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ARTICLE INFO ABSTRACT

Keywords: Background: Extracellular vesicles (EVs) are being considered as a potential therapeutic option for
Extracellular vesicle ulcerative colitis (UC), and numerous preclinical studies have been conducted on the use of EVs
Exosome for UC.

Ulcerative colitis

. Methods: A systematic review was conducted to compare the therapeutic effects of mammalian
Animal model

EVs and placebo on UC in animal models, along with a meta-analysis comparing naive (un-
modified) EVs and placebo. The search was performed in four databases (PubMed, Web of Sci-
ence, Scopus, and EMBASE) up to September 13th, 2023. The primary outcomes included disease
activity index (DAI), colonic mucosal damage index (CMDI), and adverse effects (PROSPERO ID:
CRD42023458039).

Results: A total of 69 studies were included based on pre-determined criteria, involving 1271
animals. Of these studies, 51 measured DAI scores, with 98 % reporting that EVs could reduce DAI
scores. Additionally, 5 studies reported CMDI and all showed that EVs could significantly reduce
CMDI. However, only 3 studies assessed adverse effects and none reported any significant adverse
effects. The meta-analysis of these studies (40 studies involving 1065 animals) revealed that naive
EVs could significantly decrease the DAI score (SMD = —3.00; 95 % CI: —3.52 to —2.48) and
CMDI (SMD = —2.10; 95 % CI: —2.85 to —1.35).

Conclusion: The results indicate that mammalian EVs have demonstrated therapeutic benefits in
animal models of UC; however, the safety profile of EVs remains inadequate which highlights the
need for further research on safety outcomes.

1. Introduction

Ulcerative colitis (UC) is a type of inflammatory bowel disease (IBD), similar to Crohn’s disease and indeterminate colitis [1]. It is
an idiopathic, chronic inflammatory disorder of the colonic mucosa, beginning in the rectum and typically extending continuously
through part or all of the colon. However, some patients with proctitis or left-sided colitis may have inflammation extending to the
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caecum [2]. Symptoms may include bloody diarrhea, frequent bowel movements, abdominal pain, fatigue, and fecal incontinence [3].

Population aging and earlier diagnoses have led to an increasing incidence and prevalence of UC, especially in newly industrialized
countries [4]. The pathogenesis of UC is complex and not fully understood, but it is believed to involve genetics, immune response,
epithelial barrier defects, and dysbiosis in initiating and sustaining inflammation [5].

Treatment for UC depends on disease severity and the affected parts of the colon. Mild to moderate UC limited to the rectum and
lower colon is typically treated with oral or topical 5-aminosalicylic acid (5-ASA), while oral corticosteroids may be prescribed for
patients who do not respond well to 5-ASA treatment. Patients with moderate to severe UC may receive intravenous corticosteroids
(short courses), biologic monoclonal antibody medications or small molecule drugs. Surgery may be necessary for patients with severe
UC that does not improve with maximal medical treatment or for complications related to colorectal cancer prevention or treatment
[6].

Despite significant progress in research on UC, remission rates do not exceed 20-30 % in induction clinical trials and only reach
30-60 % among patients in real-life settings [5], indicating a need for more effective new therapies development.

Extracellular vesicles (EVs) are particles enclosed by a phospholipid bilayer that can be secreted by various cells. They contain a
variety of bioactive molecules, including proteins, lipids, and nucleic acids, and have been found to play important roles in inter-
cellular communication as well as the regulation of both physiological and pathological processes [7]. Therefore, EVs can be targeted
for treating diseases, used as a direct therapeutic application based on their endogenous bioactivity, or applied in drug delivery [8]. In
addition, there is a growing focus on researching the role of EVs in the treatment, diagnosis, and prognostic markers of tumors. EVs
have been found to mitigate the nephrotoxicity caused by the cisplatin [9], and showed potential as oncolytic agents [10]. Liquid
biopsy techniques, including EVs, are gaining increased attention for tumor diagnosis [11]. Immune checkpoints play a crucial role in
regulating immune responses. In the tumor microenvironment, malignant cells can exploit the immunosuppressive effects of inhibitory
immune checkpoints to promote tumor progression [12]. Despite the occurrence of immune-related adverse events [13], blocking
inhibitory immune checkpoints has proven to be an effective strategy for cancer treatment; among these, PD-L1 is extensively studied
as an EV immune checkpoint [12]. Additionally, along with albumin [14] and Royal Marsden Hospital score [15], EVs also hold
promise for prognostic markers [16,17].

Further research has increasingly recognized the important roles of EVs in the immune system [18], their contribution to vascular
and epithelial barrier function in inflamed intestines and wound healing [19], their ability to modulate the intestinal microenvi-
ronment [20], and their anti-inflammatory properties [21]. EV therapy shows promising prospects in treatingUC, supported by
existing preclinical evidence. This review aims to evaluate the effect of EVs in UC animal models to facilitate clinical translation of EV
therapy.

2. Methodology

This review adheres to the Preferred Reporting Items for Systematic Reviews and Meta-analyses (PRISMA) guidelines [22] and has
been registered in the International Prospective Register of Systematic Reviews (PROSPERO; protocol ID: CRD42023458039).
Compared to the protocol, we have included additional content on utilizing the guidelines specified by the Grading of Recommen-
dations Assessment, Development and Evaluation (GRADE) for assessing evidence.

2.1. Search strategy

We conducted a comprehensive search of electronic bibliographic databases including PubMed, Web of Science, Scopus, and
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EMBASE. The MeSH headings and keywords used in the search were “exosom*”, “secretom*”, “extracellular vesicle*”, “cell-derived
microparticle*”, “microvesicle*”, “proctocolitis”, “ulcerative colitis”, “colitis”, “inflammatory bowel disease”, “IBD”, “UC”, and
“ulcerat*" (Additional file 1). There were no restrictions on publication date, but the search was completed on September 13th, 2023.

All identified articles were imported into EndNote 20.6 and duplicates were removed. Two reviewers (Y.L. and Z.Y.) independently
screened all studies based on pre-defined inclusion and exclusion criteria. Titles and abstracts were initially reviewed, followed by a

full-text assessment of selected studies. Any discrepancies during the selection process were resolved by a third reviewer (M.C.).
2.2. Eligibility criteria

The studies included in this review met all of the following criteria, presented in a “PICOS” format.
2.2.1. Inclusion criteria

1. Population: In vivo mammalian animal model of UC.

. Intervention: Mammalian EV without any restrictions on modification and route of administration.

3. Comparator: The comparator would be no treatment, placebo, or standard treatment. If there were multiple control groups, a non-
active control group (i.e., placebo) would be chosen.

4. Outcome: The primary outcome was disease activity index (DAI), colonic mucosal damage index (CMDI), and adverse effects. The
secondary outcome was colon length, histological score, and body weight. Studies that did not report any of the above outcomes
were excluded.

5. Study design: comparative pre-clinical studies. Controlled studies with a separate control group. No language restrictions.

N



Y.-J. Li et al. Heliyon 10 (2024) e36890

2.2.2. Exclusion criteria

1. Population: UC model with co-morbidities.

2. Intervention: No characterization of EVs (including morphology, size distribution, or EV markers) or if EVs are used only in
combination with other drugs.

3. Study design: Cross-over studies.

2.3. Data extraction

Four reviewers, divided into two groups (Y.L. and Z.Y., D.Z. and F.Z.), independently extracted data from each article. In cases
where discrepancies could not be resolved after discussion, two additional reviewers (D.Z. and M.C.) were consulted. Data was
extracted from the study text, tables, figures, supplementary materials, and cited references for methods using an online application
WebPlotDigitizer [23] when necessary. If an outcome was measured at multiple time points, only the data from the last time point was
included.

The extracted data included study characterization (first author, publication year, and country of the corresponding author/s),
study population (species, gender, age, weight), animal model (sample size and modeling method), intervention details (dose,
comparator, frequency, route of administration and follow-up period), information on EV (source, modification, collection medium
supplementation, vehicles, isolation and characterization method, characterization result, labeling and tracking, and immune-
biocompatibility), outcomes (DAI, CMDI, and adverse effects as the primary outcome; colon length, histological score, and body
weight as the secondary outcome), and the reported mechanisms from the study.

In addition to the above information if mesenchymal stem cells (MSCs) were the source of EVs their characterization would also be
extracted.

2.4. Quality and risk of bias assessment

The Systematic Review Centre for Laboratory Animal Experimentation (SYRCLE) risk of bias (RoB) tool [24] was utilized to assess
the risk of bias in this review. The SYRCLE’s RoB tool consists of six categories, encompassing a total of ten items. These categories
include: selection bias (sequence generation, baseline characteristics, allocation concealment), performance bias (random housing and
blinding of intervention), detection bias (random outcome assessment and blinding of outcome assessment), attrition bias (incomplete
outcome data), reporting bias (selective outcome reporting), and other sources of bias.

We evaluated the characterization outcome of MSCs (one of the source of EVs) and EVs in included studies based on the Inter-
national Society for Cellular Therapy (ISCT) [25] minimal criteria and the Minimal information for studies of extracellular vesicles
2018 (MISEV2018) [26], respectively.

The ISCT minimal criteria included the following: 1) adherence to plastic, 2) specific surface antigen expression (positive for
CD105, CD73, and CD90; negative for CD45, CD34, CD14 or CD11b, CD79a or CD19, and HLA-DR), and 3) in vitro differentiation
(osteoblasts, adipocytes, and chondroblasts).

MISEV2018 recommends using the term “extracellular vesicle” (EV) as the general name for particles that are naturally released
from cells and are enclosed by a lipid bilayer, and cannot replicate. To characterize EVs, MISEV2018 provides recommendations as
follows: 1) quantitation, 2) characterization of at least three positive protein markers of EVs (including at least one transmembrane/
lipid-bound protein and cytosolic protein) and one negative protein marker, and 3) characterization of single vesicles by two different
but complementary techniques. To determine the purity and reliability of the quantity measure, MISEV2018 also suggested reporting
the ratios of proteins: particles, lipids: particles, or lipids: proteins, along with global quantification estimates.

The quality of the outcomes was assessed in accordance with the guidelines specified by the GRADE [27]. We utilized the GRADE
profiler (GRADEpro GDT) to import data from Review Manager Software 5.4.1 for creating ‘Summary of findings’ tables.

The assessment of quality and RoB was completed by two independent reviewers (Y.L. and Z.Y.) and any discrepancies were
resolved through discussion with a third reviewer (M.C.).

2.5. Meta-analysis/statistical analysis

The meta-analysis was conducted using Review Manager Software 5.4.1 to analyze five outcomes: DAI, CMDI, colon length, his-
tological score, and body weight. The inclusion criteria for the meta-analysis required a minimum of three studies reporting the same
outcome between naive (unmodified) EVs and placebo controls using the same scale. Descriptive summaries were provided for out-
comes that could not be assessed by meta-analysis, such as adverse effects.

We used inverse variance for meta-analysis. A random-effects model was utilized for the meta-analysis with the standardized mean
difference (SMD). Study confidence interval and total confidence interval were all 95 %. Heterogeneity was evaluated using the I?
index, and if I2 > 75 %, further heterogeneity analysis was conducted by excluding studies one by one. If a confirmed source of
heterogeneity was identified, the remaining studies would undergo meta-analysis, followed by qualitative and heterogeneity analysis
of this study. Subgroup analyses were performed based on compliance with MISEV2018 guidelines and EV source (derived from MSCs
or others). Additionally, a sensitivity analysis was carried out by systematically excluding studies from the results of the meta-analysis
one at a time. Publication bias was assessed using funnel plots.
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3. Results
3.1. Literature search

This systematic review was conducted in accordance with the Preferred Reporting Items for Systematic Reviews and Meta-Analysis
(PRISMA) guideline [22].

The search process is illustrated in Fig. 1. After conducting a systematic search of four databases, a total of 3391 records were
identified. Following our eligibility criteria, we excluded 1787 duplicates, 1485 records through title and abstract screening, and 49
studies through full-text screening as shown in Fig. 1. Consequently, our qualitative synthesis included 69 studies comprising of 70
articles (2 records [28,29] representing one study) and involving a total of 1271 animals. There were no studies in the search results
that met the inclusion criteria but were excluded.

3.2. Study characteristics

The 69 studies were published between 2010 and 2023. Fig. 2a shows a steady increase in the number of published studies each
year, especially after 2019, indicating a significant surge in interest in utilizing EVs in UC. The studies were conducted in nine
countries, with China contributing to 75 % (n = 53) of the total research output.

3.3. Characteristics of UC animal models

3.3.1. Animal species
Animal models were distributed as follows: mice (n = 60) and rats (n = 9) in UC models (Fig. 2c).

query: (exosom* OR secretom* OR "extracellular vesicle*" OR "cell-derived
microparticle*” OR microvesicle*) AND (proctocolitis OR "ulcerative colitis’,OR
colitis OR "inflammatory bowel diease”OR IBD OR UC OR ulcerat*)

|
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3391 of records identified
through database searching

l

1604 of records screened —— 1485 of records excluded

— 1787 duplicates excluded

l 49 of full-text articles excluded:

® do not characterize EV,

¢ have other disease,

¢ in vitro only studies,

*no outcome,

® not comparative study,

l ¢ unrelated to EV applications in UC

119 of full-text articles
assessed for eligibility

69 of studies (70 of articles)
included in qualitative
synthesis

l

58 of studies included in
quantitative synthesis (meta-
analysis)

Fig. 1. PRISMA flow chart summarizing study screening and selection procedure.
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3.3.2. Modeling method

In Fig. 2d, it is demonstrated that dextran sulfate sodium (DSS) was the most frequently utilized drug for modeling (n = 62, 82 %).
Trinitrobenzene sulfonic acid (TNBS) was employed in 14 % of studies (n = 10), while acetic acid was used in 3 % (n = 2). Only one
study (1 %) established a UC model by injecting CD4*CD45R®"8" T cells into Ragl ~/~ mice. The concentration of 3 % (n = 27) was the
most commonly utilized in DSS modeling. Additionally, two studies [30,31] used both DSS and TNBS, two studies [32,33] used two
different concentrations of DSS, and one study [34] used two different concentrations of DSS and TNBS to create UC models.

3.4. Intervention characteristics

3.4.1. Cellular origin of EVs

As illustrated in Fig. 3, EVs were obtained from various sources including cells (n = 60, 87 %), biofluid (n = 7, 10 %), faeces (n =1,
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Fig. 3. Sources of EVs used for the treatment of UC. *: One study utilized EVs derived from two distinct cell sources.




Y.-J. Li et al. Heliyon 10 (2024) e36890

1 %), or intestinal organoids (n =1, 1 %). Among the EVs derived from cells, the majority were sourced from stem cells (n = 42, 70 %),
with MSC being the most commonly utilized type (n = 41,68 %). One study [35] employed both umbilical cord MSC and
placenta-derived MSC. Another study [36] used both granulocytic myeloid-derived suppressor cells and neutrophils. The milk-derived
EVs originated from human and cow milk and one study [37] utilized EVs from both sources.

With the exception of one study that did not specify a particular species of EV source, most studies used xenogeneic EVs (n = 37, 54
%) followed by allogeneic EVs (n = 30, 44 %). Only one study (1 %) [38] used autologous EVs.

3.4.2. Modification of EVs

A total of 34 studies utilized EV modification. Preconditioning (n = 14) and genetic modification (n = 14) were both common
methods used to modify EVs. Table 1 shows that EV modification involves various stimuli and genes, mostly applied to the source of
EVs.

Three studies employed both preconditioning and genetic modification techniques. Cao [39] transfected HCT116 cells with
miR-149-3p mimics and treated them with Enterotoxigenic Bacteroides fragilis before harvesting the EVs. Zhu [40] cultured cells in
normoxic or hypoxic incubators, then transfected them with a HIF-1a inhibitor or a control lentiviral vector. Gu [41] conducted two
experiments: one stimulated MSCs with or without lipopolysaccharide (LPS) (10 pg/mg), and another transfected MSCs with 100 nM
scrambled sequences and inhibitors of miR-181a, respectively.

Three other studies used different methods to modify EVs: Chen [42] collected EVs from the serum of pediatric patients who were
positive for Helicobacter pylori (Hp) or healthy volunteers. Deng [43] utilized the layer-by-layer self-assembly technique to encapsulate
human placenta MSC-EVs using biodegradable N-(2-hydroxyl) propyl-3-trimethyl ammonium chitosan chloride and oxidized konjac
glucomannan, both polysaccharide derivatives. Rao [44] packaged triptolide (TP) into EVs by mixing and incubating them in a shaking
incubator.

Out of the 34 studies that utilized modified EVs, only 12 of them (35 %) assessed the potential impact of processing on EVs. Only
one study (3 %) [44] evaluated the encapsulation efficiency when loading drugs into EVs. Four studies [40,45-47] reported no change
in morphology, size distribution, and surface markers of EVs. Three studies [48-50] found that higher quantity of EVs after modifi-
cation. One study [51] reported that after IL-10 treatment, dendritic cell-derived EVs expressed decreased levels of MHC II, CD80, and
CD40, moderate levels of CD86, and a high level of IL-10. Additionally, two studies [43,52] showed that modification can enhance the

Table 1

The modifications of EVs.
Ref. Modification Modification category
[54] S. japonicum soluble eggs antigen Preconditioning
[51] IL-10 Preconditioning
[55] 1L-13, IL-10, or IL-1f Preconditioning
[36] N®-hydroxy-nor-Arginine Preconditioning
[48] Irradiated with 30 Gy Preconditioning
[56] Thapsigargin Preconditioning
[49] IL-6, TNF-o, and IL-1p Preconditioning
[53] INF-y Preconditioning
[57] Morphine Preconditioning
[58] A defined medium Preconditioning
[59] Dendrobium officinale polysaccharide and LPS Preconditioning
[50] CoCl; (hypoxia mimetic agent) Preconditioning
[47] TNF-a and IFN-y Preconditioning
[33] TNF-a Preconditioning
[60] miR-146a GM
[61] miR-195a-3p GM
[62] PD-L1 GM
[63] miR-146a GM
[52] EphB2 GM
[64] TGF-p1 or LacZ GM
[65] miR-590-3p GM
[66] miR-378a-3p GM
[31] TSG-6 GM
[45] TSG-6 GM
[46] IL-10 GM
[67] PD-L1 GM
[68] miR-129-5p GM
[69] miR-223 GM
[39] Enterotoxigenic Bacteroides fragilis and miR-149-3p P&G
[41] LPS or miR-181a P&G
[40] Hypoxic cultured and transfected with HIF-1a inhibitor P&G
[42] Hp-positive pediatric patients or healthy volunteers-derived serum Other
[43] A layer-by-layer self-assembly technique was used to encapsulate human placenta MSC-EVs Other
[44] TP was packed in EVs Other

Abbreviations: LPS: lipopolysaccharide; TSG-6: tumor necrosis factor-stimulated gene-6; Hp: Helicobacter pylori; GM: genetic modification; P&G:
preconditioning and genetic modification; TP: triptolide.
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targeting ability of EVs in the colons. One study [53] reported that IFN-y treatment slightly increases MSC-secreted EV numbers and
significantly increases expression of CD9 and CD81 in EVs. Another study [41] reported that LPS stimulation increased expression
TSG101, CD81, CD63, and miR-181a in EVs.

3.4.3. EV preparation

3.4.3.1. EV collection conditions. A total of 61 studies collected EVs from conditioned medium. Since serum contains EVs, 24 studies
[30,31,33,40,41,46,48,49,52,57,62-64,70-80] chose a serum-free medium and 26 studies used a medium with EV-depleted serum to
culture cells before extracting EVs. However, only nine of those studies that used medium with EV-depleted serum described how they
depleted the serum of EVs without reporting the changes in particle count [44,51,53,56,66-68,81,82]. Three studies reported using
commercial EV-depleted serum [35,45,83], and fourteen studies did not describe the details of their EV-depletion protocol [34,43,47,
50,61,65,69,84-90]. In the remaining studies, one made the condition of source cells in PBS for 48 h [58], another study used a
complete medium [91], and nine studies did not report what they used before extracting EVs.

Except for 13 studies that did not report the duration of cell culture conditioning, more than half (n = 31) in the remaining studies
treated cells for 48 h before harvest. Seven studies treated cells for 24 h and five studies treated cells for 72 h. Besides, two studies
treated cells for 48-72 h [41,66], and 3 studies treated cells for 6 h [48], 20 h [36], and 24-48 h [85], respectively.

3.4.3.2. EV separation techniques. Fig. 4a shows the various separation techniques used for extracting EVs. Out of 32 studies, EVs were
separated using a single method with ultracentrifugation being the most frequently used (n = 19), followed by commercial kits (n = 9).
Some studies also utilized ultrafiltration (UF), size exclusion chromatography, and differential centrifugation. Due to the advantages
and disadvantages of each method, researchers have started combining separation techniques for EV isolation [92]. Thirty-seven
studies employed two techniques simultaneously, with ultracentrifugation and UF being the most common combination (n = 28).
Additionally, eight studies combined commercial kits with ultrafiltration, while one study combined commercial kits with ultracen-
trifugation. Further details can be found in [Additional file 2].

3.4.4. Characterization of EV preparations
Absolute purification of EVs from other entities is deemed impossible, as stated by MISEV2018 [26]. Therefore, it is essential to
characterize EVs using multiple and complementary techniques.
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Fig. 4b illustrates the various techniques utilized for characterizing EVs, including quantification, morphology, size distribution,
and protein markers. Except for three studies [77,79,80], the remaining studies employed more than one technique for EV charac-
terization. The most commonly used techniques were transmission electron microscopy (TEM), western blotting, nanoparticle tracking
analysis (NTA), and BCA assay for evaluating EV morphology, protein markers, size distribution, and protein concentration (as a proxy
for quantification of EVs), respectively. TEM was also utilized for size distribution analysis while NTA and Tunable Resistive Pulse
Sensing were used for determining EV concentration. Almost all studies detected the size distribution (n = 66; 96 %), protein markers
(n = 66; 96 %), and morphology of EVs (n = 65; 94 %). However, despite MISEV2018’s recommendation that global quantification of
EVs should be provided in studies characterizing them, only 67 % of studies (n = 46) described their quantification methods for EVs
with only 37 % (n = 17) reporting their results.

Western blotting was the most frequently employed technique (n = 59) for characterizing EV protein markers. Six studies utilized
flow cytometry, and one study employed both techniques. As depicted in Fig. 4c, tetraspanin transmembrane proteins CD63 (n = 46),
CD9 (n = 44), CD81 (n = 28), as well as cytosolic proteins TSG101 (n = 33), Alix (n = 12), HSP70 (n = 11) were among the most
frequently detected protein markers, along with negative marker calnexin (n = 22). Approximately thirty-three percent of studies
identified at least four different protein markers but four did not characterize negative protein markers.

3.4.5. EV administration and dosage regimen

3.4.5.1. Dose. Out of the 69 studies, 4 (6 %) did not specify the dose of EV. Forty-seven studies (68 %) utilized the amount of protein as
a measure of EV quantity, ranging from 10 pg to 100 mg. Conversely, 7 studies (10 %) counted the number of particles to assess EV
quantity, with a range of 108t0 2 x 101° particles [29,49,60,69,83,93,94]. Only one study (1 %) used the amount of EV source cells (10
million human adipose-derived MSCs) to estimate the quantity of EV [77], while ten studies (14 %) based their EV dose on the weight
of the animal [32,37,41,46,62,68,71,95-97]. Additionally, among 65studies, only7 (10 %) evaluated the dose-response [32,71,75,85,
95,96,98]. More detail is shown in [Additional file 3].

3.4.5.2. Administration route. Intravenous injection (n = 36, 53 %), particularly via the tail vein (n = 28, 41 %), was the most
commonly utilized route for EV administration. Intraperitoneal (n = 24, 35 %) and oral (n = 7, 10 %) routes were also frequently
employed in numerous studies. Furthermore, one study [43] compared the oral and intravenous administration of layer-by-layer
coated EVs for UC therapy and found that oral administration effectively alleviated UC using half the number of EVs. Another
study [81] injected EVs in situ at the injured colon mesangial margin.

3.4.6. Labeling and tracking of EVs

More than half of the studies (n = 36, 52 %) reported on the labeling and tracking of EVs. With the exception of 8 studies, most used
a single type of fluorescent dye to label EVs. The most commonly used dyes were PKH26 (n = 12, 27 %), DiR (n = 12, 27 %), and Dil (n
= 7, 16 %). One study [69] utilized Exo-CD63-GFP lentivirus to fluorescently label CD63 in macrophages and extracted
CD63-GFP-labeled EVs after establishing a stable cell line for observing EV tracking in vitro.

The majority of the studies (n = 21, 58 %) reported tracking EVs in only one of the following settings: in vivo (n = 2, 6 %), ex vivo
(post-mortem) (n = 12, 33 %), or in vitro (n = 7, 19 %). Eight studies (22 %) tracked EVs both ex vivo and in vitro [33,43,44,50,59,63,
95,971, while five (14 %) tracked EVs both in vivo and ex vivo [73,85,86,88,90]. Only two studies (6 %) labeled and tracked EVs in all
three settings: in vivo, ex vivo, and in vitro [32,76].

Despite UC mainly affecting the colon, twelve studies examined labeled EVs in other organs both in vivo and ex vivo. For more
details see [Additional file 4].

3.5. Quality assessment

3.5.1. Risk of bias assessment

Fig. 5 illustrates the results of the risk of bias assessment using SYRCLE’s ROB tool [24].

Out of the sixty-seven studies (97 %), all declared randomization, with only one study [30] specifically mentioning the use of a
random number table for grouping. Another study [98] divided mice based on their body weight, which was considered to have a high
risk of bias.

In terms of baseline comparability, 39 studies (57 %) reported comparable baseline characteristics, while thirty studies (43 %) did
not report body weight at the beginning of modeling, which is crucial in assessing UC severity.

Most studies did not report allocation concealment, random housing, and blinding. Only one study [48] explicitly stated that
experimenters were not blinded during grouping.

Merely four studies (6 %) indicated that multiple fields of view would be randomly selected under the microscope for outcome
assessment [41,47,49,98], and only twenty-one studies (30 %) reported experimenter blinding during outcome assessment.

Sixty studies (87 %) had a low risk of attrition bias, while nine studies (13 %) [34,35,39,46,57,58,68,83,97] had an unclear risk due
to lack of reporting sample size for each group.

All studies were assessed to have a low risk of reporting bias after comparing their methods and results; however, no prior protocol
was available.

The specific details of bias risk assessment could be found in the [Additional file 5].
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3.5.2. Adherence to ISCT criteria for MSC characterization

More than half of the studies (n = 41, 59 %) utilized MSC-derived EVs. Only 9 studies (22 %) examined all the required items as per
ISCT guidelines, but with incomplete surface antigen and differentiation outcomes [33,35,47,63,70,71,76,78,85]. Another 10 studies
(24 %) only examined two items. Seven studies [40,49,52,53,62,67,75] assessed criteria 1 and 2, while three [31,45,89] evaluated
criteria 2 and 3. Three studies (7 %) only looked at one item; one study [58] examined criteria 1 and two others [34,87] examined
criteria 2. Lastly, 19 studies (46 %) did not report the characterization of MSCs. Additionally, 4 studies mentioned that they obtained
MSCs commercially or from other institutes.

3.5.3. Adherence to MISEV2018 for EV nomenclature, characterization, and purity

For nomenclature, only 35 % of the studies (n = 24) adhered to the recommendation of MISEV2018. Specifically, 61 % (n = 42)
continued to use the term “exosome”, while 1 % (n = 1) used “microvesicle”, and 3 % of studies (n = 2) utilized both “extracellular
vesicle” and “exosome”. Additionally, it was found that 40 studies (58 %) published after 2019 did not comply with the MISEV2018

EV placebo Std. Mean Difference Std. Mean Difference
Study or Subgroup Mean SD Total Mean SD Total Weight IV, Random, 95% CI IV, Random, 95% CI
1.1.1 MSCs
An, Li, and Bhang 2020 7.95021962 0.65885798 6  9.7510981 0.50512445 6 22% -2.83 [-4.62, -1.05] -
An, Li, and Ryu 2020 1.4893617 0.56320401 8 4.99374218 0.62578223 8 18% -5.57 [-7.99, -3.14] -
Cai 2021 1.15849487 0.30102623 6 3.34321551 0.27822121 6 12% -6.96[-10.54,-3.38] -
Cao 2019 1.0027248 0.86648501 10 271117166 1.0626703 10  27% -1.69 [-2.74, -0.63] -
Chang 2022 5.6225 0.5252 18 5.8971 0.4853 12 28% -0.52 [-1.27, 0.22] I
Chen Q 2020 0.3681 0.2991 30 1.4085 0.4282 10  27% -3.05 [-4.06, -2.05] 3
Deng 2023 1.9458 0.5313 10 3.326 0.333 10 25% -2.98 [-4.33, -1.63] -
Duan 2020 1.3728223 0.15331011 8 3.87456446 0.15331011 8 0.6% -1543[2166,-9.19] &
He 2022 2.79511533 0.61058345 10 7.82903663 0.75983718 10 1.7% -6.99 [-9.57, -4.42] -
Heidari 2021 1.137441 0.383886 7 8.658768  0.526066 7 05% -1529[-22.05,-853] ¢
Heidari 2022 1.96358268 1.16633858 7 8.69586614 1.10728347 7 17% -5.54 [-8.18, -2.90] -
Joo 2021 12.32081911 2.83276451 10 15.6996587 3.68600683 10  27% -0.98 [-1.92, -0.04] ]
Li 2020 1.24 0.44 9 2.92 0.15 9 21% -4.87 [-6.89, -2.85] S
Liang 2023a 6.85074627 1.05970149 10 8.82089552 0.86567164 10  27% -1.95[-3.06, -0.84] -
Liang 2023b 6.85486019 0.73501997 6 9.33155792 0.79893475 6 22% -2.98 [-4.82, -1.14] I
Liang 2023c 3.57995227 0.71599045 10 7.38902148 2.0477327 10 26% -2.38[-3.58, -1.18] -
Liu 2019a 3.0888 1.4329 40 8.9876 0.9504 20 27% -4.50 [-5.49, -3.51] -
Liu 2019b 4.863717  0.615929 20 9.83362832 0.8920354 16 2.3% -6.48 [-8.19, -4.76] -
Liu 2019¢ 5.886076  1.946203 5 10.13449367 0.66455696 5 21% -2.64 [-4.57,-0.70] —
Ocansey 2022 0.0128041 0.09282971 3 1.55569782 0.19206146 3  04% -8.18[-16.24,-0.12]
Tian 2020 0.78919861 0.17247387 6 2.56097561 0.18292683 6 09% -9.20[-13.83,-4.57]
Tolomeo 2021 1.33147632  0.2005571 5 1.56267409 0.30083565 5 25% -0.82 [-2.14, 0.51] -
Wang 2020 1.61904762 0.94047619 6 5.16666667 0.70238095 6 19% -3.95[-6.18, -1.71] -
Xu 2023a 8.13915858 0.77669903 6 11.53721683 0.51779935 6 17% -4.75[-7.33, -2.17] -
Xu 2023b 2.63399694 0.58192956 6 3.99693721 0.81163859 6 25% -1.78 [-3.21, -0.35] o
Xu F 2022 4.64972376 1.06961326 6 5.97569061 0.91933702 6 25% -1.23 [-2.51, 0.05] ]
Xu'Y 2022 1.57209302 0.29767442 5 2.88837209 0.14883721 5 15% -5.05[-8.15, -1.95] -
Yang 2015 5.1333 1.6761 30 7.5 0.8498 10 28% -1.62[-2.32,-0.73] -
Yang 2021a 1.57124519 0.55455712 5 3.20410783 0.80102696 5 23% -2.14[-3.87,-0.41] i
Yang 2021b 8.10408922 1.05576208 16  9.38289963 0.92193309 6 27% -1.20 [-2.22, -0.18] ]
Yang R 2020 2.17687075 0.19922255 5  4.4606414 0.47619048 5 13% -5.65 [-9.07, -2.24]
Yu H 2021 3.64556962 0.74683544 7 5.39240506 0.9113924 7 25% -1.96 [-3.32, -0.61] -
Zhang 2022 0.87404162 0.51916758 6 3.88389923 0.51916758 6 16% -5.35[-8.20, -2.50]
Zhu F 2022 0.57192374 0.57192374 6  1.3864818 0.55459272 6 25% -1.33 [-2.64, -0.03] ]
Subtotal (95% CI) 348 268 69.5% -3.33 [-3.99, -2.68] ¢
Heterogeneity: Tau? = 2.68; Chi? = 192.05, df = 33 (P < 0.00001); I> = 83%
Test for overall effect: Z = 9.95 (P < 0.00001)
1.1.2 Others
Cai 2012 3.45610278  0.2869379 8 3.99143469  0.24839%4 8 26% -1.89[-3.12, -0.65] B
Chen Y 2020 7.78697001 0.36194416 7 8.99689762 0.51706308 7 24% -2.54 [-4.06, -1.01] -
Deng 2021b 1.7657767 0.27305825 5 6.0618932 0.78276699 5 11% -6.62[-10.55,-2.69] -
Du and Zhao 2022 5.425 0.35 12 7.7625 0.3 12 0.0% -6.92 [-9.21, -4.64]
Qian 2022 6.73157163 0.90403338 5 8.34492351 0.945758 5 24% -1.58 [-3.10, -0.05] ]
Rao 2023 2.7520436 0.46321526 7 2.71389646 0.44686648 7 27% 0.08 [-0.97, 1.13] T
Tong 2023a 4.5253 1.2248 14 6.6175 1.5668 7 27% -1.50 [-2.53, -0.46] B
Tong 2023b 2.9272 0.8013 12 4.2645 1.575 6 27% -1.15[-2.22, -0.09] ]
Wang 2016 2.1846 0.7103 20 2.6808 0.1769 10 2.8% -0.81[-1.60, -0.02] ™
Wang 2017 7.00898588 1.50962773 5 10.01283697 0.56996149 5 22% -2.38 [-4.20, -0.55] _'_
Wang 2021a 2.06609547 0.15177479 6 3.60342717 0.17135863 6 09%  -8.77[-13.19,-4.34]
Wang 2021b 2.1034965 0.13986014 6 2.96503497 0.24055944 6 19% -4.04 [-6.32,-1.77] -
Yang 2010 7.42033384 1.20637329 10 9.42336874 1.70713202 10  27% -1.30[-2.28, -0.31] .
Yang 2019 4.34954008 0.70959264 6 7.33245729 0.61760841 6 1.9% -4.14[-6.46, -1.82] o=
Zhu'Y 2022 2.15015015 0.18018018 6 3.15915916 0.15615616 6 15% -5.52 [-8.45, -2.60]
Subtotal (95% CI) 117 94  30.5% -2.20 [-2.97, -1.43] 2
Heterogeneity: Tau? = 1.37; Chi = 49.16, df = 13 (P < 0.00001); > = 74%
Test for overall effect: Z = 5.59 (P < 0.00001)
Total (95% ClI) 465 362 100.0% -3.00 [-3.52, -2.48] ¢

i Tau? = 2 39+ Chi2 = - . |2= 800 t t t
Heterogeneity: Tau? = 2.32; Chi? = 254.36, df = 47 (P < 0.00001); I> = 82% -10 5 0 5 10

Test for overall effect: Z = 11.35 (P < 0.00001) Favours [EV] Favours [placebo]

Test for subaroup differences: Chi? = 4.81. df = 1 (P = 0.03). I?=79.2%

Fig. 6. Forest plot of the efficacy of EVs in decreasing the DAI scores.
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guidelines for EV nomenclature.
In terms of characterization, only a merel0 studies (14 %) [28-30,32,76,81,86,87,95,97,98] fully met the established criteria.
As for purification and quantitation methods employed in the research analyzed, only one study (1 %) [95] measured particle:
protein as a purifying analysis of EVs by using NTA.

3.5.4. Quality of the evidence
The quality of evidence was evaluated as very low to low by using GRADE. More detail was shown in [Additional file 6].

3.6. Synthesis of results

3.6.1. DAI

3.6.1.1. Allincluded studies. A total of 51 studies measured DAI scores. As shown in [Additional file 7], almost all of them reported that
EVs could significantly decrease DAI (n = 50, 98 %), except for one study [69].

Initially, we included 41 studies for meta-analysis. However, as the heterogeneity exceeded 75, a heterogeneity analysis was
conducted. The results showed that excluding one study [28] lowered the I of the non-MSC-derived subgroup from 80 to 74.

Subsequently, we included 40 studies for meta-analysis, with 616 animals in the MSCs subgroup and 211 animals in the non-MSC-
derived subgroup (Fig. 6). The results indicated that intervention with EVs could significantly reduce the DAI scores (in the total: SMD
= —3.00, 95 % CI: —3.52 to —2.48, p < 0.00001; in the MSCs subgroup: SMD = —3.33, 95 % CI: —3.99 to —2.68, p < 0.00001; in the
non-MSCs subgroup: SMD = —2.20, 95 % CI: —2.97 to —1.43, p < 0.00001). The certainty of the evidence was low.

Due to high heterogeneity, a descriptive summary was conducted for the outcome of DAI scores. As shown in Table 2, naive EVs and
modified EVs could decrease the DAI scores, and compared with the naive EVs, the modified EVs usually had a better effect.

Additionally, different from other studies using total protein to characterize the quantities of EVs, the excluded study [28,29] used
particles numbers, may be the source of heterogeneity.

3.6.1.2. Studies that characterized EVs based on MISEV2018. We also conducted a meta-analysis on the DAI scores of studies that
characterized EV as required by MISEV2018. The analysis included 7 studies. The results showed that EVs were effective in reducing
DAI scores, which is consistent with our earlier finding.

However, high heterogeneity was observed (I = 82 in the total meta-analysis, I> = 78 in the MSC-derived EVs subgroup, and I? =
90 in the non-MSCs-derived EVs subgroup), so we performed a heterogeneity analysis. The heterogeneity analysis demonstrated that
the heterogeneity index decreased (I> = 56 in the total meta-analysis, I> = 52 in the MSC-derived EVs subgroup, and I = 0 in the non-
MSCs-derived EVs subgroup) when we excluded one study from each of the two subgroups.

Therefore, we included only 5 studies in the final analysis, with 88 animals treated with MSC-derived EVs and 39 animals treated
with non-MSC-derived EVs (Fig. 7). The results showed that regardless of source, EV treatment significantly reduced DAI scores (in the
total: SMD = —2.27, 95 % CI: —3.05 to —1.49, p < 0.00001; in the MSCs subgroup: SMD = —2.79, 95 % CI: —3.78 to —1.79, p <
0.00001; in the non-MSCs subgroup: SMD = —1.33, 95 % CL: —2.07 to —0.59, p = 0.0005).

The increased heterogeneity observed may be attributed to differences in administration method and dosage among studies. Unlike
other studies that administered EVs through i.v. or i.p., one study administered them directly at injury colon mesangial margin after
laparotomy [81]. Another study intervened with animals using a dosage of 3.0 x 10° particles per gram body weight of EVs as pre-
viously mentioned [28].

3.6.2. CMDI

Out of the total number of studies, only 5 reported CMDI [51,54,55,74,75], and all of them (n = 5, 100 %) demonstrated a positive
impact on improving CMDIL.

The meta-analysis included data from 60 animals treated with MSC-derived EVs and 42 animals treated with EVs derived from
other sources. The results indicated that treatment with EVs had a beneficial effect on CMDI. This is shown in Fig. 8 (in the total: SMD
=—-2.10, 95 % CI: —2.85 to —1.35, p < 0.00001; in the MSCs subgroup: SMD = —1.77, 95 % CI -2.69 to —0.85, p = 0.0002; in the non-
MSCs subgroup: SMD = —2.57, 95 % CI -3.87 to —1.27, p = 0.0001). The certainty of the evidence was very low.

Furthermore, we have summarized the results that were not included in the meta-analysis in Table 3. Both naive and modified EVs
demonstrated a favorable therapeutic effect.

Table 2
Summary of the DAI results.
EV types Results n Percent
Naive Decreased DAI scores 23 45 %
Modified Decreased DAI scores 6 12 %
No effect 1 2%
Naive and modified Both decreased DAI scores but modified EVs had a better effect 14 27 %
Only naive EVs decreased DAI scores 4 8%
Only modified EVs decreased DAI scores 3 6 %
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EV placebo Std. Mean Difference Std. Mean Difference

__Study or Subgroup Mean SD_Total Mean D Total Weigh IV. Random % Cl IV. Random. 95% CI

1.4.1 MSC

Cai 2012 1.15849487 0.30102623 6 3.34321551 0.27822121 6 40% -6.96[-10.54,-3.38]

Duan 2020 1.3728223 0.15331011 8 3.87456446 0.15331011 8 0.0% -15.43[-21.66,-9.19]

Liang 2023a 6.85074627 1.05970149 10 8.82089552 0.86567164 10 16.6% -1.95[-3.06, -0.84] -

Liang 2023b 6.85486019 0.73501997 6 9.33155792 0.79893475 6 10.4% -2.98 [-4.82, -1.14] -

Liang 2023c 3.57995227 0.71599045 10 7.38902148 2.0477327 10 15.6% -2.38 [-3.58, -1.18] -

Xu'Y 2022 1.57209302 0.29767442 5 2.88837209 0.14883721 5 50% -5.05[-8.15, -1.95] -

Yu H 2021 3.64556962 0.74683544 7 5.39240506 0.9113924 7 142% -1.96 [-3.32, -0.61] -

Subtotal (95% CI) 44 44 65.8% -2.79 [-3.78, -1.79] <&

Heterogeneity: Tau? = 0.73; Chi? = 10.40, df = 5 (P = 0.06); I = 52%
Test for overall effect: Z = 5.47 (P < 0.00001)

1.4.2 Other

Du and Zhao 2022 5.425 0.35 12 7.7625 0.3 12 0.0% -6.92 [-9.21, -4.64]

Tong 2023a 4.5253 1.2248 14 6.6175 1.5668 7 17.2% -1.50 [-2.53, -0.46] -

Tong 2023b 2.9272 0.8013 12 4.2645 1.575 6 16.9% -1.15[-2.22, -0.09] ™

Subtotal (95% CI) 26 13 34.2% -1.33 [-2.07, -0.59] L 4

Heterogeneity: Tau? = 0.00; Chi? = 0.20, df =1 (P = 0.65); I? = 0%

Test for overall effect: Z = 3.50 (P = 0.0005)

Total (95% Cl) 70 57 100.0%  -2.27 [-3.05, -1.49] L 2

Heterogeneity: Tau? = 0.64; Chi2 = 15.87, df = 7 (P = 0.03); I = 56% -1:0 5 o 5 1’0

Test for overall effect: Z=5.70 (P < 0.00001)

Favours [EV] Favours [placebo
Test for subaroup differences: Chi2 = 5.25. df = 1 (P = 0.02). 1= 80.9% EV] e !

Fig. 7. Forest plot of DAI scores of studies that characterized EV based on MISEV2018.

EV placebo Std. Mean Difference Std. Mean Difference
r r Mean D Total Mean D Total Weigh IV, Random, 95% Cl IV, Random, 95% Cl
1.2.1 MSCs
Cao 2019 1.660477 0.498674 10 3.31565 0.806366 10 22.3% -2.36 [-3.56, -1.17] -
Yang 2015 3.2667  0.7849 30 4.3 0.483 10 33.1% -1.40[-2.18, -0.61] b
Subtotal (95% CI) 40 20 55.5% -1.77 [-2.69, -0.85] L 4

Heterogeneity: Tau? = 0.20; Chiz = 1.75, df =1 (P = 0.19); 1> = 43%
Test for overall effect: Z = 3.76 (P = 0.0002)

1.2.2 Others

Wang 2017 4.679943 0.327169 5 8.392603 0.825036 5 438% -5.34 [-8.60, -2.09] -
Yang 2010 3.517699 0.162242 10 4.004425 0.258112 10 23.4% -2.16 [-3.31, -1.01] -
Yang 2019 5.253991 1.030479 6 7.561684 0.972424 6 16.4% -2.13[-3.66, -0.59] _
Subtotal (95% Cl) 21 21 44.5% -2.57 [-3.87, -1.27] L 4

Heterogeneity: Tau? = 0.55; Chi2 = 3.43, df = 2 (P = 0.18); 1> = 42%
Test for overall effect: Z = 3.88 (P = 0.0001)

Total (95% CI) 61 41 100.0%  -2.10 [-2.85, -1.35] 2 4
Heterogeneity: Tau? = 0.28; Chi2 = 6.72, df = 4 (P = 0.15); I = 40% i 1 0 5 0 5 1’0
Test for overall effect: Z = 5.49 (P < 0.00001) Favours [EV] Favours [placebo]
Test for subaroun differences: Chiz = 0.97. df =1 (P = 0.32). 2 = 0%

Fig. 8. Forest plot of the efficacy of EVs in decreasing the CMDI.

3.6.3. Adverse effects

There were only three studies (4 %) conducted to evaluate the adverse effects of EVs, and all of them found no toxicity in animals.
Reif [37] administered milk-derived EVs to mice for seven days and observed no signs of illness, weight loss, or intolerance. Xu [67]
assessed the safety of PD-L1 overexpression MSC-derived extracellular vesicles (MSC-sEVs-PD-L1) by conducting H&E staining, flow
cytometry, blood biochemical examination, and blood routine examination. The study found that while MSC-sEVs-PD-L1 slightly
affected the macrophage population in the liver, it did not significantly impact other immune contexts of major tissues and was
therefore biocompatible in mice. Rao [44] used EVs to deliver TP to mice and evaluated its toxicity by performing pathological
staining, biochemistry examination, and by comparing the survival rate of mice treated with TP or doubled doses of EVs carrying TP.
The results suggested that EVs carrying TP could effectively reduce the toxicity of TP. The certainty of the evidence was very low.

Table 3
Summary of the CMDI results.
EV types Results n Percent
Naive Decreased CMDI 2 40 %
Naive and modified Both decreased CMDI and no difference 1 20 %
Both decreased CMDI but modified EVs had a better effect 1 20 %
Only modified EVs decreased CMDI 1 20 %
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3.6.4. Colon length

Heliyon 10 (2024) e36890

3.6.4.1. All included studies. Out of the 69 studies reviewed, 53 quantitatively reported the length of the colon after EV interventions
compared to the control group, while 10 studies reported qualitatively. With the exception of 2 studies [49,69], all remaining studies

(n = 61, 97 %) reported that EVs could increase colon length.

A total of 44 studies were included in a meta-analysis, which indicated that EVs could significantly increase colon length. However,
high heterogeneity was observed in the MSC-derived EV subgroups (I = 76). To address this heterogeneity, further analysis was

placebo
Mean

2.9.1 MSCs

An, Li, and Bhang 2020 4.33246073 0.353403 6
An, Li, and Ryu 2020 6.72051696 0.306947 8
Cao 2019 7.50488599 0.859935 10
Chang 2022 7.2545 0.5909 12
Chen Q 2020 14.7576 0.697 10
Deng 2023 45197 0.0992 10
Duan 2020 6.44012945 0.145631 8
Gu 2021 4.30545454 0.290909 10
He 2022 16.08849558 2.176991 10
Heidari 2021 4.209932 0.428894 T
Heidari 2022 4.21647059 0.461176 T
Joo 2021 6.50793651 0.238095 10
Li 2020 5.48055207 0.326223 9
Liang 2023a 6.17005076 0.822335 10
Liang 2023b 5.74223245 1.001151 6
Liang 2023c 8.48674699 0.520482 10
Liu 2019a 5.4118 0.4064 5
Liu 2019b 5.27058823 0.458824 15
Liu 2019d 6.83669725 0.425688 5
Tian 2020 3.48717949 0.230769 6
Tolomeo 2021 4.47440699 0.2397 5
Wang 2022 4.19838524 0.288351 5
Xu 2023a 4.01355932 0.284746 6
Xu 2023b 4.33760684 0.491453 6
Xu F 2022 6.33207071 0.568182 6
Yan 2023 7.0558  0.1538 10
Yang 2015 13.77 0.7973 10
Yang 2021a 7.84745763 0.429379 5
Yang 2021b 5.75510204 0.857143 8
Yang R 2020 6.10510046 0.593509 5
Yu H 2021 4.31372549 0.463458 g
Zhu F 2022 17.49147727 0.284091 6
Subtotal (95% CI) 235

Heterogeneity: Tau? = 1.12; Chi? = 94.11, df = 29 (P

Test for overall effect: Z = 11.26 (P < 0.00001)

2.9.2 Others
Bauer 2022
ChenY 2020

Du and Wang 2022
Du and Zhao 2022
Jiang 2016

Liao 2020

Qian 2022

Rao 2023

Tong 2021

Tong 2023a

Tong 2023b
Wang 2016

Wang 2017

Wang 2021a
Wang 2021b
Yang 2019

Yang C 2020
Youn 2021

Zhang Y 2021
Zhu'Y 2022
Subtotal (95% CI)

5.15241058
3.54796321
5.7125
5.80607477
4.821
3.51677852
6.44035533
6.70887574
4.5153
4.5657
4.9618
4.0945758
5.54824561
5.67465322
6.18852459
6.97192513
6.49044586
5.3768
4.81695828
7.29142857

0.180404 12
0.134034 7
0.4089 12
0.373832 12
0.1279 5
0.281879 12
0.596447 5
0.459172 7
0.3779 7
0.3824 7
0.7023 6
0.500695 10
0.460526 5
0.264817 6
0.396175 6
0.080214 6
0.216561 5
0.2299 4
0.592194 10
0.834286 6
150

5.327225
8.869144
9.081433
8.2394
17.1818
5.5543
8.68932
4.945455
19.43363
6.918736
5421176
7777778
7.306148
7.015228
7.35328
9.720482
7.3193
6.915294
8.26055
5.538462
4.843945
7.139562
5.111864
5.320513
6.755051
9.4989
15.1467
8.926554
6.965986
7.737249
6.488414
19.49432

5.581649
3.800263
6.4111
6.71729
5.7587
5.825503
6.941624
6.912426
5.4656
5.5
5.9847
4.8234
6.337719
7.503153
7.527322
8.108289
7.43949
5.9132
5.69179
8.777143

EV

0.209424
0.420032
0.781759
0.4606
0.6599
0.4832
0.064725
0.126061
1.699115
1.060948
0.385882
0.174603
0.351317
0.365482
0.690449
0.404819
0.3399
0.494118
0.455046
0.269231
0.189763
0.77278
0.284746
0.641026
0.782828
0.464
1.252
0.836158
0.353741
0.556414
0.374332
0.269886

<0.00001); I*=69%

0.167963
0.283837
0.3353
0.233645
1.021
0.281879
0.761421
0.340828
0.4103
0.332
0.6091
0.763
0.241228
0.340479
0.437158
0.147059
0.343949
0.5757
0.39031
0.788571

Heterogeneity: Tau? = 0.95; Chi? = 64.51, df = 19 (P < 0.00001); I = 71%
Test for overall effect: Z = 7.55 (P < 0.00001)

Total (95% Cl)

385

Heterogeneity: Tau? = 1.08; Chi? = 167.61, df = 49 (P < 0.00001); I>=71%
Test for overall effect: Z = 13.37 (P < 0.00001)

Test for subaroun differences: Chi? = 3.70. df = 1 (P = 0.05). I = 73.0%
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30
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1.7%
1.3%
2.5%
2.7%
2.5%
2.2%
0.0%
2.3%
2.5%
1.8%
2.0%
1.5%
1.5%
2.6%
2.1%
2.3%
1.6%
2.5%
1.6%
0.7%
2.0%
1.1%
1.6%
2.2%
2.4%
0.0%
2.8%
2.1%
2.5%
1.7%
1.4%
0.8%
58.1%

2.5%
2.4%
2.8%
2.4%
2.5%
1.2%
2.2%
2.5%
2.5%
2.3%
2.4%
2.7%
1.9%
1.0%
1.7%
0.5%
1.5%
2.2%
2.5%
2.1%
41.9%

531 100.0%

Std. Mean Difference

SD _Total Mean SD Total Weight V. Random. 95% Cl

Std. Mean

Difference

1V, Random, 95% CI

-3.16 [-5.07, -1.25]
-5.52 [-7.93, -3.11]
-1.84 [-2.92, -0.75]
-1.86 [-2.75, -0.97]
-3.55 [-4.64, -2.46]
-2.84[-4.16, -1.52]
-18.87 [-26.46, -11.28]
2.73[-4.02, -1.44]
-1.64 [-2.68, -0.60]
-3.13[-4.86, -1.41]
-2.65 [-4.21, -1.09]
-5.83 [-8.02, -3.63]
-5.13 [-7.24, -3.02]
-1.27 [-2.25, -0.29]
-1.73[-3.14, -0.32]
-2.53[-3.77, -1.29]
-5.18 [7.14, -3.22]
-3.35 [-4.42, -2.28]
-2.92 [-4.98, -0.86]
755[1141,-370) ¥
-1.54 [-3.06, -0.03]
-4.55 [-7.40, -1.71]
-3.56 [-5.63, -1.49]
-1.59 [-2.96, -0.22]
-0.57 [-1.74, 0.59]
-6.06 [-7.88, -4.25]
-1.16 [-1.93, -0.40]
-1.47 [-2.96, 0.02]
-2.07 [-3.13, -1.01]
-2.56 [-4.46, -0.66]
-4.83 [-7.19, -2.48]
-6.67 [-10.12, -3.22]
-2.76 [-3.24, -2.28]

—

-2.38 [-3.46, -1.29]
-1.06 [-2.21, 0.08]
-1.94 [-2.71, -1.17]
2.82[-4.01, -1.64]
-1.00 [-2.06, 0.07]
-7.91[-10.48,-5.33)
-0.66 [-1.96, 0.63]
-0.47 [-1.54, 0.60]
-2.29 [-3.36, -1.22]
-2.57 [-3.82, -1.32]
-1.52 [-2.65, -0.39]
-1.03 [-1.84, -0.22]
-1.94 [-3.59, -0.29]
-5.53 [-8.46, -2.61]
-2.96 [-4.80, -1.13]
8.86[-13.32,-4.39]
-2.98 [-5.07, -0.90]
-0.99 [-2.29, 0.30]
-1.67 [-2.72, -0.62]
-1.69 [-3.09, -0.29]
-2.06 [-2.59, -1.52]

*

-2.47 [-2.83, -2.11]
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Fig. 9. Forest plot of the efficacy of EVs in increasing the colon length.
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conducted and I? was reduced to 73 by excluding one of the two studies.

Finally, we included 42 studies in the meta-analysis with a total of 541 animals in the MSC subgroup and 375 animals in the non-
MSC subgroup. As shown in Fig. 9, EVs had a significant effect on increasing the colon length regardless of their source (in the total:
SMD = —2.47,95 % CI: —2.83to —2.11, p < 0.00001; in the MSCs subgroup: SMD = —2.76, 95 % CI -3.24 to —2.28, p < 0.00001; in the
non-MSCs subgroup: SMD = —2.06, 95 % CI -2.59 to —1.52, p < 0.00001). The certainty of the evidence was low.

Due to some excluded studies from meta-analysis, a brief summary of results is provided as shown in Table 4. The results indicate
that EVs could reduce shortening of the colon.

Regarding heterogeneity analysis results, it is noted that one excluded study may have caused increased heterogeneity due to its
administration method [81]. The other study may have resulted in increased heterogeneity because it involved concurrent use of two
different MSC-derived EVs [35].

3.6.4.2. Studies that characterized EVs based on MISEV2018. We also conducted a meta-analysis of studies that strictly characterized
EVs according to MISEV2018 guidelines. A total of 7 studies were included in the meta-analysis. The results revealed high hetero-
geneity in the subgroup of MSC-derived EVs (I> = 85). Further analysis showed that excluding one study [81] would decrease the
heterogeneity to 65 in the MSC-derived EVs subgroup (Fig. 10), possibly due to differences in route of administration as previously
described.

Therefore, we included 6 studies, involving 66 animals treated with MSC-derived EVs and 111 animals treated with non-MSCs-
derived EVs (in the total: SMD = —2.07, 95 % CI: —2.64 to —1.50, p < 0.00001; in the MSCs subgroup: SMD = —2.28, 95 % CI
-3.46 to —1.11, p = 0.0001; in the non-MSCs subgroup: SMD = —2.01, 95 % CI -2.68 to —1.34, p < 0.00001).

3.6.5. Histological score

3.6.5.1. All included studies. Out of the 69 analyzed studies, only 2 did not report the outcome of histological staining, and 25 studies
reported HE staining outcomes without a histological score. Except for one [69], the remaining studies (n = 66, 99 %) all reported that
EVs could alleviate pathological changes and reduce the histological scores.

A meta-analysis was conducted on 36 studies, which included 474 animals treated with MSC-derived EVs and 298 animals treated
with non-MSCs-derived EVs. As shown in Fig. 11, there was high heterogeneity in the data (I = 80 in total and the MSC-derived EVs
subgroup). The heterogeneity analysis indicated that no single study had a significant influence on the outcome.

The results of the meta-analysis showed that the non-MSCs-derived EVs could decrease the histological scores significantly (in the
total: SMD = —2.61, 95 % CI: —3.11 to —2.11, p < 0.00001; in the MSCs subgroup: SMD = —3.11, 95 % CI -3.79 to —2.42, p < 0.00001;
in the non-MSCs subgroup: SMD = —1.93, 95 % CI -2.56 to —1.30, p < 0.00001). The certainty of the evidence was low.

Due to high heterogeneity, we conducted a descriptive summary of results (Table 5).

3.6.5.2. Studies that characterized EVs based on MISEV2018. Another meta-analysis, strictly following the MISEV2018 guidelines, was
conducted. A total of 5 studies were included in this analysis. The findings indicated that regardless of the source, EVs were effective in
reducing histological scores. However, there was high heterogeneity observed in the subgroup of MSC-derived EVs (I2 = 81). It was
found that excluding one study [81] resulted in a decrease of heterogeneity to 0. As previously mentioned, the administration methods
used in these studies may be a potential source of heterogeneity.

Finally, a total of 4 studies involving 66 animals treated with MSC-derived EVs and 63 animals treated with non-MSCs-derived EVs
were included. As depicted in Fig. 12, it was evident that EVs had a significant effect on decreasing histological scores (in the total:
SMD = —2.06, 95 % CI: —2.51 to —1.61, p < 0.00001; in the MSCs subgroup: SMD = —1.92, 95 % CI -2.53 to —1.30, p < 0.00001; in the
non-MSCs subgroup: SMD = —2.24, 95 % CI -2.91 to —1.56, p < 0.00001).

3.6.6. Body weight

Of the 69 studies reviewed, 58 reported a change in body weight. With the exception of four studies [37,68,69,72], nearly all of the
studies (n = 54, 93 %) indicated that EVs could improve body weight loss.

A total of 17 studies were eligible for meta-analysis, which involved 180 animals treated with MSC-derived EVs and 68 animals
treated with other-derived EVs. As depicted in Fig. 13, the use of EVs led to a significant reduction in body weight loss (in the total:

Table 4
Summary of the colon length results.
EV types Results n Percent
Naive Increased colon length 33 52 %
Modified Increased colon length 7 11 %
No effect 1 2%
Naive and modified Both increased colon length 1 2%
Both increased colon length but modified EVs had a better effect 8 13 %
Only naive EVs increased colon length 6 10 %
Only modified EVs increased colon length 6 10 %
No effect 1 2%
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placebo EV Std. Mean Difference Std. Mean Difference
Study or Subgroup Mean SD Total Mean SD Total Weight IV, Random, 95% CI IV, Random, 95% CI
2.10.1 MSCs
Duan 2020 6.44012945 0.145631 8 8.68932 0.064725 8 0.0% -18.87 [-26.46, -11.28]
Liang 2023a 6.17005076 0.822335 10 7.015228 0.365482 10 13.9% -1.27 [-2.25, -0.29] -
Liang 2023b 5.74223245 1.001151 6 7.35328 0.690449 6 9.6% -1.73[-3.14,-0.32] -
Liang 2023c 8.48674699 0.520482 10 9.720482 0.404819 10 11.1% -2.53[-3.77,-1.29] -
Yu H 2021 4.31372549 0.463458 7 6.488414 0.374332 7 47% -4.83[-7.19, -2.48]
Subtotal (95% CI) 33 33 39.3%  -2.28 [-3.46, -1.11] >

Heterogeneity: Tau? = 0.89; Chi? = 8.52, df = 3 (P = 0.04); I = 65%
Test for overall effect: Z = 3.82 (P = 0.0001)

2.10.2 Others
Du and Zhao 2022 5.80607477 0.373832 12 6.71729 0.233645 12 11.7% -2.82[-4.01, -1.64]

Jiang 2016 4821 0.1279 5 57587  1.021 15 12.9% -1.00 [-2.06, 0.07] -
Tong 2021 45153 0.3779 7 54656 04103 21 128%  -2.29[-3.36,-1.22] -
Tong 2023a 45657  0.3824 7 55 0332 14 11.0%  -2.57[-3.82,-1.32] —
Tong 2023b 49618  0.7023 6 59847 06091 12 122%  -1.52[-2.65,-0.39] —
Subtotal (95% CI) 37 74 60.7%  -2.01[-2.68, -1.34] L

Heterogeneity: Tau? = 0.25; Chi? = 7.01, df =4 (P = 0.14); 1= 43%
Test for overall effect: Z = 5.84 (P < 0.00001)

Total (95% CI) 70 107 100.0%  -2.07 [-2.64, -1.50] 2
Heterogeneity: Tau? = 0.36; Chi? = 15.53, df = 8 (P = 0.05); I = 48% _1’0 5 . 5 1’0
Test for overall effect: Z=7.14 (P < 0.00001) Favours [EV] Favours [placebo]
Test for subaroup differences: Chiz = 0.16. df = 1 (P = 0.69). 1> = 0%

Fig. 10. Forest plot of colon length of studies that characterized EV based on MISEV2018.

SMD = —3.04, 95 % CI: —3.83 to —2.25, p < 0.00001; in the MSCs subgroup: SMD = —3.68, 95 % CI -4.76 to —2.59, p < 0.00001; in the
non-MSCs subgroup: SMD = —2.06, 95 % CI -3.10 to —1.03, p < 0.0001). The certainty of the evidence was very low.

Due to variations in how weight change was reported across studies, some were not included in the meta-analysis; therefore, we
provided a brief summary of the results of weight changes as shown in Table 6.

3.6.7. Publication bias
The funnel plot was utilized to assess publication bias for the primary outcomes. As depicted in Fig. 14, there is no indication of
publication bias.

3.6.8. Sensitivity analysis
We conducted a sensitivity analysis for each meta-analysis and did not observe any significant changes in the outcomes.

4. Discussion
4.1. General interpretation of the results

We conducted a systematic review of the available evidence on the therapeutic efficacy and safety of EVs in animal studies. A total
of 69 studies were included, but only 54 studies were used for meta-analysis to assess the effects of naive EV treatment according to our
eligibility criteria.

UC is a chronic and refractory disease that requires therapy to induce and maintain remission. The initial treatment should focus on
normalizing bowel frequency, controlling bleeding and urgency, as well as promoting mucosal healing and histologic remission, which
have been associated with improved clinical outcomes [99,100]. In the study, we utilized DAI scores and weight changes to represent
clinical symptoms, while CMDI, colon length, and histological scores were used to represent pathological results. Consistent with a
previous systematic review [101] assessing the efficacy of EVs for colitis, our findings indicated that naive EVs was remarkably
effective in alleviating symptoms and improving pathology.

Most studies have indicated that EVs play a role in regulating immunity and anti-inflammatory responses. Additionally, some
research suggests that EVs contribute to repairing the intestinal mucosal barrier, regulating intestinal microbiota, and alleviating
oxidative stress. One study [88] proposes that EVs can alleviate ulcerative colitis by inhibiting neddylation, while another study [91]
suggests their potential use in treating ulcerative colitis through ubiquitination. Two studies [85,93] have highlighted the ability of
extracellular vesicles to inhibit pyroptosis and exert therapeutic effects. Furthermore, one study [84] has suggested that EVs may
improve UC by regulating lymphangiogenesis. Finally, two other studies [68,72] have mentioned that EVs alleviate UC by the inhi-
bition of ferroptosis.

We had originally planned to perform subgroup analyses based on the source of EVs (MSCs vs. others), given that MSC trans-
plantation has become the most widely used stem cell therapy for IBD due to several advantages [102]. Our results showed that both
subgroups were effective in treating UC; however, there was high heterogeneity. Although we conducted some analysis on possible
source of heterogeneity, it was not comprehensive enough. Additionally, differences in methodological design and lack of raw data
reporting may also contribute to heterogeneity.

EVs have been extensively researched as drug transporters due to their ability to enter a cell through various cellular pathways,
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EV placebo Std. Mean Difference Std. Mean Difference
Study or Subgroup Mean SD_Total Mean SD Total Weight IV, Random, 95% Cl 1IV. Random. 95% CI
2.1.1 MSCs
An, Li, and Bhang 2020 4.650856 0.83003953 6 7.25955204 0.764163 6 21% -3.02 [-4.88, -1.16]
An, Li, and Ryu 2020 3.288889 0.88888889 8 7.54074074 1.244444 8 22% -3.72[-5.50, -1.94] -
Cao 2019 1.659751 0.587828 10 2.9944675 1.009682 10 2.7% -1.55 [-2.57, -0.52] "7
Chang 2022 4.251 1.5203 18 7.4184 1.1046 12 27% -2.25[-3.20,-1.29] -
Duan 2020 2.197425 0.145923 8 5.91416309 0.137339 8 0.2% -24.80 [-34.75, -14.85] <
He 2022 2.021631 0.648918 10 3.41930116 0.499168 10 2.6% -2.31[-3.50, -1.13] -
Heidari 2021 1.82236842  0.421053 74 3.164474 0.75 7 25% -2.07 [-3.45, -0.68] -
Heidari 2022 1.425781 0.78125 7 9.12109375 0.703125 7 0.9% -9.69 [-14.06, -5.33] —
Joo 2021 5157468  0.876623 10 7.53896104 0.599026 10 25% -3.04 [-4.41,-1.67] -
Li 2020 1.903382 0.16908213 9 2.64251208 0.323671 9 2.5% -2.73 [-4.09, -1.36] -
Liang 2023a 9.60373 2.07459207 10 13.47319347 1.585082 10 2.6% -2.01[-3.13, -0.89] -
Liang 2023b 8.516887 1.02790015 6 11.98237885 2.760646 6 25% -1.54 [-2.89, -0.18] -
Liang 2023c 4.801289 1.98174006 10 9.10311493 1.772288 10 2.6% -2.19[-3.35, -1.03] -
Liu 2019a 1.9388 0.67 40 5.3061 0.5714 20 26% -5.20 [-6.30, -4.10] N
Liu 2019b 2.284289  0.817955 20 4.93765586 0.74813 16 2.7% -3.29 [-4.33, -2.25] SR
Liu 2019d 2.1 1.02857143 5 4.47857143 0.514286 5 2.1% -2.64 [-4.58, -0.71]
Tian 2020 1.639098 0.31578947 6 5.63909774 0.330827 6 0.6% -11.42[17.10,-573]
Tolomeo 2021 0.327678 0.089077 5 0.57900318 0.244963 5 2.4% -1.23[-2.65, 0.19] ]
Xu 2023a 6.117216 0.36630037 6 7.87545788 0.714286 6 22% -2.86 [-4.66, -1.06] -
Xu 2023b 8.141809 0.33007335 6 10.15892421 0.403423 6 1.6% -5.05 [-7.77, -2.34]
Xu F 2022 13.24101 2.79397473 6 15.16034985 3.960155 6 2.6% -0.52 [-1.68, 0.64] -
Yan 2023 2.1916 0.2014 20 53994  0.4047 10 14% -11.02[-14.11,-7.94) €
Yang 2021a 1.196388 0.45598194 5 240632054 0.89842 5 2.4% -1.53 [-3.04, -0.02] ]
Yang 2021b 6.525606 1.57681941 7 14.14285714 1.673854 7 1.9% -4.39 [-6.57, -2.20]
Yang R 2020 2.362416  0.526174 5 4.84295302 0.794631 5 1.9% -3.32[-5.57, -1.08]
Yu H 2021 2.398438 0.550781 7 3.41796875 0.515625 7 2.5% -1.79 [-3.10, -0.48] a
Subtotal (95% Cl) 257 217 55.3% -3.11 [-3.79, -2.42] 2

Heterogeneity: Tau? = 2.27; Chi? = 127.14, df = 25 (P < 0.00001); 12 = 80%
Test for overall effect: Z = 8.89 (P < 0.00001)

2.1.2 Others

Cai 2012 8.764744  1.146789 8 078047182  0.8519 8 27% -0.95 [-2.00, 0.10] ]
Chen Y 2020 8.74026  0.5974026 7 88051948 0.636364 7 27% -0.10 [-1.15, 0.95] -
Deng 2021a 6.512658 0.47468354 5 10.78481013 0.702532 5 11% -644[-1027,261] —

Deng 2021b 1.750273 0.49073064 5 582333697 0.801527 5 13%  -5.54[-8.89,-2.18]

Du and Zhao 2022 3153745 1166886 12 5329829 0.809461 12 27%  -2.09[-3.12,-1.06] e
Qian 2022 2.97351 1.02649007 5 3.75496689 0.490066 5 25% -0.88 [-2.21, 0.46] I
Rao 2023 2.430034 0.53697383 7 271217292 0.491468 7 27% -0.51 [-1.58, 0.56] -
Reif 2020a 0.6 0.6 5 5.83 1.47 5 16%  -4.21[-6.88,-1.53] ==

Reif 2020b 413 0.4 5 5.9 0.58 5 19%  -3.21[-5.40,-1.02] N
Tong 2023a 5.1301 1333 14 85404  1.2059 7 25%  -253[-3.77,-1.29]

Tong 2023b 3.8147 10701 12 6.3215  1.1989 6 25%  -2.15[-3.41,-0.89] -
Wang 2016 4.3812 17641 20 57128 0.8251 10 2.8%  -0.85[-1.64,-0.06] -
Wang 2017 12.37705  1.147541 5 17.07650273 0.491803 5 14%  -4.81[-7.79,-1.83] R

Wang 2021a 2.343964 0.49202734 6 4.32574032 0.519362 6 20%  -3.62[-5.71,-1.52]

Wang 2021b 2487437 0.54648241 6  3.6620603 0.508794 6 24%  -2.05[-3.57,-0.54] =
Yang 2010 341142 0153734 10 4.01171303 0256223 10 2.5%  -2.72[-4.01,-1.44] —
Yang 2019 1453642  2.748344 6 12.64900662 1.589404 6 26% 0.78 [-0.42, 1.97] A
Youn 2021 3.7815 1.1436 8 41682  0.5292 4 26% -0.36 [-1.57, 0.86] =
Zhang Y 2021 4017433 225832 6 865293185 0.832013 6 23%  -2.51[-4.18,-0.84] B
Zhu'Y 2022 3328185  0.525097 6 6.13899614 0.980695 6 21%  -3.30[-5.27,-1.33] .
Subtotal (95% CI) 158 131 44.7%  -1.93[-2.56, -1.30] L 2
Heterogeneity: Tau? = 1.37; Chi? = 72.23, df = 19 (P < 0.00001); I? = 74%

Test for overall effect: Z = 5.99 (P < 0.00001)

Total (95% CI) 415 348 100.0%  -2.61[-3.11,-2.11] g
Heterogeneity: Tau? = 2.12; Chiz = 228.84, df = 45 (P < 0.00001); I = 80% _1’0 5 ; 5 1’0

Test for overall effect: Z = 10.31 (P < 0.00001)

Favours [EV] Favours [placebo;
Test for subaroup differences: Chi? = 6.16. df = 1 (P = 0.01). 1> = 83.8% [EV] o 1

Fig. 11. Forest plot of the efficacy of EVs in decreasing the histological scores.

Table 5
Summary of the histological score results.
EV types Results n Percent
Naive Reduced the histological damage 34 51 %
Modified Reduced the histological damage 7 10 %
No effect 1 1%
Naive and modified Both reduced the histological damage 1 1%
Both reduced the histological damage but modified EVs had a better effect 9 13 %
Only naive EVs reduced the histological damage 6 9%
Only modified EVs reduced the histological damage 9 13 %
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EV placebo Std. Mean Difference Std. Mean Difference
Mean SD Total Mean SD Total Weight 1V, Random, 95% ClI 1V, Random, 95% ClI
2.8.1 MSC
Duan 2020 2.197425  0.145923 8 5.91416309 0.137339 8  0.0% -24.80[-34.75, -14.85]
Liang 2023a 9.60373 2.07459207 10 13.47319347 1.585082 10 16.3% -2.01[-3.13, -0.89] -
Liang 2023b 8.516887 1.02790015 6 11.98237885 2.760646 6 11.1% -1.54 [-2.89, -0.18] -
Liang 2023c 4.801289 1.98174006 10  9.10311493 1.772288 10 152% -2.19[-3.35, -1.03] -
Yu H 2021 2.398438 0.550781 7 3.41796875 0.515625 7 12.0% -1.79 [-3.10, -0.48] -
Subtotal (95% Cl) 33 33  54.6% -1.92 [-2.53, -1.30] . 4

Heterogeneity: Tau? = 0.00; Chi? = 0.58, df = 3 (P = 0.90); I> = 0%
Test for overall effect: Z = 6.14 (P < 0.00001)

2.8.2 Other

Du and Zhao 2022 3.153745 1.166886 12 5.329829 0.809461 12 19.3% -2.09[-3.12, -1.06] -
Tong 2023a 5.1301 1.333 14 8.5404 1.2059 7 13.2% -2.53 [-3.77, -1.29] -
Tong 2023b 3.8147 1.0701 12 6.3215 1.1989 6 12.9% -2.15[-3.41, -0.89] -
Subtotal (95% CI) 38 25 45.4% -2.24 [-2.91, -1.56] ‘
Heterogeneity: Tau? = 0.00; Chi? = 0.31, df =2 (P = 0.86); I> = 0%

Test for overall effect: Z = 6.53 (P < 0.00001)

Total (95% Cl) 71 58 100.0% -2.06 [-2.51, -1.61] *

4 2 0 2 4
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Heterogeneity: Tau? = 0.00; Chi2 = 1.37, df =6 (P = 0.97); I? = 0%
Test for overall effect: Z = 8.93 (P < 0.00001)
Test for subaroun differences: Chi? = 0.48. df =1 (P = 0.49). I = 0%

Fig. 12. Forest plot of histological scores of studies that characterized EV based on MISEV2018.

placebo EV Std. Mean Difference Std. Mean Difference
SD Total Mean SD Total Weight V. Random. 95% ClI 1V. Random. 95% CI

2.11.1 MSCs
Chen Q 2020 214.2857 10.084 10 246.2185 10.3904 30 8.3% -3.03 [-4.03, -2.03] -
He 2022 230.9958 26.2973352 10 269.2146 17.18093 10 8.2% -1.65 [-2.69, -0.60] -
Heidari 2021 16.93145  0.618063 7 20.98803  0.644178 7  43% -6.02 [-8.85, -3.19] -
Heidari 2022 18.33735 1.02409639 7 21.43373 1.409639 7 7.2% -2.35[-3.82, -0.88] -
Li 2020 14.8013 0.63517915 9 18.34853  0.615635 9 55% -5.40 [-7.60, -3.20]
Mao 2017 24.56446 1.68408827 6 33.50755 1.16144 6 4.0% -5.71[-8.71, -2.70] -
Ocansey 2022 19.33687 1.59151194 3 2269894  1.233422 3  50% -1.89 [-4.32, 0.54] /T
Wang 2020 19.74118 0.50196078 6 24.43137 0.345098 6 2.0% -10.05[-15.09, -5.02]
Wang 2022 13.05556 1.88888889 5 29.66667  3.555556 5 37% -5.27 [-8.49, -2.05] -
Xu F 2022 14.53641 0.26699029 6 15.66505 0.364078 6 6.0% -3.26 [-5.22, -1.31] -
Xu'Y 2022 16.99488927 0.23168654 5 18.99829642 0.24531516 5 24%  -7.58[-12.03,-3.14] -
Zhang 2022 22.00466 0.97788126 6 23.6461 1.466822 6 7.7% -1.22[-2.49, 0.06] ™
Subtotal (95% CI) 80 100 64.3% -3.68 [-4.76, -2.59] <
Heterogeneity: Tau? = 2.25; Chi? = 40.50, df = 11 (P < 0.0001); I*> = 73%
Test for overall effect: Z = 6.65 (P < 0.00001)
2.11.2 Others
Liao 2020 19.91197 0.71526823 12 22.42916 0.632737 12 7.4% -3.60 [-4.97, -2.23] -
Qian 2022 16.47141 1.25523013 5 18.8424 2.008368 5 7.3% -1.28 [-2.71, 0.15] ™
Yang C 2020 20.64573 0.40876777 5 21.74763 1.226303 5 7.4% -1.09 [-2.47, 0.29] ™
Youn 2021 20.2325 1.6362 4 21.9513 0.758 8 7.4% -1.45[-2.84, -0.05] ™
Zhu'Y 2022 19.52941 1.15351506 6 23.60976 1.239598 6 6.2% -3.15[-5.05, -1.24] -
Subtotal (95% CI) 32 36 357% -2.06 [-3.10, -1.03] L 2
Heterogeneity: Tau? = 0.83; Chi> = 9.86, df = 4 (P = 0.04); I =59%
Test for overall effect: Z = 3.90 (P < 0.0001)
Total (95% Cl) 112 136 100.0% -3.04 [-3.83, -2.25] L 2

Heterogeneity: Tau? = 1.70; Chi? = 53.78, df = 16 (P < 0.00001); I> = 70%
Test for overall effect: Z = 7.54 (P < 0.00001)
Test for subaroup differences: Chi2 = 4.44. df = 1 (P = 0.04). 12 = 77.5%
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Fig. 13. Forest plot of the efficacy of EVs in decreasing the body weight loss.

Table 6
Summary of the body weight results.
EV types Results n Percent
Naive Reduced body weight loss 27 47 %
No effect 2 3%
Modified Reduced body weight loss 6 10 %
No effect 1 2%
Naive and modified Both reduced body weight loss 3 5%
Both reduced body weight loss but modified EVs had a better effect 4 7 %
Only naive EVs reduced body weight loss 5 9%
Only modified EVs reduced body weight loss 9 16 %
No effect 1 2%
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Fig. 14. (a) Funnel plot with the DAI scores. (b) Funnel plot with the CMDI.

excellent transcellular permeability, adaptability to various techniques applicable for loading, the possibility of transporting across the
blood-brain barrier, and their biocompatibility [103]. The processing of EVs is utilized for mechanism research, enhancing therapeutic
efficacy, or serving as carriers for drug delivery. Modified EVs showed greater effectiveness in our studies compared to naive EVs.
However, more than half of the studies using modified EVs did not assess the influence on EVs, which may be one of the potential
mechanisms affecting therapeutic efficacy.

Animal experiments aim to find solutions to clinical problems; however, there are still hurdles in developing EV therapy. Factors
such as the source, mechanisms, isolation procedure and storage conditions of EVs can all impact the translation of EV therapy [104].
Some of these challenges are also evident in the studies that we have included.

Various sources of EVs are considered to have an impact on UC treatment; however, identification of the source is still insufficient.
Our review found that MSCs were the most commonly used source of EVs, but none of the studies strictly followed ISCT guidelines for
identifying MSCs. Furthermore among 61 studies that harvested EV from medium, 24 did not describe their depletion method of
exogenous EVs or even report specific culture media conditions. It is evident that researchers still pay insufficient attention to sourcing
and handling methods for obtaining high-quality EVs.

As recommended in MISEV2018 [26], over half of the studies included in our analysis utilized a combination of methods for EV
separation, which is advantageous for their isolation and concentration. However, only ten studies strictly adhered to the criteria
outlined in the MISEV2018 when characterizing EVs. Interestingly, when we included only these ten studies in another meta-analysis,
and the results indicated that heterogeneity was generally lower after conducting heterogeneity analysis. This suggests that incomplete
characterization of EVs can impact the components present and thus influence the results, possibly contributing to the high hetero-
geneity observed in the original meta-analysis.

It is important to note that there is currently no standardized dosage for EVs, and just over half of the studies have labeled and
tracked the EVs used. Most studies have only utilized intravenous administration, with oral delivery being preferred in chronic
conditions like UC for improved patient compliance and comfort [105]. Only one study [43] compared therapeutic effects between
intravenous and oral administration, reporting that orally administered processed EVs had better therapeutic effects. Therefore,
further research is necessary to determine optimal dosage and administration route for EV therapy.

It has been discovered that EVs contain multiple biomolecules, making them significant for intercellular exchange. Despite many
studies claiming their safety, there are still potential issues with their use. For example, most therapeutic EVs are produced by
immortalized cell lines, which may carry carcinogens [106]. Out of the 69 studies evaluated, only 3 assessed the adverse effects. While
all three showed no observed adverse effects caused by EVs, it is evident that there is still insufficient research on adverse effects in
animal experiments. The lack of research on adverse effects is a challenge for the clinical translation of EV treatment.

As highlighted in a survey [107] over a decade ago, reporting omissions were still common in our included studies. Many details
such as initial weight, sample size, randomized methods, implementation of blinding or not, and study design were not reported. As a
result, most studies only received an unclear risk when conducting a bias risk assessment. The quality of the included studies will
greatly affect the reliability of the conclusions [107,108], and potential biases caused by reporting omissions also pose a challenge for
clinical translation or EV therapy.

4.2. Limitations of the evidence

After evaluating the quality of evidence in accordance with the GRADE guidelines, EVs may reduce DAI and histological score and
increase colon length. The evidence is very uncertain about the effect of EVs on CMDI, adverse effect, and body weight. Downgrading is
due to unclear bias risk, high heterogeneity, and small sample size.

The inadequate design and reporting of animal research has long been a problem, compounded by high data heterogeneity,
publication bias, and other issues, leading to a generally low quality of evidence in animal experiments [109]. The ARRIVE guidelines
[110] may offer some improvement in addressing this issue. In the included studies, insufficient methodological descriptions are
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common, and the guidelines outline the essential minimum information that should be included in the manuscript. By strictly adhering
to these guidelines, the quality of evidence may be enhanced.

4.3. Limitations of the review

This review has some potential limitations. Firstly, the data in the article are most extracted from online software rather than raw
data, which may affect the statistical results. Secondly, the quality of evidence is low and the risk of bias is mostly unclear, leading to
uncertainty in our conclusions. Finally, there are significant differences in modeling, intervention, and outcome measurement among
different animal experiments. Although we have imposed some limitations on animal species, EV sources, and EV processing, there are
still significant differences between them and the actual situation of human diseases.

4.4. Future prospects

While the results of this study demonstrate significant therapeutic effects of extracellular vesicles in animal experiments, there are
still underlying limitations. It is possible that future research efforts adhering strictly to various guidelines will expedite the clarifi-
cation of the efficacy and mechanism of action of EVs. Efficient, high-purity, and low-cost extraction and separation of extracellular
vesicles are also future goals in the field. Although naive EVs necessitate further investigation, modified EVs may offer enhanced
effectiveness and safety as pharmaceutical agents. Therefore, there may be an increase in research on the processing of EVs in the
future. In addition, due to the prolonged course of ulcerative colitis, long-term medication may be necessary. Therefore, while most
animal experiments use intravenous administration, oral administration may be more suitable for future clinical practice. Research on
the transformation of administration methods is also crucial.

5. Conclusion

In summary, EVs has been found to be effective in animal models of UC, regardless of their sources. However, there are still some
deficiencies in the experimental design, which makes it challenging to translate the findings into clinical applications. Animal ex-
periments have demonstrated the efficacy and potential of EVs, which is undoubtedly good news for future clinical medication.
However, the quality of the evidence and the risk of bias are not optimistic. It may be helpful if future research strictly adheres to the
requirements of randomized controlled trials and guidelines. It is also important to not only encourage therapeutic studies but also pay
attention to the potential adverse effects caused by EVs. We believe that EV therapy holds promising prospects for difficult-to-treat
diseases like UC.
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