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1 | INTRODUCTION

| Dea Gogishvili' ® |

Charlotte E. Teunissen® |

Rienk Nieuwland>? |

Sanne Abeln"°

Abstract

Extracellular vesicles (EVs) are membranous structures released by cells into the
extracellular space and are thought to be involved in cell-to-cell communication.
While EVs and their cargo are promising biomarker candidates, sorting mechanisms
of proteins to EVs remain unclear. In this study, we ask if it is possible to determine EV
association based on the protein sequence. Additionally, we ask what the most impor-
tant determinants are for EV association. We answer these questions with explainable
Al models, using human proteome data from EV databases to train and validate the
model. It is essential to correct the datasets for contaminants introduced by coarse
EV isolation workflows and for experimental bias caused by mass spectrometry. In
this study, we show that it is indeed possible to predict EV association from the pro-
tein sequence: a simple sequence-based model for predicting EV proteins achieved
an area under the curve of 0.77 = 0.01, which increased further to 0.84 + 0.00 when
incorporating curated post-translational modification (PTM) annotations. Feature
analysis shows that EV-associated proteins are stable, polar, and structured with low
isoelectric point compared to non-EV proteins. PTM annotations emerged as the
most important features for correct classification; specifically, palmitoylation is one of
the most prevalent EV sorting mechanisms for unique proteins. Palmitoylation and
nitrosylation sites are especially prevalent in EV proteins that are determined by very
strict isolation protocols, indicating they could potentially serve as quality control cri-
teria for future studies. This computational study offers an effective sequence-based
predictor of EV associated proteins with extensive characterisation of the human EV
proteome that can explain for individual proteins which factors contribute to their
EV association.

KEYWORDS
biomarkers, extracellular vesicles, human proteome, machine learning, post-translational modification

Extracellular vesicles (EVs) are a heterogeneous group of lipid-delimited vesicles that are released by cells into the extracellu-
lar space (Borges et al., 2013; Yafiez-Mo et al,, 2015). EVs have been observed across a manifold of cell types and all domains
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of life highlighting their universal biological importance (van Niel et al., 2018). On the basis of their function, cargo, size and
excretion pathways, EVs may be divided into three main types: exosomes, microvesicles and apoptotic bodies (Yaiez-M¢ et al.,
2015). Biomolecules associated with EV's are strong biomarker candidates as they can be isolated from easily accessible body flu-
ids and provide insight into the state of the donor cells (Gamez-Valero et al., 2019). The clinical potential of EV biomarkers has
been elucidated for several pathologies (Camino et al., 2021; Miranda et al., 2010; Whiteside, 2015), especially for neurodegener-
ative diseases (Gamez-Valero et al., 2019; Watson et al., 2019). Thus, there is a strong need to better understand the underlying
mechanisms of protein association with EVs. However, the investigation of EVs is hampered by the difficulties of correctly iso-
lating and concentrating EVs out of complex body fluids. Although experimental guidelines are being established (Gandham
et al,, 2020; Lotvall et al., 2014; Théry et al., 2018), there is a continued discussion about the optimal workflow, and many pub-
lished studies do not meet the minimal criteria of EV enrichment and isolation (Théry et al., 2018). Thus, the standardisation of
isolation and identification techniques is still a major hurdle, despite its importance for successful EV biomarker development
(Coumans et al., 2017; Witwer et al., 2013). EV studies are prone to include non-EV contaminants during sample collection, iso-
lation, concentration and characterisation of EVs (Coumans et al., 2017). For instance, isolation Kits, such as ExoQuick, might
enrich EVs, but result in various contaminants, including antibodies and polymers (Théry et al., 2018). It has been suggested
that more than 70% of all particles isolated from blood plasma are not EVs and the major contaminants are lipoprotein parti-
cles (Sodar et al., 2016; Welton et al., 2015) along with platelets (Karimi et al., 2018). For studies investigating the presence and
absence of unique proteins in EVs, it is of particular importance that the number of unique contaminants in the data is as low as
possible.

Continuous advancements in research have substantially contributed to EV proteome characterisation. Vesiclepedia (Pathan
et al., 2018) and ExoCarta (Keerthikumar et al., 2016; Simpson et al., 2012) are two major manually curated databases compiling
identified EV cargo. While these two databases provide a rich information source, they must be treated with caution and analysed
carefully considering major types of artefacts likely to be present in the data. It is crucial to be aware of how reported proteins
may be associated with EVs. Proteins listed in these databases can be (i) inside the vesicles (‘cargo’), (ii) on the outside (‘protein
corona’), as well as (iii) bound to the membrane. Thus, we use the term EV association and collectively refer to such proteins
as EV proteins. For biomarker research, all types of EV association may be relevant as the presence of a biomarker candidate
within the EV lumen or membrane might explain its limited or missing detection, for example, using immunoassays (Waury
et al., 2022). Knowledge of EV association can provide directions for experimental analysis, that is, the need for EV isolation
and disruption techniques prior to protein detection. Additionally, the systematic analysis of EV proteins might provide valuable
insights into their characteristics and thereby can increase our understanding of the cell’s sorting mechanisms and the function
of EVs.

While there have been numerous attempts to predict subcellular (Kumar & Dhanda, 2020), as well as extracellular matrix
(Liu et al., 2020; Zhao et al., 2019) localisation of proteins based on machine learning approaches, prediction of EV localisation
has been pursued much less. Ras-Carmona et al. attempted the prediction of protein secretion by EVs but limited their study
to exosome cargo proteins. They reported an area under the curve (AUC) of 0.76 + 0.03 using dipeptide composition features
(Ras-Carmona et al., 2021). In this study, we focus on EV association predictions for the human proteome. In addition, we put
an emphasis on the explainability of the machine learning models, both to reveal general sorting trends, as well as to identify
potential mechanisms for individual proteins.

There are two primary aims of this study: (1) To ascertain the possibility of predicting EV association based on amino acid
sequence using machine learning; (2) to investigate if the presence or absence of a specific human protein in EVs is associated
with the sequence, physicochemical and structural features of this protein, as well as post-translational modification (PTM)
annotations. We analysed publicly available human EV protein data and corrected these for a potential detection bias by excluding
proteins not recognized in mass spectrometry (MS) studies and proteins identified by unreliable EV isolation workflows. We
constructed a wide variety of informative protein properties as input for the machine learning models; all these properties could
either be calculated directly from the protein sequence or were derived from curated database annotations. These handcrafted
features allowed us to interpret the machine learning model predictions, and link them to potential EV sorting mechanisms.
This study offers an effective sequence-based predictor of ‘a ticket to a bubble ride’ (Anand et al., 2019) and an extensive and
systematic characterisation of the human EV proteome.

2 | RESULTS

In this study, we aimed to answer if the prediction of EV association is a feasible task. To obtain annotations suitable to train
such a predictor, we designed a data curation workflow combining several resources and filtering steps as seen in Figure 1 and
described in detail in Section 4. Subsequently, we trained a machine learning model on a comprehensive set of features (Tables
Sl and S2), and identified the properties most characteristic of EV and non-EV proteins both at a global level and for individual
proteins. The list of curated EV proteins is provided in the supplement (Table S3).
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FIGURE 1 Data curation workflow. Squares represent datasets with remaining entries. Three datasets from databases Vesiclepedia, ExoCarta and UniProt
are coloured in khaki. Unique proteins from Vesiclepedia and ExoCarta were merged to construct a General EV dataset, and proteins identified by unreliable
isolation workflows were removed to obtain the Stringent EV dataset. Sequence-based features as well as annotations were generated for each protein in the
human proteome. Human proteins not detectable by MS were removed by the MS filter. All unique MS-detectable human proteins were annotated regarding
their EV association using the stringent EV dataset. Lastly, rarely detected EV proteins (count < 2) were removed from the dataset entirely resulting in the
EV-annotated discovery set (blue). EV, extracellular vesicle; MS, mass spectrometry.
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FIGURE 2  Density plots of log2-transformed molecular weight across the human proteome and EV-annotated datasets. (a) Distribution of
log2-transformed molecular weight of the MS-detectable human proteome compared to the full human proteome. MS struggles to detect low molecular weight
proteins of the human proteome. (b) The molecular weight densities of EV and non-EV proteins in the unfiltered EV annotated dataset highlight the
discrepancy in molecular weight between EV and non-EV proteomes. (c) The much more similar molecular weight distribution of EV and non-EV group show
how the MS filter step diminishes the experimental bias introduced by MS. EV, extracellular vesicle; MS, mass spectrometry.

2.1 | EV proteomics data requires extensive data filtering steps

Several filtering steps were incorporated into the EV data curation workflow to reduce the likelihood of contaminants and any
systematic bias introduced by mass spectrometry (MS); this workflow led to the EV-annotated discovery dataset (Figure 1).
Additionally, we examined EV-annotated datasets that skip some of the filtering steps to determine what properties are truly
connected to EV sorting processes and which might be a manifestation of biases; the data curation for these datasets is shown in
Figure S1.

While MS is most suitable for the broad detection of proteins, it creates experimental data biased towards proteins of higher
molecular weight and lower isoelectric point (Klont et al., 2018). As most EV database entries have been identified by MS, we
wished to investigate and correct for bias introduced by MS. We analysed the effect of the MS filter, as described in Section 4,
by comparing molecular weight distributions in the datasets with and without this filtering step. MS clearly struggles to detect
low molecular weight proteins within the human proteome as especially low molecular weight proteins are missing in the MS-
detectable proteome compared to the full human proteome (Figure 2a). This confirms previous results (Klont et al., 2018). This
bias is strongly pronounced in the unfiltered EV-annotated dataset (Figure 2b). Here, the non-MS-detectable subset of the human
proteome is annotated as non-EV which explains the low molecular weight peaks in the non-EV proteome. When applying the
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FIGURE 3  Performance of RF model and feature importance analysis. (a) ROC curves and AUC display the performance of the RF classifiers using
sequence-based features (light blue) and sequence-based features and curated annotations (dark blue). (b) Bar plots show the Gini importance of the top 20
features for EV prediction as well as the correlation of these features with the EV class (c). Note that (b) and (c) share the same labels. PTMs, stability, structure,
and polarity differentiate EV and non-EV proteins. Dark blue features are curated annotations. AUC, area under the curve; C, cysteine; D, aspartic acid; EV,
extracellular vesicle; H, histidine; I, isoleucine; P, proline; PTM, post-translational modification; RE, random forest; ROC, receiver operating characteristic; S,
serine; V, valine.

MS filter, and thus, using only the MS-detectable subset of the human proteome, the discrepancy in molecular weight between
EV and non-EV associated proteins is much smaller (Figure 2¢), illustrating that the constructed filter successfully corrects for
technical bias introduced by MS. While we only show the effects of the filtering step in terms of protein size, we assume this filter
will also help to correct any additional unknown MS detection biases.

2.2 | Prediction of EV associated proteins is feasible

To investigate if there is a signal in a protein’s sequence that determines its EV association, we constructed machine learning
models to predict this property. The sequence properties of a protein are the input features for the model; the output is a pre-
diction if the protein is EV associated or not. Two different random forest (RF) models were trained on the discovery dataset:
(i) incorporating only sequence-based features; (ii) incorporating sequence-based features and curated annotations. Figure 3a
displays their respective receiver operating characteristic (ROC) curves and AUC scores.

The model trained on the discovery set achieved a ROC-AUC of 0.77 + 0.01, which increased further to 0.84 + 0.00 when
incorporating curated annotations as input. The superior model performance, when also including curated annotations, suggests
that this type of information is valuable for the correct prediction of EV association and cannot be compensated for by sequence-
based predictions alone.

We also trained models on the alternative datasets that excluded some of the filter steps (Figure S2). The slightly better perfor-
mance of the classifier which is not trained on an MS-filtered dataset indicates that this classifier effectively (also) predicts MS
detectability.

2.3 | Various features are important for prediction of EV association
To gain insight into the differences between EV and non-EV-associated human proteins, we examined the protein features most

decisive for the correct classification of the proteins. Figure 3b displays the Gini importance of the 20 most important features
for EV association of the model trained on the discovery set. Figure 3c indicates these 20 features if the correlation with the EV
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class is positive or negative. To compare which trends are identical and diverging in datasets with fewer filter steps, a heat map
ranking all features across the three trained models was generated (Figure S3).

PTM annotations comprise evidently many of the most important features. Notably, all PTM types investigated here are pos-
itively correlated with the EV class indicating enrichment of PTMs in EV-associated proteins. Especially palmitoylation shows
high correlation (Figure 3c) and is by far the most important feature used by the model to predict EV association (Figure 3b).
Sequence-based protein features considered important for prediction include predicted structure (Turn, Disorder, Helix, Sheet),
stability (Instability index) and charge (Charge at pH 5 and 7, Exposed D) (Figure 3b).

The abundances of less common lipidation PTMs, that is, prenylation, myristoylation and GPI-anchors, are shown Figure
S4a. We were especially interested in those PTMs as palmitoylation, also a lipidation modification, was found to be so strongly
enriched in the human EV proteome. Other rare PTMs have been linked to EV sorting (Anand et al., 2019; Campanella et al.,
2015; Moreno-Gonzalo et al., 2014): citrullination, ISGylation, nitration and NEDDylation (Figure S4b). While for these PTM
types the number of associated proteins is extremely limited, we could still show enrichment in the EV group. Less frequent PTMs
were not important for EV classification by the RF because of their scarce absolute annotation numbers (Figure S3); nevertheless,
these are biologically interesting.

The feature importance of curated PTM annotations was much higher than the importance of predicted PTMs by MusiteDeep.
Hence, the differences between EV and non-EV proteins in terms of PTM annotations cannot be fully captured by state-of-the-art
prediction methods that are purely sequence-based (Figure S3).

Additionally, we compared the feature importance results with a ‘random’ model, which was trained on shuftled and thus
meaningless EV labels, and as expected, the importance of the protein properties evened out and lost relevance. A comprehensive
overview of every feature is provided in the supplement containing each feature’s adjusted p-value regarding the comparison of
EV and non-EV protein groups and their correlation with the EV class. For additional statistical comparison, we provide the
feature importance of the original model and a model trained on shuftled (i.e., meaningless) EV labels (Table S4).

2.4 | Observations hold true in a high confidence EV set

In order to validate the determinants for EV association found by the machine learning models (Figure 3b) and simple correlation
analysis (Figure 3c), we devised sets of EV annotations with different degrees of reliability.

We combined three recent studies from three different biological fluids which used effective isolation techniques, reducing
incorrect EV annotations, for example, due to lipoproteins or platelets (Karimi et al., 2018), resulting in a set of high confidence
EV annotations. In addition, we devised a low confidence EV annotation set using older studies, for which we would expect
contaminants to be included caused by insufficient isolation workflows.

Figure 4 shows the comparison between physicochemical and structural characteristics (Figure 4a,b), as well as PTM annota-
tions (Figure 4c,d), of the high confidence validation EV proteins (HC EV), the proteins annotated by low confidence EV studies
(LC EV), and the EV and non-EV datasets of the discovery set which was used for training and testing our prediction model.
The associations of the investigated features that we identified in our EV dataset become even stronger in the high confidence EV
dataset, while identified EV-specific signals become diluted in the low confidence EV set. All selected sequence-based features
consistently show a clear trend: the difference in each feature between non-EV the EV sets increases, the higher the confidence of
the data (Figure 4a,b), suggesting that we identified true EV-specific determinants in our EV discovery dataset. The confirmation
of the PTM properties of EV proteins is evident as well, especially for palmitoylation and nitrosylation (Figure 4c). In fact, in
the high confidence EV set, over half of the proteins contain a palmitoylation site, confirming the prevalence of this EV sorting
mechanism. On the other hand, the PTM signals become diluted in the low confidence dataset, probably due to many falsely
reported discoveries in the experimental data. These results suggest that EV association determinants that could be confirmed
in the high confidence dataset, for example, palmitoylation, may be used for quality control purposes of experimental data.

Predicting on a set of novel EV proteins from the EVpedia database, our model correctly predicts 41.27% of these proteins
as EV associated. Thus, the model sensitivity is lower on this independent validation set compared to the discovery set. Note,
however, that false positive proteins could be present in this novel set of EV proteins as no filtering based on error-prone isolation
workflows was possible as was done for the discovery dataset. Importantly, when we only included EVpedia proteins with a higher
number of occurrences, the sensitivity of the model improved, illustrating that our model performs better for higher confidence
EV proteins of EVpedia (Figure S5).

2.5 | Functional characterisation of frequently detected EV proteins

In addition to the general characteristics of the EV proteome, we were interested in proteins that are often identified in EV studies
and their properties. To functionally characterize EV-associated proteins, we selected 478 unique human proteins from Vesicle-
pedia with occurrences (counts) in at least 30 different studies. Pathway enrichment analysis revealed proteins most frequently
detected in EVs to be strongly associated with the ribosome. Notably, ribosomal proteins have been previously reported to be
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FIGURE 4  Features in the high and low confidence EV sets. Proteins in the high confidence EV dataset, which was constructed from three recent studies

show a similar distribution of physicochemical and structural properties as the EV protein set of the discovery dataset. For many features, the discrepancy with
the non-EV group becomes more distinct. Furthermore, the low confidence dataset (orange) which contains EV proteins identified in older studies dilutes the
observed signal compared to the EV protein set probably due to many falsely included contaminants. p-values are displayed in the plots. EV, extracellular
vesicle; HC, high confidence; LC, low confidence.

enriched in exosomes (Dozio & Sanchez, 2017). Other enriched pathways include the phagosome, cell-cell communication and
immune response pathways, including viral carcinogenesis, Escherichia coli infection, and antigen presentation (Figure S6).

2.6 | SHAP plots illustrate the model’s decision-making for case examples

After establishing the most important characteristics of EV proteins on a global level, we aimed to illustrate why the model
predicts a protein to be EV associated (or not) for individual proteins. Note that this type of information cannot be derived
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FIGURE 5  Shapley value analysis of case examples. SHAP plots for local interpretability are shown for correctly predicted proteins (i.e., true positive, true
negative), as well as proteins for which the model prediction and the annotation from our data curation workflow do not agree with each other (i.e., false
positive, false negative) from our test set. We chose examples in which the predictor is very certain if the individual protein is EV associated or not. Each SHAP
plot displays a set of SHAP values that explain for each individual protein which features contributed to the model’s prediction. Features in red contribute to the
prediction being higher (i.e., EV associated), and features in blue decrease the predicted score (i.e., non-EV). Protein structures shown here are predicted by
AlphaFold (Jumper et al., 2021).

directly for experimental annotations of EV association, and hence the prediction model can provide additional insight into
possible sorting mechanisms associated with a specific protein.

Using SHAP values, the features that cause the model to predict EV association for a specific protein were analysed (Figure 5).
SHAP plots show the importance of PTM presence for each case and their contribution to the predicted label.

Of interest is the case study of a false positively predicted ribosomal protein (UniProt ID: QSNHWS5). Based on the properties
this protein follows the general trend of the EV proteome: it is heavily post-translationally modified and is stable, leading the
model to predict the protein annotated as non-EV to be confidently classified as an EV-associated protein. Investigation of this
protein in our data revealed that while this protein is reported in multiple EV studies according to Vesiclepedia (Pathan et al.,
2018), its Gene (Entrez) ID could not be mapped to its UniProt entry using the UniProt ID mapping tool. Thus, it was removed
during the filtering steps despite being a true EV protein. Importantly, this circumstance affected approximately 12% of all proteins
reported within the EV databases. Nevertheless, our model could correctly classify it.

3 | DISCUSSION

In this work, we asked if it is possible to predict EV association based on the sequence (and associated annotations) of a protein,
and which protein properties contributed to EV association predictions, both on a proteome- and an individual protein level.
An extensive multi-step data curation and filtering workflow led to a comprehensive human EV proteome. It is important,
however, to consider that some tissues and fluids might be underrepresented within EV research, and thus the human EV pro-
teome might still not be fully characterised. Further, legitimate EV proteins were lost during ID mapping. While a more elaborate,
multi-step mapping workflow might have increased the number of retained EV database entries, we have decided to prioritise
an easily reproducible and robust workflow only utilising the UniProt ID mapping tool. Nevertheless, the EV proteome dataset
allowed us to discriminate true determinants of EV association from an experimental bias inherent to EV databases. Impor-
tantly, we analysed unique proteins regarding their presence or absence in EVs, for which defining clear positives and negatives
is essential. We showed that it is indeed possible to predict EV association from amino acid sequences with an AUC of 0.77
in our filtered discovery set (Figure 3a). The performance increased further to 0.84 when incorporating curated annotations.
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Feature analysis of the EV and non-EV proteome elucidated that EV proteins are more stable, polar, and structured than non-EV
proteins and contain various PTM sites (Figure 3b-c). These observed biological trends held true in a high confidence EV set
of recent, high-quality EV studies (Figure 4), confirming the determinants of EV association. Furthermore, we show that the
low confidence dataset containing proteins identified in older EV studies mostly weakens the signal (Figure 4) highlighting the
importance of data curation steps suggested in this work.

We showed that experimental MS data of EV studies are biased towards larger proteins, and that correction during the data
curation process is required. The presented approach to correct protein annotations for the introduced bias of MS is broadly
applicable to other proteomics-based studies and databases. As many, especially older studies did not contemplate any stan-
dardisation or possible contaminants, spurious annotations are highly likely to be present in EV databases. This bias had to be
counteracted by limiting the studies to be included and excluding low-count proteins. Note that because this study only consid-
ered the presence or absence of a protein in EVs, the impact of a few contaminating proteins that were not successfully excluded
from the EV set is limited.

While the accuracy of the simple RF classifier is encouraging, improved performance is conceivable, for example, by the incor-
poration of residue-specific instead of solely global features (Klausen et al., 2019; Shah & Ou, 2021). As of yet, there has been
no attempt to apply deep learning approaches to this task which is a promising approach to pursue but might be limited by the
amount of available training data. Notably, this study suggests that smaller, but stricter datasets lead to more trustworthy clas-
sifiers. For future advancements of machine learning applications within the EV field, it would be valuable to explore protein
embeddings as these would allow us to gain deeper insights into the sequence motifs that play a pivotal role in EV sorting. This
becomes particularly valuable when dealing with biomarkers that exist as truncated versions or cleaved fragments of existing
proteins. In our current study, we solely focused on analysing full-length sequences and incorporated multiple known motifs as
features. However, none of these motifs emerged as a robust predictor for EV association. Further, a predictor of protein associa-
tion with specific EV subtypes, that is, exosomes, microvesicles and apoptotic bodies, may be of value considering their differing
functions and excretion pathways. However, this endeavour would require a better understanding of subtype-specific markers
to provide high-quality datasets to train on.

Several of our findings about EV properties correspond to already established knowledge about these vesicles. While in both
EV and non-EV proteins the typical bimodal distribution of the isoelectric point was present (Kiraga et al., 2007), an enrich-
ment of proteins with a lower isoelectric point, that is, of more acidic proteins, in the EV proteome was found in our analysis
(Figures 3c and 4). Interestingly, previous work on exosomes has shown that acidic conditions favour the existence and release
of those vesicles (Ban et al., 2015; Parolini et al., 2009). Another possible explanation for this preference towards acidity is the
relationship between isoelectric point distribution and subcellular localisation. The proteomes of the cytoplasm, lysosome, vac-
uoles and cytoskeleton have been shown to have an acidic protein composition, while proteins of the plasma membrane and
mitochondria are more basic (Kiraga et al., 2007; Kurotani et al., 2019). Our findings could indicate an enrichment of the for-
mer subcellular proteomes, and a depletion of the latter within EVs. An overlap of EV and lysosome proteomes is particularly
expected as the sorting of proteins into both exosomes and lysosomes is dependent on multivesicular bodies (MVBs) (Kalra et al.,
2016). An enrichment of cytoplasmic proteins is also coherent as the biogenesis of both exosomes and microvesicles involves the
envelopment and budding of cytosolic components at the MVB or plasma membrane, respectively (Mathieu et al., 2019).

The importance of PTMs in the biogenesis, cargo-loading, and release of EVs has been studied intensively (Ageta & Tsuchida,
2019; Anand et al.,, 2019; Carnino et al., 2020). Our work supports previous findings about the existence or even abundance of
phosphorylation (Gonzales et al., 2008), glycosylation (Gerlach & Griffin, 2016; da Silva et al., 2021) and ubiquitination (Ageta
& Tsuchida, 2019; Buschow et al., 2005; Smith et al., 2015) in EV proteins. We also detected a higher fraction of proteins with
methylation and acetylation sites despite no previous strong evidence of their relevance for EV sorting. However, these modifi-
cations might not be specific to the EV protein sorting process as their correlation became weaker with an increasing number of
filtering steps (Figure S3).

Nitrosylation has been linked to synaptic vesicles (Wang et al., 2015; Wang et al., 2016) but its general function remains elusive
as it has been implicated in cell survival and death, regulation of protein activity and localization amongst others (Koriyama and
Furukawa, 2018; Stomberski et al., 2019). As a clear enrichment of nitrosylation sites was found in the EV proteome (Figure 4),
their potential role in protein localization into EVs should be explored. Palmitoylation emerged to be the strongest feature
for EV association—with over half of the high confidence EV associated proteins containing a palmitoylation site (Figure 4).
Interestingly, palmitoylation has been implicated in recent years in the EV sorting of specific proteins (Flemming et al., 2020;
Romancino et al., 2018). Moreover, Mariscal et al. showed in a comprehensive study of the EV palmitoyl-proteome a high abun-
dance of palmitoylated proteins in cancer-derived EVs (Mariscal et al., 2020). The enrichment in the human EV proteome for
both palmitoylation, as well as other types of lipidation, may be explained by their involvement in binding proteins to the plasma
membrane (Picciotto et al., 2020). Generally, the impact of predicted PTMs is significantly less important for EV predictions. Pre-
dicted palmitoylation and ubiquitination appeared much lower in the feature ranking than their annotation analogues (Figure
S3). Advancements in correct PTM prediction methods are thus essential to utilise predicted PTMs for the characterisation of
the EV proteome.
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The functional enrichment analysis results for the most frequently detected EV proteins are in line with what is currently
considered as major functions of EVs, namely cell-to-cell communication (Kalra et al., 2016; Paolicelli et al., 2019), signalling
via membrane receptors or cell fusion by releasing cargo (van Niel et al., 2018). Moreover, evidence for an immunoregulatory
function of EVs is increasing (Robbins & Morelli, 2014) as exosomes were shown to stimulate immune responses by presenting
antigens on their surface (Bobrie et al.,, 2011) or as carriers of tumour and pathogenic antigens (Greening et al., 2015; Walker
et al., 2009; Wolfers et al., 2001). Furthermore, a recent investigation of EV's shed light on their involvement in various disease
pathologies including metabolic disorders (Huang-Doran et al., 2017) and viral infection (Anderson et al., 2016).

Taken together, our study provides a systematic characterisation of the EV proteome and a machine learning tool for predicting
EV association. Moreover, we illustrate how to provide a readout of features for specific proteins. Based on our machine learning
approach, we highlight possible protein sorting mechanisms and quality control criteria that can guide future EV experiments
and downstream analysis.

4 | METHODS

A data curation workflow incorporating several resources and filtering steps was created to obtain protein sets annotated regard-
ing their presence or absence in EV's (Figure 1). We accessed online databases to identify human proteins associated with EVs.
Simultaneously, we generated a dataset of all unique human proteins with various sequence-based features, as well as curated
annotations. Several different filtering strategies were applied to receive higher confidence EV and non-EV protein sets. The
resulting EV and non-EV annotations were used to train and test machine learning classifiers and analyse the features necessary
for the correct classification of EV association.

4.1 | Dataset generation
411 | EV dataset

The EV proteome was downloaded from the EV databases Vesiclepedia (http://microvesicles.org, Version 4.1) (Pathan et al.,
2018) and ExoCarta (http://www.exocarta.org, Version 5) (Keerthikumar et al., 2016; Simpson et al., 2012). Entries were filtered
for human protein content, and the ‘counts; that is, the number of experiments that identified each protein, were calculated.
After merging the entries from both databases, 13,648 unique proteins were identified as EV associated (Figure 1). Their unique
UniProt ID was determined through the ID mapping tool provided by UniProt. If more than one Uniprot ID was mapped to
an Entrez ID, only the first entry was retained. This led to 11,952 (87.57%) mapped EV proteins which comprise the General EV
dataset.

412 | Human proteome dataset

Swiss-Prot reviewed human proteins were extracted from UniProt (Consortium, 2019) (release: 2020 05) containing 20,385
unique proteins. For 20,381 of these proteins, the full feature set could be generated which comprises the Human proteome
dataset.

413 | Filtering steps for the EV-annotated discovery dataset

To generate a model able to predict which proteins are associated with EVs, it is essential to have a training dataset that is as
accurately labelled as possible. The steps below describe, how we filtered and annotated our datasets to minimise the experimental
and publication bias, resulting in our discovery dataset.

Firstly, we generated an isolation method filter (Figure 1). The filter excludes proteins that were identified through workflows
prone to a high false discovery rate. The information provided on Vesiclepedia regarding applied isolation methods was used
to include solely proteins identified in experiments that: (1) made no use of ExoQuick or similar ‘high recovery but low purity’
isolation Kkits; (2) were comprised of at least three different isolation steps that enrich for different properties (e.g., size and
density); (3) did not apply ultracentrifugation as the first step in their EV isolation workflow. These requirements were selected
based on previous findings regarding the limited adequacy of EV isolation purity of ultracentrifugation (Linares et al., 2015;
Stam et al., 2021) and ExoQuick (Tian et al., 2019; Veerman et al., 2021) as a single isolation step, respectively. Additionally,
several studies support the superiority of multiple isolation steps (Karimi et al., 2018; Stam et al., 2021; Veerman et al., 2021;
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Zhang et al., 2020). A list of still included isolation workflows can be found in the supplement. This approach resulted in 6818
retained EV proteins of which 6678 were mapped to respective UniProt IDs.

Secondly, we created a MS filter (see Figure 1). As MS was predominantly utilized for protein detection in the majority of
EV studies, experimental detection bias known to be introduced by MS (Klont et al., 2018) is likely to exist in this data. This
is specifically problematic for the proteins we label as non-EV associated. Note that these proteins may simply not have been
detected in EV studies because of the limitations of MS as a detection method. Thus, we wished to exclude any proteins that have
never been identified in MS experiments from the discovery dataset to counteract potential bias. For this purpose, we accessed
ProteomicsDB, an expansive collection of MS studies of the human proteome among others (Lautenbacher et al., 2021; Samaras
et al., 2019). We collected all human proteins in this database that have been verifiably detected in previous MS studies. Only
proteins that are present in both the ProteomicsDB and the human proteome datasets were retained for further analysis (16,790
proteins). By excluding any entries from the human proteome dataset not found in proteomics studies an MS-detectable human
proteome dataset was generated (Figure 1).

Finally, we removed low-count proteins, that is, those found in less than three unique experiments, from the entire dataset as
those proteins were considered ambiguous. Thus, these are neither included as EV nor non-EV proteins.

The final discovery dataset contains 5965 and 10,290 EV- and non-EV-annotated proteins, respectively. To examine the effect
of the filtering steps described above, we also trained models based on datasets that skip some of the filtering steps, the workflow
for generating these alternative discovery sets is provided in Figure S1. Importantly, our labels referring to EV associations are
binary (EV/non-EV). Thus, various proteins that are considered to be enriched in EVs, usually the tetraspanins CD9, CD63 and
CD81 (Théry et al., 2018) have the same label as other less common EV proteins—EV associated.

4.2 | Feature generation

We generated a range of features to identify properties that significantly differentiate between proteins identified in EVs and those
never detected in EVs. In total, 95 features were included for each protein present in our datasets. In order to obtain explainable
machine learning models, it is essential to use input features that are easy to interpret, and that can help to reveal potential EV
sorting mechanisms, as well as potential biases in the datasets. For this reason, a wide variety of interpretable protein properties
was derived directly from the protein sequences; in addition, curated database annotations were added.

42.1 | Sequence-based features

Table S1 lists all these features and details their generation. Basic features, such as sequence length, molecular weight, number of
residues per amino acid, and polar and hydrophobic amino acid count were calculated directly from the sequence. All amino acid
counts were normalised by the length of the protein to obtain amino acid proportions. Sequence length and molecular weight
were log2-transformed.

NetSurfP-2.0 (Klausen et al., 2019) was used to predict solvent accessibility, secondary structure and structural disorder for
each residue in the protein sequences. The per-residue predictions were then utilised to calculate global features for each pro-
tein according to van Gils et al. (van Gils et al., 2022). Residues with relative surface accessibility (RSA) >0.4 were considered
exposed. The number of exposed residues per protein, for each amino acid, polar amino acids and hydrophobic amino acids,
were calculated and divided by the sum of all exposed amino acids of the respective protein. We calculated the proportion of
structural elements (« helices, 8 sheets, turns, disordered regions), total accessible surface area (TASA), and total hydrophobic
surface area (THSA). TASA and THSA were log2-transformed. Relative hydrophobic surface area (RHSA) was derived as the
fraction of THSA relative to TASA.

The Bio.SeqUtils.ProtParam Biopython module (Cock et al., 2009) was used to calculate aromaticity (Lobry & Gautier, 1994),
instability index (Guruprasad et al., 1990), Gravy (Kyte & Doolittle, 1982), isoelectric point, charge at pH-7 and pH-5. The SoDoPe
tool (Bhandari et al., 2020) was used to derive the probability of solubility. A global aggregation propensity score was calculated
for each protein. The aggregation propensity score of each amino acid was derived from the experimental work by De Groot
et al. (de Groot et al., 2005).

For various domains, specifically coiled-coil, WW domains, RAS profiles, EGF and RRM, the associated PROSITE (De Castro
et al.,, 2006; Hulo et al., 2007; Sigrist et al., 2012) identifiers were extracted (see Table S1). ScanProsite (De Castro et al., 2006) was
applied to cross-reference protein sequences and domain motifs against each other and the domain presences were implemented
as binary features.

To enable the use of PTMs as a sequence-based feature, MusiteDeep PTM prediction results were incorporated as features
(Wang et al., 2018, 2020). A threshold of 0.75 was chosen to include a predicted PTM site and only the highest-scoring PTM was
considered at every site. The predicted PTM sites were implemented as a global feature for each protein, indicating if a PTM is
present in or absent from the protein sequence.
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TMHMM (Krogh et al., 2001) was used to predict transmembrane helices that were included as a binary feature indicating
presence or absence.

42.2 | Curated annotations

The databases used to create curated annotation and relevant comments are listed in Table S2. Databases of PTM annotations
were accessed to annotate the human proteome. Relevant datasets were downloaded from PhosphoSitePlus (Hornbeck et al.,
2014), iPTMnet (Huang et al., 2017), Swiss-Palm (Blanc et al., 2019; Pedregosa et al., 2011) and UniProtKB (Consortium, 2019).
Annotations for two uncommon PTMs (ISGylation, NEDDylation) were extracted from UniProt via text mining of the com-
ments section of sequence position independent annotations. While some of these databases also provided position-specific
modification information, all feature annotations were generated at a protein level indicating if at least one amino acid in the
protein sequence is known to be modified regarding each PTM type. UniProt annotations for transmembrane and heat-shock
proteins were administered as binary features.

4.3 | Prediction of EV association

To ascertain the possibility to predict the EV association of a protein from the sequence, as well as to determine which features
are considered most important for this task, random forest (RF) classification was implemented. The three discovery datasets
described in the section Datasets were used and for each of those datasets, two RF models were trained: Using only sequence-
based features and using sequence-based features and curated annotations. This resulted in six classifiers.

431 | Training and interpretation of the random forest

The discovery dataset was split into an 80% training and 20% testing set, resulting in 9544 training and 3251 testing entries.
As the classes (EV and non-EV) were unbalanced, undersampling of the class containing a higher number of proteins, that is,
the majority class, was utilised to create balanced training datasets. All continuous features were scaled using the robust scaler
provided in the scikit-learn Python library (Pedregosa et al., 2011).

The scikit-learn RF model was implemented. To compare the importance of the features for the prediction of EV association
the impurity-based feature importance of the RF models, that is, the Gini importance, was assessed. Higher values indicate greater
importance for correct classification. Model performance was evaluated using the ROC curve and the AUC score. To illustrate
specific cases, Shapley Additive explanations (SHAP) analysis was carried out (Lundberg & Lee, 2017). ‘Feature interactions’ were
calculated to highlight feature combinations used for predictions.

43.2 | Validation of EV association determinants

We aimed to validate the protein-encoded determinants that were found to be important features in the machine learning models,
by observing trends of these properties in high and low-confidence EV datasets in terms of experimental procedures.

Since present-day EV studies are characterised by superior enrichment and isolation methods, we chose three recent EV
studies of different body fluids. The included studies emphasised EV purification with minimal non-EV contamination in their
workflows, have been published when minimal EV study requirements were already established by the community, and have
not been included in Vesiclepedia or ExoCarta yet. A study using a bottom-up Optiprep density gradient centrifugation protocol
identified 1789 proteins in the EV-enriched fraction of urine samples (Dhondt et al., 2020). Karimi et al. focussed on the isolation
of plasma EV's without lipoproteins contamination by combining a density cushion with size-exclusion chromatography and were
able to identify 1187 proteins (Karimi et al., 2018). Lastly, a study that isolated 1686 proteins from breast cancer cell line MDA-
MB-468 cell culture media EV's by precipitation coupled to size exclusion chromatography was included (Martinez-Greene et al.,
2021). We combined the identified EV associated proteins into a high-confidence EV dataset containing 3222 proteins, out of
which 573 were not annotated as EV proteins in our discovery dataset.

Secondly, we constructed a low-confidence dataset by only selecting proteins from Vesiclepedia identified in EV studies pub-
lished before the year 2014. This cut-oft likely leads to a higher number of spurious protein identification as at this point in time
no guidelines for correct EV isolation were widely agreed upon (Lotvall et al., 2014; Théry et al., 2018) while still providing a
decent number of studies and thus proteins to be included in the low-confidence set. Out of 9988 unique proteins, 4974 were not
annotated as EV proteins in our discovery set.
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We hypothesised that the high-confidence dataset will display the same trends of protein properties as the EV proteins of our
discovery set; the existence of non- EV contaminants should be limited because of the high isolation standards of the included
studies. We expected the signal in the low-confidence dataset to be diluted by contaminants, demonstrating the missing specificity
of early EV isolation workflows.

As an additional validation step, we used the trained model to predict on the novel EV proteins of the additional EV database
EVpedia (https://evpedia.info/evpedia2_xe/) (Kim et al., 2013). The full set of human EV proteins was downloaded and filtered
for proteins that are part of the human proteome. After the removal of the proteins that were already present in our discovery
dataset and ambiguous proteins that have been detected in less than three studies from the EVpedia set, 676 novel proteins were
left.

4.4 | Statistical analysis

To test for the significance of features, we employed Mann-Whitney U test and Fisher’s exact test for continuous and categor-
ical features, respectively. The threshold for significance was set at 0.05 and correction for multiple testing was done using the
Benjamini-Hochberg procedure. To test the significance of the feature importance’s, we compared our model to a ‘random’ model.
For this, we trained our models with randomly shuffled EV labels and obtained the feature importance of a ‘random’ model. To
provide a comprehensive overview of every feature, we provide a table containing each feature’s adjusted p-value regarding the
comparison of EV and non-EV protein classes, its correlation with the EV class, as well as the feature importance within our
trained model, and the random model (trained on shuffled and thus meaningless EV labels) (Table S4).

4.5 | Functional analysis of EV associated proteins

To analyse proteins that are often identified in EV's (top EV proteins), 478 unique human proteins from Vesiclepedia with occur-
rences (counts) in at least 30 different studies were selected from our discovery set and analysed. GSEApy enrichr tool was used
for the pathway enrichment analysis using the KEGG 2019 Human library (Xie et al., 2021).
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SUPPORTING INFORMATION
Additional supporting information can be found online in the Supporting Information section at the end of this article.
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