due to the vessel wall’s barrier function. However, lymphatic vessels have high permeability to EV-
sized particles (30-5000 nm), making it likely that a high proportion of EVs shed into the IF enter the draining lymph (Stacker
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FIGURE 1 Methodology of collecting and characterizing tumour interstitial fluid EVs. (a) Tumour cells shed EVs into the interstitial fluid (IF) of the
tumour microenvironment. The IF becomes lymphatic drainage that carries the EVs to the sentinel lymph node (SLN). (b) IF resident EVs (green particles) are
harvested from fresh, solid tumour tissue by low speed centrifugation. (c) Molecular characterization of EVs includes isolation and purification by differential
ultracentrifugation, density gradient ultracentrifugation, and immunoprecipitation with downstream analysis by western blot, mass spectrometry, electron
microscopy, and fluorescent imaging of cellular molecular tags that become EV cargo

etal., 2014) for direct delivery to the sentinel lymph node (SLN). Specifically, cancer tumour cells shed EVs over a wide range of
sizes (30-5000 nm) and molecular characteristics to facilitate tumour pathogenesis, growth, immune recognition, and tumour
invasion and metastasis (Lowry et al., 2015; Muller et al., 2016; Raposo & Stoorvogel, 2013; Thomas et al., 2014; Vader et al., 2014).
Consequently, a high percentage of the EVs elaborated by the tumour would first encounter the innate immune system at the
SLN (Figure la). While it has been proposed that cancer EVs can be involved in anti-apoptosis, antigen presentation, immune
recognition, and immune evasion (Fleming et al., 2014; Lowry et al., 2015; Pleet et al., 2018; Vlassov et al., 2012), a majority of
studies have used EVs collected from cultured cells. An understanding of the repertoire of cancer-derived EVs shed into the
IF in vivo, and their interactions with the SLN, can provide insights into immune recognition of the tumour and into immune
suppression that enables the tumour growth and metastasis (Margolis & Sadovsky, 2019; Raposo & Stoorvogel, 2013). In this
study, we developed a model system to obtain a snapshot of the resident IF EVs from excised tumour tissue to elucidate the wide
dynamic range of molecular characteristics and functions of IF EVs.

Previous attempts to collect tissue-derived EVs have employed organ culture or the addition of tissue damaging enzymes.
Unfortunately, the EV contents released post-excision into culture media may be altered by hypoxia and physiologic shock of
tissue fragment survival in the ex vivo environment (Gallart-Palau et al., 2016; Jang et al., 2019; Mincheva-Nilsson et al., 2016;
Teng et al., 2017; Vader et al., 2014; Vella et al., 2017), and may not accurately reflect the true resident EVs within the tumour
IF at the time of ex vivo procurement. To address these biological and technological challenges, we developed a novel method
and workflow to directly isolate and enrich for EVs shed into, and existing within, the IF in vivo of a syngeneic tumour mass
without the use of tissue extraction enzymes (Figure 1b). After validating that the IF EVs contained the cell-specific marker
(enhanced green fluorescent protein (eGFP), we further purified the EVs and density populations to evaluate their molecular
cargo by mass spectrometry, western blotting, chromatography, and ultrastructural morphology (Figure 1c). To understand the
importance of the global functional consequences of the separate EV categories, we studied their effects on SLN modulation of
tumour growth, angiogenesis, and distant metastasis. For these functional comparisons, we employed our previously developed
model of delivering isolated EV's directly in order to prime the SLN for cancer cell challenge (Longo et al., 2009; Luchini et al.,
2008; Popova et al., 2015; Tamburro et al., 2011; Teunis et al., 2017).

It has been hypothesized that secretory autophagy contributes to the growth of the tumour (Dupont et al., 2011). Autophagy,
“self-eating,” is a homeostatic response to degrade and recycle cellular material for energy, whereas secretory autophagy utilizes
similar autophagy machinery for unconventional protein secretion (Espina et al., 2010). Secretory autophagy has never been
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studied in IF (Morgan et al., 2019; New & Thomas, 2019); therefore, we studied the presence of molecular mediators specific to
secretory autophagy (SEC22b and RAB33b) compared to canonical autophagy machinery (LC3-I//II and p62) (Morgan et al.,
2019; New & Thomas, 2019). Further, there is a significant lack of knowledge concerning the role of cellular EV production and
the mitophagy process. Mitophagy is a selective form of autophagy specifically for the removal of damaged or aged mitochondria.
There are two major pathways which can induce the mitophagic process: Parkin-dependent mitophagy and Parkin-independent
mitophagy (Villa etal., 2018). A majority of mitophagy research has been focused on Parkin-dependent mitophagy; however, new
research has suggested that Parkin-independent mitophagy processes may play a role cancer disease progression (Villa et al.,
2017). Morphologically, mitophagy is preceded by mitochondrial fission factor 1 (FISI) triggered peripheral fission to detach
end segments of mitochondria for autophagic processing (Ihenacho et al., 2021; Kleele et al., 2021). Considering mitochondrial
function and energy metabolism are crucial components of normal and diseased tissue cell function, combined with the recent
findings that mitochondrial proteins are present within EV's (Jang et al., 2019; Macleod, 2020), we evaluated the EV's for specific
molecular complex of mitophagy. We verified our mitophagy characterization using EV density gradient separation followed by
immunoprecipitation using EV specific markers followed by western blot for a key mitophagy initiator (PINK1). Additionally, we
fluorescently labelled active mitochondria and tracked the fluorescent dye presence in the released EVs. The molecular charac-
terization of the IF revealed that a specific population of EVs contained a large set of proteins all specifically associated with the
sequential steps of mitophagy fission and mitophagy, not mitophagy fusion, nor mitochondria-associated apoptosis. Altogether,
these results revealed a notable functional difference in the EV subpopulations, and provide new insights about the biology of
secretory autophagy and extracellular mitophagy components shed within IF EVs.

2 | MATERIALS AND METHODS
2.1 | Cells

The 4T1-eGFP-Puro (Imanis Life Sciences) mammary carcinoma cell line was cultured in RPMI-1640 media (Quality Biological)
supplemented with 10% heat-inactivated exosome-free foetal bovine serum (FBS) (Peak Serum), 2 mM L-glutamine (Qual-
ity Biological), 100 ug/ml streptomycin (Quality Biological), 100 U/ml penicillin (Quality Biological), and 2 ug/ml puromycin
(Invivogen). The MDA-MBA-231 (ATCC) adenocarcinoma cell line was cultured in Leibovitz’s L-15 (ATCC) media sup-
plemented with 10% heat-inactivated exosome-free foetal bovine serum (FBS) (Peak Serum), 2 mM L-glutamine (Quality
Biological), 100 ug/ml streptomycin (Quality Biological), and 100 ug/ml penicillin (Quality Biological) for 5 days in a flask (at
37°Cand 5% CO2) before harvesting for downstream experiments. For the SLN EV immunogen priming model, the 4T1 (ATCC)
mammary carcinoma cell line was cultured in RPMI-1640 (Quality Biological). When reaching confluency, cells were removed
by scraping and resuspended in media after cell viability was determined by Trypan Blue exclusion.

2.2 | Growth of GFP-4T1 tumours and EV isolation from resident tumour interstitial fluid (IF) ex
vivo

4T1-GFP cells at 1 X 10°/ml were injected into the mammary fat pads of 6-week-old BALB/c mice (Charles River Laboratory).
The animals were sacrificed after 4 weeks, and the tumours were excised. Following removal, the tumours were placed in an
EconoSpin column lined with glass wool and suspended in 300 ul of PBS. This assembly was then centrifuged at 8160 X g for
10 min. The flow through was harvested and then centrifugated at 2000 X g for 45 min at 4°C. The resulting “2K” pellet was
harvested and the supernatant was centrifuged at 10,000 X g for 45 min at 4°C. The “10K” pellet was harvested followed by the
supernatant collected and treated with nanotrap particles. Nanotrap particles (NTs) Ceres #CN1035, and Ceres #CN2010 (Ceres
Nanosciences, Inc.) were used to enrich EVs from low volume, cell-free supernatant samples as previously described (Ahsan
et al., 2016; Demarino et al., 2018; Narayanan et al., 2013; Pleet et al., 2016, 2018; Sampey et al., 2016). One hundred microliters
of the CN1035/2010 slurry (30% CN1035, 30% CN2010 and 30% PBS) were added into the 10,000 X g depleted supernatant and
allowed to rotate at 4°C overnight. The NTs were then harvested by centrifugation at 20,800 X g for 10 min at 4°C resulting in
the “100K*” pellet. These samples were later utilized in Western Blot and mass spectrometry.

2.3 | EV isolation by differential ultracentrifugation

The 4T1, MDA-MBA-231, and 4T1-eGFP-Puro cell cultures were grown for 5 days, after which supernatants were collected from
the cultures. The supernatants were centrifugated at 500 X g for 10 min, with the resulting pellet being discarded and the resulting
supernatants being collected. The supernatants were then centrifugated sequentially in a 70Ti rotor (Beckman) with the resulting
pellets being saved and the resulting supernatant being used in the following centrifugations at 2000 X g for 45 min at 4°C, then
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10,000 X g for 45 min at 4°C, and finally 100,000 X g for 90 min at 4°C. The resulting pellets were denoted as “2K”, “10K”, and
“100K”, respectively, and were later utilized in downstream assays.

2.4 | Western blot analysis

Whole-cell extracts (10 ug) or concentrated differential ultracentrifuge samples (5-10 ul) were resuspended in 10 ul of Laemmli
buffer, heated at 95°C for 3 min, and loaded onto a —-20% Tris-Glycine SDS gel (Invitrogen). CN1035/2010 NT pellets were resus-
pended in 15-20 ul of Laemmli buffer then heated at 95°C for 3 min and vortexed repeating these steps three times until fully
resuspended. The eluted material was then loaded onto a 4-20% Tris-Glycine gel. Gels were run at 100 V and wet-transferred
overnight at 50 mA onto polyvinylidene difluoride (PVDF) membranes. Membranes were blocked in 5% milk in PBS-1X con-
taining 0.1% Tween 20 (PBST) for a 1 h at 4°C, then incubated overnight at 4°C with appropriate primary antibody in PBST at
recommended manufacturer dilutions. Antibodies used for these experiments included: anti-eGFP (Abcam), anti-CD63 (Santa
Cruz), anti-CD81 (Santa Cruz), anti-CD9 (Abcam), anti-B-Actin (Abcam), anti-VEGF (Thermo Fisher), anti-LC3B (Cell Sig-
nalling), anti-p62 (Cell Signalling), anti-PINK1 (Novus Biologics), and anti-PD-L1 (Rockland). Membranes were then incubated
with the appropriate horseradish peroxidase (HRP)-conjugated secondary antibody for 2 h at 4°C or for 1 h at room temperature
and developed using Clarity or Clarity Max Western ECL Substrate (Bio-Rad). Luminescence was visualized on a ChemiDoc
Touch Imaging System (Bio-Rad).

2.5 | Mass spectrometry

The EV samples (10 ul) were mixed with 20 ul of 8 M urea and reduced with 10 mM dithiothreitol at 50°C for 5 min. The
mixture was alkylated with 50 mM iodoacetamide at room temperature for 15 min and digested with trypsin at 37°C for 4 h.
The sample was desalted by ZipTip, dried in SpeedVac, then reconstituted with 10 ul of 0.1% formic acid for mass spectrometry
(MS) analysis. Liquid chromatography coupled tandem mass spectrometry (LC-MS/MS) experiments were performed on an
Exploris 480 (ThermoFisher Scientific, Waltham, MA, USA) equipped with a nanospray EASY-nLC 1200 HPLC system. Peptides
were separated using a reversed-phase PepMap RSLC 75 um i.d. X 15 cm long with 2 um particle size C18 LC column from
ThermoFisher Scientific. The mobile phase consisted of 0.1% aqueous formic acid (mobile phase A) and 0.1% formic acid in 80%
acetonitrile (mobile phase B). After sample injection, the peptides were eluted by using a linear gradient from 5% to 40% B over
90 min and ramping to 100% B for an additional 2 min. The flow rate was set at 300 nl/min. The Exploris 480 was operated
in a data-dependent mode in which one full MS scan (60,000 resolving power) from 300 m/z to 1500 m/z was followed by
MS/MS scans in which the most abundant molecular ions were dynamically selected and fragmented by higher-energy collisional
dissociation (HCD) using a collision energy of 27%. “EASY-Internal Calibration”, “Peptide Monoisotopic Precursor Selection”
and “Dynamic Exclusion” (15 s duration), were enabled, as was the charge state dependency so that only peptide precursors with
charge states from +2 to +4 were selected and fragmented. Tandem mass spectra were searched against the NCBI human and
mouse database using Proteome Discover v 2.3 from ThermoFisher Scientific. The SEQUEST node parameters were set to use full
tryptic cleavage constraints with dynamic methionine oxidation. Mass tolerance for precursor ions was 2 ppm, and mass tolerance
for fragment ions was 0.02 Da. A 1% false discovery rate (FDR) was used as a cut-off value for reporting peptide spectrum
matches (PSM) from the database search. For protein abundance normalization to eGFP, the mass tolerance for precursor ions
was adjusted to 5 ppm, and mass tolerance for fragment ions was 0.6 Da to accommodate the post-translational modifications
of eGFP.

To identify the shared proteins returned between each sample, the protein GI numbers were inputted into the web-based Venn
diagram maker InteractiVenn (Heberle et al., 2015). Fold-enrichments of over-expressed protein pathways by EV sample were
determined by using PANTHER pathway database (Mi & Thomas, 2009).

2.6 | EV-CK nanoparticle delivery synthesis

Sterile N-Isopropylacrylamide (NIPAm) particles with a ~7% molar content of acrylic acid (AAc) were synthesized by precipi-
tation polymerization and coupled with Cibracron Blue F3G triazine dye by direct reaction between the carboxylic acid groups
of the particles (Tamburro et al., 2011; Teunis et al., 2017). Cibracron Blue dyed nanoparticles (NPs) were aseptically incubated
with 1 ug/ml concentration of carrier-free human CCLI8/PARC (RD Systems) and 1 ug/ml of carrier-free mouse CXCL9/ MIG
(Biolegend) at 4°C overnight (CK/NPs). After overnight incubation, the CK/NP mix was washed and resuspended with sterile
PBS-1X. Next, the NPs were diluted 1:10 in PBS-1X and mixed equi-volume with each EV subpopulation and incubated overnight
at 4°C overnight (EV/NPs). The EV/NP mix was washed and resuspended with sterile PBS-1X.
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2.7 | Sentinel lymph node priming animal model

Six to ten-week-old BALB/c female mice were obtained from Jackson Labs. Mice were injected with 50 ul of a 1:1 ratio of CK/NPs
and EV/NP subtype via subcutaneous injection in the right foot pad. Two days later, mice were challenged with 1 X 10° 4T1
cells/mouse at the same location and monitored for spontaneous tumour growth. A control group of mice received just the 4T1
challenge. At the 4 week mark, animals were sacrificed and tissues were harvested for immunohistochemistry. Tumour growth
was measured by calipers. A follow-up experiment was performed and repeated these procedures, except the treatment and
tumour cell challenge were subcutaneously injected into the mammary fat pad. All animal experiments were approved by the
George Mason Institutional Animal Care and Use Committee (IACUC; 1312869-1).

2.8 | Angiogenesis assay

To assess the effects of 4T1 EV's on tubular formation, the Angio-Ready Angiogenesis Assay System (ACS-2001-2; ATCC) was
utilized. The assay was performed following the recommended protocol and experimental samples were assayed in triplicate.
On day 0, the assay was initiated in fully supplemented Angio-Ready Angiogenesis Medium (ACS-2008; ATCC). On day 2, the
medium was removed and replaced with a 1:2 dilution of the fully supplemented medium. Treatment with EVs was based on an
approximate ratio of 1:2000 (recipient cell to EV ratio) while untreated cells received only PBS. Cells were re-treated again on
day 4. A fluorescent microscope was used to image the cells at various time points and image analysis was performed using the
Wimasis WimTube analysis platform.

2.9 | EV uptake assay

The 4T1EVs were labelled with BODIPY 493/503 (Thermo Fisher) as per the manufacturer’s protocol. Briefly, various EV samples
(50-100 ul) were labelled for 1 h at 37°C (~10° - 10'° EVs/5ul of dye). Samples were then passed through a Sephadex G-50 column
(1 ml syringe; 0.5 ml bed volume adjusted with PBS buffer) at 2000 rpm for 2 min. The columns were washed with 25 ul of PBS
at the same speed for 2 min and the collected EVs were counted for further analysis. The unincorporated dyes were trapped at
the upper 1/3 of the column and EVs were collected in the flow-through. Labelled EVs were then added to confluent cultures of
ASC52telo hTERT-immortalized MSCs (SCRC-4000; ATCC). EVs were added at an approximate ratio of 1:2000 (recipient cell
to EV ratio) and incubated at 37°C for a period of 6 days. Images were captured using a fluorescent microscope.

2.10 | Electron microscopy

EV subpopulations were imaged via transmission electron microscopy (TEM) using the in-block preparation method by Jung and
Mun, with minor modifications (Jung & Mun, 2018). Briefly, pelleted EV subpopulations were fixed in 1 ml of 2.5% glutaraldehyde
in 0.1 M sodium cacodylate buffer overnight at 4°C. Pellets were washed in 0.1 M sodium cacodylate, then post-fixed in 1 ml of 2%
osmium tetroxide in 0.1 M sodium cacodylate buffer for 1 h at 4°C. Pellets were washed again in 0.1 M sodium cacodylate buffer
then dehydrated with a graded acetone series. Dehydrated pellets were resin embedded in Spurr Low Viscosity resin (Sigma-
Aldrich EM0300-1KT) via a graded series of 3:1, 1:1, and 1:3 acetone:resin, then dried overnight at 65°C in 100% resin in Beem
capsules. For each EV subpopulation, 60-100 nm sections were cut on a ultramicrotome and collected on Formvar/carbon film
copper TEM grids, then double stained in 2% uranyl acetate followed by Reynold’s lead citrate. Sections were imaged at 200 kV
on a JEOL JEM 2100-Plus.

Pooled Izon column fractions 11-15 (PINK+) were imaged via scanning electron microscopy. Sample (3 uL) was spotted on a
silicon chip and dried under vacuum overnight. Samples were imaged uncoated on a JEOL JSM-7200F between 3 kV and 5 kV.

2.11 | EV Isolation by Iodixanol gradient ultracentrifugation and immunoprecipitation

Five-day-old supernatants were collected from 4T1-eGFP cells or MDA-MB-231 cells and centrifugated at 500x g for 10 min. The
resulting supernatants were then incubated with ExoMax (System Biosciences) at a 1:1 ratio overnight at 4°C. After incubation,
the samples were centrifugated at 2000 X g for 30 min with the resulting pellet being resuspended in 300-400 ul of PBS. Eleven
iodixanol gradient fractions (1 ml/fraction; 6.0-18.0% iodixanol with a 1.2% iodixanol increase between fractions) were created
by adding iodixanol to PBS in the appropriate ratio. These fractions were then loaded into a centrifuge tube compatible with the
Beckman SW41 rotor in order of highest density (18.0%) to lowest density (6.0%). This was followed by the resuspended pellet
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collected from the ExoMax preparation. These samples were then centrifugated at 100,000 X g for 90 min at 4°C. The volume
of the resuspended pellet and each 1 ml fraction were removed and then stored in microcentrifuge tubes. These fractions were
used in various downstream assays.

Select iodixanol fractions, 250 ul, were rotated with 2 ug of antibody, either anti-CD81 or anti-ERCCI (D-10) (Santa Cruz)
overnight at 4°C. Samples were then incubated with 20 ul of Protein G Plus/Protein A Agarose Suspension (Millipore Sigma) for
2 h at 4°C. These samples were centrifuged at 15,000 X g for 10 min at 4°C. The resulting pellet was then used in Western blots.

2.12 | Mitochondrial oxidative stress perturbation

Two 4T1-eGFP cell cultures were plated at 10° cells/ml. Untreated cells were left to grow for 5 days. Treated cells were stimulated
with 10 nM of carbonyl cyanide 3-chlorophenylhydrazone (CCCP) (Sigma) and left to grow for 5 days. The supernatants were
collected and EVs fractions were isolated by differential ultracentrifugation. The resulting 100K EV's were probed for anti- ARTH1
(Santa Cruz) by Western blot.

2.13 | Mitochondrial EV fluorescent labelling

Two 4T1-eGFP-Puro cell cultures were plated at 10° cells/ml. Untreated cells were left to grow for 48 h. Treated cells were stim-
ulated with 10 nM and 10 uM of CCCP and left to grow for 48 h. At 48 h, 50 nM of MitoTracker Deep Red (MTDR) (Thermo
Fisher) was added to the media and left to sit overnight in the cell incubator. The supernatants were collected and EVs were
isolated by differential ultracentrifugation. EVs subpopulations were plated at 30 ul and scanned for peak emission fluorescent
intensity fluorescence at 450/490 nm (absorbance/ emission) for GFP and 635/675 nm (absorbance/emission) for MTDR on a
Tecan safire’ plate reader.

2.14 | EV protease analysis

Tumour IF that has been depleted for 2K and 10K subpopulations by centrifugation and validated for PINK1 and CD81 positivity
(10ug) were incubated with dilutions of trypsin (Promega) for 30 min at 37°C. After incubation, 15 ul of Laemmli buffer was
added to trypsin-treated and control samples. The samples were analysed via Western Blot.

2.15 | EV free protein separation analysis

To understand the free protein content in the EV isolation we used our previously published protocol (Pinto et al., 2021). Five-
day-old supernatants were collected from eGFP-4T!1 cells and centrifugated at 500 xg for 10 min, with the resulting pellet being
discarded. The resulting supernatant was sequentially centrifugated to remove the 2K and 10K EV subpopulations. The resulting
supernatant was then mixed with ExoMax™ (System Biosciences) at a 1:1 ratio overnight at 4°C to enrich and precipitate the EV's
to reduce the free protein. After incubation, the samples were centrifugated at 2000 xg for 30 min with the resulting pellet being
resuspended in 300-400 ul of PBS. Next, 200 ul of concentrated material was loaded onto a qEV/35 nm size exclusion column
(IZON). The resulting flow through material was collected into forty 200 ul fractions. 100 ul of each fraction was pooled into
groups of five for a total of 500 ul. Each fraction’s protein content was analysed via Bradford assay. Next, the pooled fractions
were incubated overnight at 4°C with CN1035/2010 (Ceres Nanosciences). NTs were pelleted and prepared for Western blot
analysis. Gel electrophoresis protein detection was performed by Silver Stain according to manufacturer instructions (Pierce
Silver Stain Kit, Thermo Fisher). Densitometry analysis of the protein amount was quantified by Image].

2.16 | Statistical analysis
Standard deviation was calculated in all quantitative experiments done in triplicate. All p-values were calculated using two-

tailed Student’s t-tests or one-way ANOVA as indicated. Differences were considered statistically significant when p < 0.05. All
statistical analyses were performed using GraphPad Prism Software version 8.3.1.
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FIGURE 2  All the major categories of IF and in vitro EV's contain the tumour cell specific eGFP marker, verifying EV tumour cell origin in vivo. (a)
eGFP-4T1 mammary carcinoma cells cultured to confluency release GFP-expressing EV's into all the common EV subtypes (2K, 10K, and 100K). The
GFP-expressing EVs contain specific EV markers on their surface with the highest expression levels in the 100K fraction. (b) 10° GFP-4T1 cells/ml were
injected into the mammary fat pad of the syngeneic BALB/c mouse model. After 2 weeks, tumours were excised and placed in an EconoSpin column lined with
glass wool and gently centrifuged at 8160 X g for 10 min to isolate bulk EV's from the tumour IE (c) Bulk EVs isolated from the tissue were fractionated by
ultracentrifugation at 2000 X g (2K) for 45 min and 10,000 X g (10K) for 45 min. Smaller diameter EVs (100K*) were isolated via nanoparticle capture
technology from the resulting 10K fraction supernatant. Expression of GFP and common EV markers were Western Blotted

3 | RESULTS
3.1 | GFP-EVs can be harvested directly from GFP-labelled 4T1 tumour tissue

We developed a method that directly harvests the resident EVs released into the IF surrounding the tumour tissue of the 4T1
syngeneic implantable tumour model (Figure 1). To confirm the EVs collected from the fresh tissue IF were derived from tumour
cells, we utilized a GFP-expressing 4T1 cell line. eGFP 4T1 cell culture-derived EVs (in vitro EV's) express GFP along with common
EV tetraspanin markers, such as CD63, CD9, and CD81 (Figure 2a). The GFP brightly stains the full cell body (Figure 2b) and is
exported within and density subpopulations of EVs in vitro (Figure 2a). We injected 10° eGFP-4T1 cells into the mammary fat
pads (orthotopic) of the syngeneic immunocompetent BALB/c mouse model. After 4 weeks, tumours 1-2 cm were excised and
immediately placed into a glass wool-packed spin column (Figure 2b). A low-speed centrifugal spin harvested the EV's from the
IF gently, so the tissue sample remained histologically intact (Figure S1), with no perturbation in nuclear fine chromatic structure,
cell morphology or size. A board-certified pathologist reviewed the post-EV extraction tissue compared to the non-EV extracted
tissue. The 4T1 murine orthotopic tumours are highly cellular, with a high proportion of solid sheets of carcinoma cells (Pulaski &
Ostrand-Rosenberg, 2000). The size and shape of the carcinoma cell body is unaltered. Furthermore, the fine nuclear chromatin,
nuclear membrane and nucleoli, as well as all other morphologic elements are identical for post IF harvesting tumour tissue as
compared to freshly excised intact tumours. Ex-vivo harvesting of resident IF and the EVs contained therein can be done in a
few minutes. This includes the short time delay for low-speed centrifugation that harvests approximately 100 to 150 microliters
of IF per cubic cm of tumour tissue. This time delay to centrifuge the tumour is one tenth, or less, of the earliest time to observe
reactive phosphoprotein changes in ex-vivo tumour tissue pro-survival, hypoxia, and apoptosis pathways (Espina et al., 2008).
The in vivo IF returned EVs with consistent markers for EV related tetraspanins (Figure 2c). Tumour 1 (T1) is an example of
a larger tumour 1.5 cm which displayed high levels of tetraspanin markers for each EV fraction; however, tumour 2 (T2), an
example of a superficial, smaller tumour, returned similar results, except that CD9 was only present in the 100K* population.
Thus, our IF-derived EV harvesting method was reliable, did not harm the tissue viability or histology, and returned enough EV
sample after enrichment for subsequent orthogonal proteomic analysis.

3.2 | Interstitial fluid is a rich source of EVs providing new insights into functional mechanisms

Next, we sought to understand the proteomic contents of the IF EV subpopulations. Using our high-yield mass spectrometry
methodology (Magni et al., 2020), the IF EVs generated a very high content of different proteins compared to in vitro EVs
(Figure 3d). Specifically, the IF EVs (in vivo EVs) returned over 3000 proteins for the 10K and 100K* EV populations alone,
compared to the roughly 1000 proteins returned from the in vitro EVs (Figure 3a,b). When analysing the in vitro and in vivo
EV populations all together, roughly 40% (N = 1999) of the 100K* T1 EV's proteomic contents were unique to its populations.
(Figure 3c). Indeed, the tumour microenvironment is comprised of a heterogeneous assortment of cell types including tumour
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Total Number of individually distinct proteins
Total
EV Proteins
Returned
2K 1201
in vitro 10K 1143
100K 1160
2K 1138
in vivo 10K 3760
100K 4974

FIGURE 3  High number and diversity of in situ IF EV cargo proteins compared to in vitro culture. (a) Culture-derived EVs were analysed by
subpopulation via mass spectrometry. The proteins returned were analysed via InteractiVenn software (Heberle et al., 2015). A majority of culture-derived EVs’
proteins were shared among all subpopulations. (b) Analysis of IF proteins returned from the T1 tumour show that the 10K and 100K subpopulations share a
greater number of proteins than between any other set of subpopulations. The 100K EV's contained the greatest proportion and number of unique proteins. (c)
Comparison of culture EVs and T1 derived EVs indicate that tumour-derived EVs of the 10K and 100K populations contain greatest number of distinct, different
proteins by a factor of five. (d) Total number of in vitro versus in vivo EV proteins derived via MS demonstrate IF EVs rich repertoire of proteomic contents

cells, tumour activated fibroblasts, immune cells, collagenous stroma, muscle, fat, blood vessels, and lymphatics. The resident IF
collected from any tissue volume will logically contain resident EV's that exist in the tissue at the time of the tissue excision, and the
origin of such EVs will be a sampling of all the cell types in the microenvironment. While the tumour tissue studied here is a solid
tumour predominated by carcinoma cells, the IF resident fluid EVs should contain important molecular information from other
cell types beyond the carcinoma cells. Furthermore, lymphocytic markers are expected within IF, as it is a conduit for lymphocytic
traffic. To identify the potential additional sources of non-tumour EV proteins, beyond the predominance of carcinoma cell EV's
labelled with GFP, within a given IF EV subpopulation, we reviewed our proteomic data and included the protein spectrum
count for proteins within our IF EVs that are non-tumour. Specifically, we reviewed IF EV subpopulation proteomic data for
common normal breast epithelial (Keratin 8 and 18), basal epithelial (Keratin 5), leukocytic (CD177, neutrophil and CD5, T-
cell), and tumour-activated stromal cell markers (alpha-smooth muscle actin (¢-SMA))(Anstine and Keri, 2019; Liu et al., 2019;
Menz et al., 2021). We compared protein abundance of these cell markers to common overexpressed triple negative breast cancer
marker EGFR within the same IF EV subpopulation as seen in Figure S2 (Yadav et al., 2015). As expected, relative abundance of
non-tumour specific protein markers within the 100K IF EV subpopulation is significantly less than the amount of TNBC specific
markers within the same IF EV subpopulation. These data demonstrate that tumour IF EVs can be a rich source of information
about the functional state of all the cellular members of the tumour microenvironment. Moreover, it is important to note that
tumour-activated stromal cells or cancer associated fibroblast (CAF) cells react to hypoxia by induction of autophagic flux, and
can elaborate exosomes to influence the tumour microenvironment (Xi et al., 2021).

Next, we performed a head-to-head comparison by EV origin (in vitro vs. in vivo) (Figure 4). Each EV population isolated from
cell culture shared a large proportion of its total protein content with the IF EVs; however, the IF EVs have a greater, more unique
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FIGURE 4  Protein pathways analysis reveal glycolytic, neurodegenerative, and pro-angiogenic pathways are the most similar comparing in vitro to in
vivo. (a) Fewer proteins are shared between the culture (green) and tumour-derived (orange) EVs for the 2K population; however, the shared pathways
enriched are similar to the 10K and 100K populations. (b) 10K tumour-derived EVs contain a majority of unique peptides compared to their culture
counterparts. However, the 10K and 100K EV's are both enriched for peptides associated with T cell activation and Ras pathways. (c) Similar to the 10K
comparison, the 100K EVs from the tumour have a majority of unique peptides. Nevertheless, all shared pathways enriched between the EV's are indicative of
neurodegenerative processes, as seen by the Parkinson’s and Huntington’s disease pathways, and all subpopulations are enriched for pro-angiogenic factors as
seen by the fibroblast growth factor signalling pathway and angiotensin-II stimulated signalling

molecular range of proteins returned by MS. These findings suggest that EV's derived from in vitro do recapitulate many contents
found in the in vivo model (generally 25% or more), particularly for the 2K and 10K populations (Figure 4a-b). We applied the
PANTHER database pathway analysis to the proteins shared by each EV population in both cell culture-derived and IF-derived
EVs. Each pathway represented in its analysis was significantly enriched (p > 0.05) compared to NCBI mouse proteome. We found
that the 10K and 100K EVs, regardless of origin, shared immune cell activation pathways (T-cell activation) whereas the 2K EV's
shared inflammatory pathways, suggesting potential roles in immunomodulation as has been reported for EVs (Figure 4b-c)
(Chen, Zhao et al., 2018b; Groza et al., 2020; Song et al., 2019). We found that EV subpopulations often had proteins indicative
of pro-growth pathways such as fibroblast growth factor signalling, glycolysis, Rho-GTPase, and Ras family pathways suggesting
a potential role of EV's in angiogenesis and other pro-growth survival pathways. Lastly, all EV subpopulations shared markers
that are related to dysfunctional endocytic vesicle trafficking within the cell, which is typically coordinated by the degradative
autophagy pathway (Wang et al., 2017). Overall, IF is a rich source of EVs with a large, dynamic proteomic output.

3.3 | Utility of the 4T1 model to investigate functional EV differences for Sentinel Lymph Node
(SLN) immune priming

The proteomic similarities between in vivo IF versus in vitro EV subpopulations raises the question as to whether the subpopula-
tions of EVs in the 4T1 model have a differential impact on the host immune recognition process occurring in the downstream
SLN. Of note, the CD81+/CD63+/CD9+ 100K* IF EVs have a high programmed death ligand 1 (PD-L1) content (Figure 2c).
It has been hypothesized that PD-L1+ EVs promote tumour growth by immune suppression through the presence of PD-L1 on
their surface (Chen, 2018b; Poggio et al., 2019; Song et al., 2019). Following up on this potential mechanism of tumour immune
modulation, we evaluated the utility of the 4T1 model to use EV IF findings of the present study to test EV functional roles in
tumour immunology. As shown in Figure S4, we compared the in vivo immunogenicity between the 100K and the 2K EVs. This
experiment was modified from a previously established immunocompetent animal model to overcome the immune suppres-
sion of a B. anthracis infection at the SLN (Popova et al., 2015; Teunis et al., 2017). The model utilizes hydrogel nanoparticles
(NPs) pre-loaded with immune chemoattractant proteins (CKs), such as CCL18/PARC an CXCL9/ MIG, as a carrier to direct
pre-loaded EV subpopulations. The dual action immunization deposits EVs and CK releasing NPs to the SLN subcapsular sinus
with high yield. The purpose was to recruit immune cells to recognize the simultaneously injected EVs (Figure Sla). After 48 h,
10® 4T1 cancer cells/ml were injected at the same site (Figure S1b). The 100K EV treatment in this feasibility study was associated
with a reduction in tumour growth and distant metastasis (Figure S4c-h), suggesting that pre-treatment with CK/100K-EV/NPs
potentially primed the immune system to overcome PD-L1-mediated suppression. In contrast, the 2K EV treatment dramati-
cally induced tumour growth and distant metastasis compared to the control group (4T1 cancer cells alone) (Figure Slc-h). One
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TABLE 1 Key functional roles of proteins returned by subtype from the T1 tumour

Presence
Protein Function 2K 10K 100K Reference
Fibroblast growth factor Common Angiogenic activator 0 0 1 Pircher et al., 2011
receptor 3
Hepatoma-derived growth Pro-angiogenic factor 0 1 1 Leblanc et al., 2015
factor-related protein 3
Annexin IT Exosomal Annexin II has been 1 1 1 Maji et al., 2017
associated with increased
angiogenesis and ECM remodelling,
and increased metastasis
Tumour necrosis factor Exosomal Pro-inflammatory cytokine 0 0 1 Othman et al., 2019
alpha-induced protein which increases immune cell
activation to aid in cancer growth,
invasion, and metastasis
Inflammation, angiogenesis, = CD44 Important cancer cell signalling protein 0 1 1 Chen et al,, 2018a
and immune activation involved in stimulated angiogenesis,
metabolic shift, and cancer cell
proliferation.
High mobility group protein Damage associated molecular pattern 0 1 1 Tang et al., 2010
B2 molecule which has been noted to
induce autophagy and affect
mitophagy
Programmed death ligand 1 Cancer cell surface expression 0 0 1 Poggio et al., 2019
(PD-L1) check-point leads to
immunosuppression of emerging
cancer
Mitogen-activated protein Pro-cancer kinase which induces cell 0 0 1 Mashouri et al., 2019
kinase 1 (MAPK) proliferation and growth
E3 ubiquitin-protein ligase Ubiquitin ligase which assists LC3 in 1 1 1 Sun et al,, 2017
NEDD4 autophagosome biogenesis
Sequestosome-1 Key autophagy substrate that targets 0 1 0 Katsuragi et al., 2015
molecules for autophagy.
Ras-related protein Rab-3D Involved in autophagosome biogenesis 0 0 1 Morgan et al., 2019
Ras-related protein Rab-33B Key autophagic trafficking GTPase. 0 1 1 Morgan et al., 2019
noted to regulate/control exophagic
viral release in HBV
Autophagy Ras-related protein Rab-4A Overexpression of Rab-4a leads to 0 0 1 Morgan et al., 2019
formation of autophagosome
Ras-related protein Rab-1A Aids in ULK1 translocation 1 1 1 Morgan et al., 2019
Ras-related protein Rab-5C Promotes ATG5-ATGI2 conjugation 0 0 1 Morgan et al., 2019
and therefore autophagosomal
elongation
Ras-related protein Rab-2A Aids in autophagosome clearance 0 0 1 Morgan et al., 2019
Vesicle-trafficking protein Trafficking protein involved in IL-1B 0 1 1 Dupont et al., 2011
SEC22B secretory autophagy

The T1 tumour EV subpopulations were analysed together using Proteome Discoverer software with the NCBI Mouse proteome database. A selected group of proteins for enriched
pathways (Inflammation; Angiogenesis and Immune Activation and Autophagy) were grouped. Heatmap presence visualization demonstrates which markers for the selected proteins
are in which EV subfraction.

component of this functional difference could be related to the concentration of pro-angiogenic pathways (Chiba et al., 2018;
Madu et al., 2020; Pircher et al., 2011) within the 2K EV's (Figure 4a). The MS data revealed that IF EVs contained markers for
angiogenesis, specifically Annexin II and hepatocyte growth factor (Table 1 - Inflammation, Angiogenesis, & Immune Activa-
tion) (Leblanc et al., 2015; Liu & Hajjar, 2016; Maji et al., 2017). To better understand the angiogenic propensity of the EVs, we
applied the cell culture EVs to an in vitro angiogenesis co-culture system using hTERT immortalized mesenchymal stem cells
and immortalized aortic endothelial cells and let them incubate for 6 days. After 3 days, phase contrast microscopy revealed
higher levels of spheroid formation on the cells treated with 2K EVs; furthermore, after 6 days, the cells treated with the 2K EV
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population had not only significantly increased tubular formation, but remarkably increased cell-to-cell contacts and branching
(Figure S5a-c). We further probed these cell culture-derived EVs for vascular endothelial growth factor (VEGF), a major pro-
angiogenic signalling protein, via Western Blot and found that the 2K population expressed higher levels than the 10K and 100K
EV populations (Figure S5d). These in vivo and in vitro 4T1 data show how the model system proposed in the present study
can go back and forth between in vivo and in vitro to pursue questions relevant to EV biology based on the striking molecular
differences within the IF EV subpopulations.

3.4 | Secretory autophagy is a major contributor to the repertoire of IF EVs

The proteomic data returned from the IF EV subpopulations revealed an unexpectedly high content of markers associated with
autophagy. Specifically, a variety of Ras-related proteins in brain (Rab) GTPases specific for aiding in the regulation of autophago-
some biogenesis, trafficking proteins, and clearance proteins specific to the degradative autophagy pathway (Table 1 - Autophagy)
(Morgan et al., 2019) was found. These Rab proteins were found in all EV subpopulations with increasing frequency within the
100K population. Growing evidence has indicated that EVs can be released via secretory autophagy pathway in the form of an
autophagosome (Dupont et al., 2011). The MS data returned Rab-33b, a major regulator of autophagy which has been shown to
be required in the release of Hepatitis B virus capsid by secretory autophagy (Morgan et al., 2019). Additionally, the molecular
trafficking protein SEC22 homolog B (SEC22b), another indicator of a secretory autophagy (New & Thomas, 2019), was found in
the 100K IF EVs. Next, we further probed these vesicles via Western Blot for key autophagosome markers such as microtubule-
associated proteins 1A/1B light chain 3B (LC3) and sequestome 1/ p62 (Mizushima & Yoshimori, 2007; Yoshii & Mizushima, 2017).
Our in vitro EVs demonstrated increasing intensity levels of LC3-II and p62 from 2K to 100K population (Figure 5a). The presence
of LC3-1I rather than LC3-I indicates a fully formed autophagosome due to the lipidation of LC3-I by phosphatidylethanolamine.
The lower intensity levels seen in the 2K population of LC3-II, without the presence of LC3-I, potentially shows the initiation
of LC3-II degradation rather than lack of autophagosome accumulation (Mizhushima & Yoshimori, 2007; Yoshii & Mizushima,
2017). p62 is a substrate for autophagy found within the autophagosome (Katsuragi et al., 2015). Therefore, lower intensity val-
ues after immunoblotting indicate the degradation of the contents within the autophagosome. Likewise, the IF EVs for both
tumours T1 and T2 demonstrated the same pattern of LC3 and p62 partial autophagosome degradation in the 2K population and
autophagosome accumulation within the 100K population (Figure 5b).

A central indicator of an autophagosome is a double membrane (Ekelinin, 2005, 2008; Yoshii & Mizushima, 2017). We imaged
the in vitro EV via transmission electron microscopy (TEM) (Figure 5c, Figure S7). For the 2K population, we found a very het-
erogeneous population of vesicles with varied sizes (roughly 1-5 um) and visible subvesicular contents within the larger vesicular
body, with varied electron densities. The 2K population has many visible vesicles within a central vesicle as seen by the darker
more electron dense regions, indicative of partially degraded material (Ekelinin, 2005, 2008). These visual results show that the 2K
population is more likely a collection of multivesicular bodies (MVBs) that have initiated the degradative process of autophagy,
colloquially known as an amphisome (Ekelinin, 2005, 2008; Patel et al., 2013; Sanchez-Wandelmer & Reggiori, 2013). The 10K
population contained varied vesicular sizes ranging from 0.5 -1 m, but without as many clear subvesicular structures as the 2K
(Figure 5c). Most of the 10K bodies appear visually lucent, therefore it is unclear whether this EV is either an autophagosome,
an empty vacuole, or potentially a vesicle containing further degraded material. In contrast to the larger sized EVs, the 100K
population TEM exhibited a vesicular population that was highly homogenous by size (approx. 100 nm), and morphology. Each
vesicle displayed an autophagosome-like clear double membrane and dense interior content (Figure 5¢, Figure S7). These data
emphasises that each EV contains autophagosomes within their population that are secreted rather than degraded. Moreover,
the results suggest that EV subpopulations represent different members of the autophagy pathways where the 2K EV population
represents an amphisome-like population and the 100K population represents fully mature, non-degraded autophagosomes.

3.5 | A complete set of Parkin-independent mitophagy proteins is associated with IF EVs

A further unexpected finding in the IF EVs was a complete repertoire of fission-associated Parkin-independent mitophagy
proteins. Specifically, the IF 100K* EVs contain several E3 ubiquitin ligases implicated in Parkin-independent mitophagy: Ari-
adne RBR E3 Ubiquitin Protein Ligase 1 (ARIH1); HECT, UBA And WWE Domain Containing E3 Ubiquitin Protein Ligase 1
(HUWEL]) (Melino et al., 2019); and Smad ubiquitin regulatory factor 1 (SMURFI) (Villa et al., 2018) as shown in Table 2 - E3
Ubiquitin ligases. In addition, the IF 100K* EV's contain mitochondrial fission markers such as dynamin-1 like protein (DRP1)
and mitochondrial fission protein 1 (FIS1), both of which have been noted to regulate the cleaving of damaged mitochondria
in a fission-mediated mitophagy pathway (Table 2 - Fission Initiated) (De Paepe, 2012; Roberts et al., 2016; Villa et al., 2017,
2018; Yoon et al., 2003). These results represent a sequential record of the stages of Parkin-independent mitophagy. Next, we
probed the EV subpopulations for PINK1 via Western Blot. The mitophagy pathway is initiated when PINKI1 can no longer be
processed by the protease PARL (Presenilins-associated rhomboid-like protein) leading to PINK1’s accumulation on the outer
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FIGURE 5 IFEVsand in vitro EVs exhibit characteristics of autophagosomes and mitophagy by TEM and Western Blotting. (a) Western Blot analysis of
culture-derived EV's reveal secreted autophagy and mitophagy related structures within all EVs. The presence of LC3-I/II and p62 indicate that these EVs are
autophagosomes. Moreover, PINK-1 is the central initiator of the mitophagy process additionally found in the EVs. (b) Tumour-derived EVs confirm the
results of the culture EVs and further indicate that the EVs released are involved in the secretory autophagy and mitophagy process. (c) Transmission Electron
Microscopy of culture 4T1 EV subpopulations visualizes classical autophagosome characteristics such as double-membraned vesicles with internal contents for
each subpopulation. By population, the 2K EV's display a heterogenous population with internal vesicle structures, and the 100K EVs are homogenous in size
and structure

membrane of the mitochondria. PINKI forms a dimer with (TOM20) and this contributes to sequestering of the full length form
of PINKI onto mitochondria targeted for mitophagy. For the EV's within the tumour IF, we verified that PINKI and TOM20 were
found together in the same EV subfraction (Figure S9a) and that the levels of the two proteins were correlated, in keeping with
the expected dimerization. The accumulation of full length PINK1 will initiate an E3 ubiquitin ligase to recruit the autophagy
machinery, such as p62 and LC3, to enclose the organelle within an autophagosome. For both in vivo and in vitro EVs, PINK1
and TOM20 was preferentially found in the 100K population (Figure 5a,b, Figure S9a).

The biological process of EV export of Parkin-independent and fission-associated mitophagy specific proteins was not limited
to one cell type. Human triple-negative breast cancer MDA-MB-231 EV subpopulations were isolated by differential ultracen-
trifugation and probed for tetraspanin and autophagy markers (Figure 6a). The distribution of EV markers were similar between
the eGFP-4T1 EVs and the MDA-MB-231 EVs. Similar to the mouse EVs, the 100K population of human MDA-MB-231 breast
cancer cell EVs are enriched for PD-LI. The human breast cancer EVs also exhibit autophagosome properties as seen by the
presence of p62 and LC3-II. The 100K population contains a large amount of p62 which would indicate a complete, undigested
secreted autophagosome. Based on these similarities, we sought to identify the density fraction that would contain PINKI. Using
an iodixanol density gradient we identified that PINK1 was present at lower densities (6.0%-14.4%) (Figure 6b). Next, we selected
for the specific densities (9.6%-13.2%) that have been reported to contain the 100K differential ultracentrifugation population of
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FIGURE 6 EV subpopulation localization of key autophagy, mitophagy, and checkpoint markers. (a) Autophagosome specific p62, LC3-I/II, and
checkpoint inhibitor PD-L1 are localized to the 100K CD81-enriched EVs. (b) Density gradient fractions reveal co-localization of PINK1 and CD8L. (c)
Immunoprecipitation of CD814 EVs after density gradient ultracentrifugation were probed for Western Blot. (d) Anti-CD81 immunoprecipitated EVs were
enriched in PINKI. (e) Five-day-old eGFP cultures were collected and differentially centrifugated to remove the 2K and 10K populations. The resulting
supernatant was mixed with ExoMax solution to enrich for EVs and exclude free protein from the sample. Furthermore, to isolate the separate EV populations
within the ExoMax EV concentrate, the sample was placed onto an IZON 35 nm size exclusion column. The resulting fractions were pooled into sets of 5,
Nanotrapped, and analysed by Western blot. (f) The proteomic content of each set of pooled fractions found two distinct groups of EV populations (fractions
6-10 and fractions 16-20). Western blot for PINKI revealed that this marker was preferentially within the 16-20 fraction group enriched in 35-50 nm EVs and
tracked with CD9 and eGFP. (g) TEM images of eGFP-4T1 100K EV's contained two distinct populations of larger EV's (> 100 nm, red) and smaller EV's
(<100 nm, blue) by TEM

“large 100K exosomes” via immunoprecipitation (IP) with anti-CD8l (Figure 6¢). The IP confirmed that the CD81+ EVs derived
from the human MDA-MB-231 cell line contained the critical mitophagy marker for PINKI (Figure 6d).

Regarding the potential contribution of free proteins (not associated with EVs) that influence the signal of mitophagy-related
PINKI found in the 100K* pellet, we used size exclusion chromatography (Demarino et al., 2018, 2019) to assess whether the
important mitochondrial proteins observed in this EV subpopulation existed in the solution phase (Figure 6¢). This chromatog-
raphy method successfully separates free proteins from the EVs, as show in Figure 6f, and enriches for two potentially distinct EV
subpopulations (see example TEM images of Figure 6 g). The results indicate that PINKI, eGFP, and CD9 were associated with
smaller 35-50 nm EVs (fraction 16-20, Figure 6f), and that the fractions of free proteins were devoid of these same proteins. This
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FIGURE 7 Mitophagy inducement of eGFP 4T1 EVs by CCCP correlates with PINKI expression. (a) GFP-4T1 cells treated with increasing levels of CCCP
lead to a release of increased Parkin-independent mitophagy-containing 100K EVs (ARTH14-/PINK1+4-/CD81+). (b) Inducing mitophagy (10 nM CCCP) within
sub confluent eGFP-4T1 cells that are labelled with the mitochondrial membrane fluorescent tag MitoTracker Deep Red (MTDR) lead to an increased release of
100K EVs containing active mitochondrial molecules. MTDR fluorescence intensity was normalized to GFP fluorescence intensity by EV subpopulation

enrichment and precipitation method was further validated to demonstrate a population of PINK1 EVs (Gly-CD81+, CD81+,
and Alix+) are not associated with the free protein region of the column by western blotting and imaging by SEM (Figure S10).
To further verify that PINKl1-associated EV's contained mitochondrial components via a orthogonal methods, we performed a
functional perturbation in vitro to induce the cellular release of mitophagy-associated EVs. We treated sub-confluent eGFP-4T1
cells with a mitochondrial depolarization protonophore carbonyl cyanide m-chlorophenyl hydrazone (CCCP) (Villa et al., 2017)
and added a permanent fluorescent label for active mitochondrial membranes with MitoTracker Deep Red (MTDR) (Chazotte,
2011). After 48 h, the cells reached 70% confluency and were harvested by differential ultracentrifugation. We found that increas-
ing CCCP to a cytotoxic level (10 uM CCCP) lead to increased release of CD81+4-/PINKI1+ 100K EV's in a dose dependent manner
(Figure 7a). We verified that the treatment of CCCP induced ARIH]I presence in the 100K EVs compared to no treatment as well
(Figure 7a). The presence of MTDR was found in all EV subpopulations with increasing levels in the CCCP-treated 100K EV's
(Figure 7a). We correlated these findings with GFP and found that regardless of treatment status, GFP was released consistently
in all EV subpopulations (Figure 7b). Additionally, MTDR found within the EV's separately confirms that active mitochondrial
components can be secreted into EVs by inducing cellular mitophagy. These data provide independent evidence of transfer
of mitochondrial molecules of the Parkin-independent pathway into specific EV subpopulations, particularly under metabolic
stress. We conclude that the general biological class of mitophagy protein enriched EVs are a reflection of internal mitophagy or
metabolic stress that is not limited to species (murine vs. human). This implies that a more general type of EV mechanism that
contains critical machinery for mitophagy exists for the removal of damaged or excess mitochondrial components (Figure 8).

4 | DISCUSSION

EVs shed from cells embedded within the complex in vivo tissue microenvironment passively enter the interstitial space of the
tissue where they are swept into the adjacent interstitial fluid (IF). The tissue IF samples from various tissue regions merge
with the lymphatic drainage for downstream filtration and immune cell examination within the local sentinel lymph node
(SLN)(Figure 1a). A portion of the EVs that enter the SLN continue on to be captured in the venous drainage and ultimately
enter the general blood circulation. Despite the critically important biologic role of EVs shed into tissue IF, the molecular com-
position, function, and traffic of EV's from tissue into the lymphatic drainage through the IF are very poorly understood (Stacker
et al., 2014). We set out to develop a model system for use by the general EV community to study tissue IF EVs in a murine
immunocompetent model. We employed a transplantable tumour model because we could verify that the IF EVs were derived
from the tumour cells in vivo by using GFP-labelled 4T1 murine syngeneic breast cancer cells. This metastatic tumour is a murine
model of human triple-negative breast cancer. An advantage of this model is that we can readily culture the 4T1 tumour cells
in vitro in order to compare in vivo IF versus in vitro molecular differences in EV composition. Moreover, we can use insights
from the EV molecular characterization of tumour tissue IF to pose experimental questions that employ the matched tumour
cells in vitro first and can be subsequently reviewed by the in vivo model. Instead of attempting to dissociate and culture ex vivo
tumour tissue to collect IF EV's, which could drastically alter the EV composition from that existing in situ, we gently harvested
the resident IF EV's present in the tumour tissue immediately at the time of ex vivo tissue procurement by low speed centrifuga-
tion (Figure 1b). This did not perturb the tumour cytomorphology and did not induce tumour cell death (Figure SI). We then
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FIGURE 8 Functional Role of EV associated Parkin-independent mitophagy-related proteins. (a) Hypothetical depiction of autophagy and mitophagy
processes within the cell and their potential relation to interstitial EVs based on the results of this study. Inside the cell, unconventional protein secretion is
taking place, such as secretory autophagy and mitophagy, where organelles associated with each of these types of unconventional protein secretion can be
participants in the repertoire of EVs that are passively or actively secreted into the tumour or in vivo interstitium. The legend in the upper center shows the
sequence-specific proteins found in high abundance in the tumour-derived 100K EV's that are related to the Parkin-independent process of mitophagy. (b)
Known functional location of this complex of proteins that play in the mediation of mitophagy. EV, extracellular vesicle; AP, autophagosome; MVB,
multivesicular body; ILV, intraluminal vesicle; PINK1, PTEN-induced kinase I; DRP1, dynamin-related protein I; FISI, mitochondrial fission 1 protein; ARIHI,
Ariadne RBR E3 Ubiquitin Protein Ligase I; HUWEI, HECT, UBA And WWE Domain Containing E3 Ubiquitin Protein Ligase I; SMURFI, Smad ubiquitin
regulatory factor I, Ub, ubiquitin; p62, sequestome 1; LC3, Microtubule-associated protein 1A/1B-light chain 3; PE, phosphatidylethanolamine; Sec22B, SEC22
Homolog B, Vesicle Trafficking Protein; Rab33B, Ras-Related Protein Rab-33B; HSP90/CDC37, 90 kDa heat shock protein and Cell Division Cycle 37; VDAC,
Voltage dependent anion-selective channel 1 (Camara et al.,, 2017); TOM34, Translocase Of Outer Mitochondrial Membrane 34 (Faou and Hoogenraad, 2012);
TOM_20, Translocase Of Outer Mitochondrial Membrane 20 VPS-35,Vacuolar protein sorting ortholog 35

applied differential ultracentrifugation, density gradient separation, immunoprecipitation, and a variety of established methods
to isolate and characterize the specific EVs (Demarino et al., 2018; Pinto et al., 2019, 2021). To our knowledge, this is the first time
a breast cancer model is successfully used to isolate IF EV's from an immunocompetent animal model. We have done pilot stud-
ies to estimate reproducibility of GFP expression between tumours isolated both inter- and intra-mouse (Figure S8), and found
that GFP expression is highly reproducible, indicating the EV extraction protocol is well-suited for further studies. Overall, this
method is suitable for precise molecular characterization of the highly concentrated EVs shed at the tumour origin in the IF,
compared to the diluted circulating tumour-derived EVs.

After qualifying and characterizing the IF EVs in vivo, we compared the protein contents of the IF EVs to cell culture-derived
EVs by mass spectrometry, and functionally characterized subpopulations by immunoblotting, TEM, and endothelial tube for-
mation analyses. Our data confirms that IF EV populations and culture-derived EV populations have many differences, as
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expected. Nevertheless, they share a number of conserved protein biomarkers and multiple biologically relevant pathways that
are represented consistently between both sources of EVs.

Proteomic characterization of IF fluid harvesting from different tumours, different healthy or diseased tissues, and the com-
parison with matched cell culture lines has to deal with vastly different total protein content. Moreover, while the proteins in IF
are derived from tissue cell export and plasma filtrate, the total protein content of cell culture-derived material is dominated by
FBS proteins added to the culture media. In the present study, we used EV-depleted media and adjusted culture cell densities
and culture volumes for EV characterization to yield a similar range of EV particles/ml as found in the IF tumour tissue fluid
(Table S2 - ZetaView Counts). We chose to normalize the samples for proteomic analysis against total volume (10 ul) for multiple
reasons. First, normalizing against total protein is inconsistent between EV subpopulations since EV subpopulations can contain
different protein content per EV particle when measured by standard Bradford chemistry. Secondly, the cell culture contains
FBS, which significantly alters measured protein concentration compared to tumour IE Thirdly, the total number of tumour
or host cells for a given solid tumour in contact with the IF is unknown, therefore making normalization by tumour tissue cell
count difficult. Finally, the proteomic diversity of the culture compared to IF samples are vastly different due to the metabolic
stress, cell cycle difference, and hypoxia placed upon the in vivo tumour microenvironment cells. For these reasons, important
comparisons presented in Figures 3-4 between the in vivo IF and the culture media are normalized by volume with the goal to
elucidate specific types and classes of proteins that are differentially found in the two fluid sources. For general applications of the
method, it is valuable to confirm the diversity of protein identities by MS using a normalization method. To further standardize
our proteomic data, we normalized our tumour IF EVs to culture-derived EVs against the total protein peptide abundance, as
shown in Figure S3(a-b). We also used this same method to normalize IF samples between different tumours (Figure S3c-d).
Normalization demonstrates that a comparable dynamic range of protein identities, before versus after normalization, can be
achieved by the well accepted MS normalization to total peptide abundance.

As reported in Figure S4, the 4T1 model can serve as a platform to evaluate hypotheses related to lymphatic delivery of EV's to
the SLN. As shown in Figure 2c we reported that IF 100K EVs are enriched for PD-LI. It has been postulated that EV's positive
for PD-L1 in this same 4T1 model travel to the SLN to suppress host immune cell recognition of the upstream tumour (Poggio
et al,, 2019). Therefore, as a demonstration of the utility for the model, we sensitized the murine popliteal SLN by upstream
injection of NPs containing immune cell chemoattractant CKs and 4T1 EV populations that accumulate in the SLN subcapsular
sinus to release their cargo (Popova et al., 2015; Teunis et al., 2017). The chemoattractant draws massive numbers of immune cells
including dendritic cells into the SLN to potentially overcome the PD-L1 EV suppressor function. in vivo syngeneic orthotopic
tumour transplantation studies show that SLN preexposure of larger 2K EVs stimulates primary tumour growth and metastasis
compared to suppression of tumour grow and distant metastasis by SLN pretreatment with a matching number of 100K EV's
(Figure S4). A potential reason that the 2K fraction stimulates tumour growth is the content of VEGF (Figure S5 and S6) that
induces vascular sprouts and angiogenesis. Further characterization of the molecular determinants for the functional differences
between the pretreatment with the 2K subpopulation versus the 100K subpopulation is ongoing.

It is unclear if the immune cell priming was elicited by the presence of PD-L1 or by other 100K EV factors. Nevertheless,
this model offers a potential strategy to study the role of EV subpopulations on the PD-L14 EV cancer suppression of the SLN
immune recognition of the tumour. Further investigation of this model to explore EV based cancer immunotherapy is warranted
for future studies.

Our results indicated that IF EVs are numerous and have a rich content of autophagy and mitophagy specific proteins.
Autophagy is a highly regulated degradative pathway that is utilized by cells to maintain homeostasis by recycling damaged,
defective, misfolded, or overly abundant proteins to gain ATP in the face of hypoxia and stress. Autophagy extends to the recy-
cling of aged or defective organelles such as mitochondria. The molecule or organelle targeted for recycling is enveloped in small
double-membrane vesicles called autophagosomes. The cargo containing autophagosomes are normally shuttled to the lysosome
for degradation. However, in recent years it has been documented that autophagy can function through an unconventional secre-
tory pathway where instead of degradation at the lysosome, the autophagosomes are released through the cell membrane to enter
the extracellular environment where they contribute to the repertoire of EVs. Secreted autophagosomes have be found to contain
inflammatory markers such as IL-1B and IL-6 as well as whole viruses and bacteria (Dupont et al., 2011; New & Thomas, 2019).
Cancer cells can increase the autophagic pathway flux as a means of survival in the face of stress (Espina et al., 2010). When the
autophagic flux is too high to accommodate the limits of cellular lysosomal fusion docking sites, unconventional secretion of
the autophagosomes could be a compensatory mechanism. Unconventional protein secretion (UPS) mechanisms are known to
be upregulated in cancer cells to export various factors that support cancer growth, progression, and eventual metastasis. Of the
four known UPS systems, EVs are secreted by cells under Type III UPS mechanisms. Type III UPS mechanisms rely on leaderless
molecular intermediates such as LC3-I/II and p62 to form autophagy-related secretory vesicles (New & Thomas, 2019).

Our molecular characterization of the IF EVs show the EV-associated export of autophagy and mitophagy specific molecules
released through Type III UPS mechanisms (summarized in Figure 8). Our data suggests that the EV's released by the breast
cancer cells contain autophagy-related vesicular structures indicative of secretory autophagy. Based on the literature and our
evidence, we hypothesis that the 2K EVs contain secretory amphisomes, which are an autophagosomes fused with late endo-
some/multivesicular bodies (MVB). This was supported by our TEM visualization (Figure 5c, Figure S7). The amphisome has
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partially degraded autophagosome structures within (Eskelinen, 2005; Patel et al., 2013; Sanchez-Wandelmer & Reggiori, 2013).
In contrast, the 100K CD81+4 EV's contain non-degraded autophagy-related vesicular structures with trafficking molecules such
as SEC22B and Rab33B that are associated with protein secretion rather than degradation (Table 1) (Morgan et al., 2019; New
& Thomas, 2019). We hypothesize that the 100K EVs may be trafficked to the plasma membrane for release or packaged into a
MVB destined for secretion.

Within the 100K EV subpopulation, we found evidence of fission mitophagy, specifically the presence of PINK1, TOM20, and
E3 ubiquitin ligases which work together to drive mitophagy (Table 2, Figure 8). PINKI is the major initiator of mitophagy and
typically has been studied to initiate the E3 ubiquitin ligase Parkin to trigger the autophagy machinery to clear damaged mito-
chondria. Since Parkin is mainly present in neuronal cells, researchers have begun to uncover structurally similar E3 ubiquitin
ligases involved in mitophagy for other cell types. Our data supports the cellular function of Parkin-independent mitophagy
pathways, which use other E3 ubiquitin ligases, such as ARIHI (Di Rita et al., 2018; Villa et al., 2017, 2018). Furthermore, Parkin-
dependent mitophagy has been implicated as a noted tumour suppressor (Cesari et al., 2003; Chourasia et al., 2015; Liu et al.,
2017); therefore, our findings of several Parkin-independent mitophagy intermediates secreted within tumour IF EV's represent
new mechanisms of mitochondrial regulation that can potentially promote tumour growth and survival.

Cancer cells are known to use autophagy as a means to survive under hypoxia, metabolic deprivation, and treatment assaults
(Espina et al,, 2010). Additionally, they adapt and rewire themselves metabolically to meet the high energy and high stress
demands they need to survive (Macleod, 2020). During this transition, cancer cells may be required to cull defective or damaged
mitochondria to meet these demands. In a hypoxic environment, the cell may be required to reduce the number of mitochon-
dria within a cell to maintain oxygen levels and reduce reactive oxygen species (ROS) production. Further, the accumulation
of damaged mitochondria can promote the creation of the inflammasome by the release of mitochondrial DNA which is highly
deleterious to the cell (MacLeod, 2020). Under this elevated autophagic environment, the cancer cell may preferentially utilize the
Type III UPS system to remove intracellular material, since endosomes, autophagosomes, and lysosomes have autophagy-related
vesicular structures conserved between them (New & Thomas, 2019). Consequently, under these high stress conditions, we posit
that EVs are released via secretory autophagy rather than conventional MVB endosomal release mechanisms. Ultimately, we
hypothesize that cancer cells utilize EV's released from the secretory autophagy and mitophagy pathways as a means to survive
intracellular stresses while also aiding the tumour by the release pro-tumour markers extracellularly. This hypothesis is sup-
ported by our results that IF EV's contain the damage associated molecular pattern (DAMP) high motility box group 1 (HGMBI1)
and the immune suppressor molecule PD-LI (Table I - Inflammation, Angiogenesis, & Immune Activation) (Chen et al., 2018b;
Zhao et al., 2018b; Othman et al., 2019; Poggio et al., 2019; Song et al., 2019; Tang et al., 2010). The concept of cell metabolic or
hypoxic stress as an inducer of Parkin-independent “secretory fission mitophagy” is supported by Figure 6e-g in which induc-
tion of mitophagy by CCCP treatment or cell crowding stress was associated with an increased export of PINKI and MitoTracker
preferentially into the CD81+4 100K EV population. The augmented content of PINK1 and MitoTracker in the CD81+ EV's was
not simply due to an increased total protein or total GFP labelling of EVs (Figure 7b) when the cells were under stress.

Under unstressed basal cellular conditions, PINKI is imported into polarized mitochondria through the mitochondrial translo-
cases of the outer and inner membranes (TOM and TIM), via the PINK1 amino-terminal mitochondrial targeting sequence
(Onishi et al., 2021; Rasool et al., 2022). Following the import of PINK]I, it is cleaved several times when it is in the inner mito-
chondrial membrane: first by the matrix processing peptidase (MPP) that removes the mitochondrial targeting sequence, with
further cleavage by the inner membrane protease Presenilin-Associated Rhomboid-Like protein, generating a series of charac-
teristic fragments (Becker et al., 2012; Choubey et al., 2022; Deas et al., 2011). Further ubiquitination and degradation of cleaved
PINKI can follow to create additional PINKI fragments (Choubey et al., 2022). In the face of mitochondrial stress, or metabolic
challenge, the corrective response can be biogenesis of more mitochondria, or excision and mitophagy of functionally impaired
regions of mitochondrial. Fission of mitochondria at midzone sites is triggered by mitochondrial fission factor (MFF) and pre-
cedes mitochondrial biogenesis (Kleele et al., 2021). In contrast, fission of mitochondria at peripheral sites precedes mitochondrial
mitophagy, whereby the excised region is not re-fused with healthy mitochondria, and proceeds to mitophagic breakdown. Stress
induced (e.g., hypoxia, nutrient deprivation, mitochondria DNA damage) mitophagy is preferentially associated with FISI trig-
gered peripheral fission, but not midzone fission (Ihenacho et al., 2021, Kleele et al., 2021). In keeping with this specific class of
peripheral fission leading to mitophagy, FIS1, but not MFE, was found in the 100K IF EV's (Table 2). Under stressed and depolar-
ized conditions, mitochondrial damage results in full length PINKI import arrest, and arrest of full length PINKI on the TOM
complex, causing the activation of its ubiquitin kinase activity (Choubey et al., 2022). Our results (Figure S9b) clearly show that
the CD81+4 tumour IF EV population contains both full length PINK1 and TOM20 with matching relative abundance in all
examined tumour IF samples. These findings support the conclusion that these 100K IF EVs contain mitochondria fragments
derived from one or more stages of mitochondrial peripheral fission and downstream mitophagy. These experiments all point to
the extracellular export of mitochondrial units of proteins associated with cellular stress and mitochondrial quality control, and
that the relative abundances and fragment patterns could contain information about the metabolic state of the tumour. Although
the data is highly consistent concerning their fission and mitophagy-associated content, we cannot know the exact type of EV's
housing these proteins, and it is likely that there may be different types of EVs reflecting different stages of the peripheral fission
triggered mitophagy cascade. It has recently been reported that whole mitochondria can be shed into the blood stream (Stephens
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etal., 2020). Therefore, we cannot rule out that the export of mitophagy-associated EVs may potentially contain whole segments
or fragments of mitochondria, with some fragments encased in EVs. The full definitive characterization of these EVs is ongoing.
The cell export of mitochondria and mitochondrial-derived subfractions into EVs should provide a rich set of new information
for future studies. These data support the hypothesis that IF tumour EVs with mitophagy specific contents are enriched because
the tumour tissue is hypoxic and under metabolic stress, a known state of growing solid tumours (Onishi et al., 2021). As shown
in Figure 8, the multiple mechanisms of EV release employed by the tumour cells could create distinct populations of EVs, lead-
ing to the diverse biological effects reported herein, as well as clarifying the wide range of diverse and sometimes contradictory
functions assigned to tumour EVs in the literature.

This study has potential limitations. eGFP labelling of the tumour cells is not identical to the native tumour and can theo-
retically cause some immune recognition of the tumour beyond that for unlabelled 4T1 (Bosiljcic et al., 2011). Nevertheless, as
shown in Figure S4, the lymph node priming with CD81+/PINKI+ eGFP-4T1 EVs suppressed tumour growth of native 4T1
tumours, compared to SLN priming with 2K EVs, thus demonstrating the lack of a requirement for GFP tumour content for
this differential response. Alternatives to GFP-expressing cell lines, such as luciferase labelled cell lines, could be used to explore
labelling of IF EVs, that can extended in future studies to the trafficking of the IF EVs through the SLN and into the peripheral
vascular circulation (Baklaushev et al., 2017). Our proteomic data results for specific IF EV-associated markers were observa-
tions made from one type of murine syngeneic tumour. Normalization methods for the EV IF MS data, support the reliability
and reproducibility of the IF harvesting, and provide confidence that the method can be applied to any tissue or tumour type
(Figure S3). Although the harvesting of IF EVs and the lack of histologic impact of the IF harvesting method on the growing solid
tumour was highly reproducible in our hands, we did not study large necrotic tumours or tumours post chemotherapy. West-
ern blot results from the MDA-MB-231 human breast cancer lines indicate similar EV and mitophagy markers present within
cell-cultured EV's (Figure 6a), specifically, CD9, CD8l, p62, and LC3-1//I1. Density gradient separation followed by immunopre-
cipitation with anti-CD81 antibodies verified the presence of PINKI in this EV gradient fraction. We did not study the IF EVs
using the MDA-MB-231 cells in a human xenograft tumour model using immunosuppressed mice. Thus, we cannot separate out
the role of the host immune system on the IF EV molecular composition for human tumour cells. Additional functional analyses
involving inducing and suppressing autophagy and mitophagy, both in vitro and in vivo, are needed to better understand the cel-
lular dynamics of secretory autophagy and mitophagy. Future studies exploring the specific trafficking molecules, such as Sec22B
or Rab33a, that target a vesicle for secretion rather than degradation is needed. Further research is required regarding the impact
of Parkin-independent mitophagy pathways and the impact of secreted (exported from living cells) mitophagy-associated EV's
on cancer progression, and the value of correlating mitophagy specific PINKI1 cargo in tumour resident IF EVs as a surrogate
marker for tumour responses to therapy-inducing mitochondrial stress.

In summary, EVs harvested from the IF contain previously unrecognized autophagosome and mitophagy properties as well
as a highly specific set of fission-mitophagy inducers and intermediates for Parkin-independent mitophagy. These secretory
autophagosomes represent a potentially new biologic population of EV's that are external indicators of the metabolic state of
the cell and may have a variety of important immunologic and non-immunologic functions in cancer that are associated with
defective mitophagy.
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