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Abstract: Extracellular vesicles (EVs) are nano-sized particles released from cells and transferring
molecules (proteins, lipids and nucleic acids such as mRNA, tRNA and miRNA) to recipient cells.
Surface antigens and components are important for the functions as cell-to-cell communication of
EVs. Thus, EVs are useful biomarkers for various diseases including leukemias and other types of
malignancies. We evaluated whether miRNAs in EVs released from chronic myelogenous leukemia
(CML) cells could be used for diagnosis. Microarray analysis of miRNAs in EVs obtained from the
culture supernatants of two CML cell lines showed that miR-494 and miR-373-5p were significantly
decreased by tyrosine kinase inhibitor for BCR-ABL1. Validation analysis with Taqgman-based qRT-
PCR of whole serum obtained patients with CML in the chronic phase (n = 5) did not show a
significant difference in miR-494 levels compared to the CML accelerated phase and blast crisis
patients (n = 5). However, the levels of miR-494 were 2.9-fold higher in the accelerated phase or
blast crisis than in the chronic phase (p < 0.05). These results indicate that it is important to measure
miR-494 using only EVs rather than whole serum. Our data suggest that EV-miR-494 is a useful
biomarker of CML progression and evaluation of response to tyrosine kinase inhibitors.

Keywords: chronic myelogenous leukemia; tyrosine kinase inhibitor; extracellular vesicles;
miRNAs; diagnosis

1. Introduction

Chronic myelogenous leukemia (CML) is characterized by the presence of the chimeric
gene, BCR-ABL1. It produces a protein with constitutively enhanced tyrosine kinase activity
which promotes cell proliferation. Tyrosine kinase inhibitors (TKIs) which recognize the
constitutional structure of BCR-ABL1 proteins specifically inhibit the activity of BCR-
ABL1 proteins and suppress the proliferation of CML cells [1]. Imatinib (IM) is the first
generation TKI and used for CML patients in chronic phase (CP). The second generation
TKIs, dasatinib (DS) and nilotinib, have been approved as effective for Imatinib-resistant
CML. They have been approved as first-line treatments for over 10 years [2], and in addition,
nilotinib and dasatinib are recommended as first-line agents [3]. The mutations in the kinase
domain of BCR-ABL1 gene, especially T315I, cause the resistance to the first and second
generation TKIs. The third generation TKIs, ponatinib and bosutinib, are the second line
drugs. Ponatinib is effective on BCR-ABL1 with T315] mutation. Bosutinib has favorable
tolerability and acts on various types of mutated BCR-ABL1 except T315I. Early detection
of relapse of leukemia is very important for CML patients with TKI treatment. Quantitative
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analysis using qRT-PCR is the standard method to monitor leukemic cells. As this method
needs mRNAs extracted from CML cells for detection, it is occasionally difficult to quantify
BCR-ABL1 mRNA for the patients who have minimal residual disease, although it is a
sensitive enough method to monitor MR>? (BCR-ABL1 transcripts/ABL or internal control
transcript < 0.001%).

Extracellular vesicles (EVs) are heterogenous particles of 50-150 nm size in diameter
and are released from various cells [4]. On their surface membrane, EV-specific antigens
(CD63, CD9, CD81) and tissue-specific antigens are co-expressed [5]. Furthermore, EV
contains mRNAs, which are small non-coding RNAs and proteins [6]. These molecules are
derived from original tissues or cells. In healthy individuals, EVs function as components
for cell-to-cell interaction [6] and immune systems [7], therefore EVs are important for
maintaining homeostasis. On the other hand, EVs derived from tumor cells are involved
in the progress of pathological conditions. For examples, EVs from breast cancer [8], lung
cancer [9] and gastric cancer [10] promote metastasis, and EVs from acute leukemia cells
stimulate angiogenesis [11] and suppress normal hematopoiesis. EVs derived from CML
cells have been reported to mediate cell proliferation [12] and communicate with other
cells [13,14]. Since EVs exist stably as stable forms in body fluids (e.g., plasma, pleural
effusion, saliva, urine), they are potential biomarkers of various diseases.

MiRNAs are noncoding RNAs that interact with the mRNA 3’-untranslated region and
regulate a variety of biological processes by suppressing transcription [15]. Microvesicles,
which are released by budding from the plasma membrane, are relatively large sized EVs
that include molecules in cytoplasm [16]. On the other hand, exosomes have smaller sizes
and contain abundant miRNAs [6]. MiRNAs are selectively included in EVs, especially in
exosomes, and are actively released from cells. Non-EV miRNAs which bind to Argonaute2
proteins or lipids [17,18] exist in plasma as another stable form despite the coexistence
of RNase [19]. These non-EV miRNAs are partly released by tumor lysis, necrosis and
apoptosis available for diagnosis [20], but they are also released by inflammation and organ
damage associated with the primary disease.

We focused on EV-miRNAs in the serum of CML patients or supernatants of cultured
CML cell lines, and examined whether the miRNAs in these EVs reflect the pathophysiology
of CML using array analysis and the qRT-PCR method and can be used for clinical diagnosis.
We demonstrated the change of signature of EV-miRNAs from supernatants of CML cell
lines after TKIs treatment. Moreover, the level of miR-494 in EVs derived from CML
patients” serum was significantly changed with TKI treatment.

2. Materials and Methods
2.1. Cell Culture and TKIs

The K562 and KU812 cell lines were purchased from the RIKEN Cell Bank (Ibaraki,
Japan). Both cell lines are Philadelphia chromosome positive and produce BCR-ABL1
protein, but K562 is characterized as erythroleukemia [21], whereas KU812 is characterized
as a basophilic precursor [22]. Although BCR-ABL1’s transcript level in KU812 is lower
than K562 [23], KU812 has high-risk additional chromosomal abnormalities (e.g., i(17q),
+19, +der(9)t(9;22)) [24]. Cells were plated at 2 x 10° cells/mL and maintained in RPMI
1640 medium (GIBCO, Brooklyn, NY, USA) supplemented with 10% fetal bovine serum
(GIBCO), and stored at 37 °C in a humidified atmosphere containing 5% CO,. These
cells were treated with 1 pM IM or 10 nM DS (both drugs were purchased from Cayman
Chemical (Ann Arbor, MI, USA)) for 72 h. These concentrations of TKIs inhibit the cell
proliferation adequately and did not induce excess cell death (Supplementary Figure S1).

2.2. Patients and Healthy Control Samples

After informed consent was obtained, all serums were collected from patients in Takagi
hospital, and healthy volunteers of the International University of Health and Welfare, in
accordance with the Declaration of Helsinki. This study complied with the institutional
policies of the Takagi hospital and The International University of Health and Welfare and
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approved by the ethical committee. Five patients were in the chronic phase of CML (CML-
CP) and were treated with IM (400 mg/day), and another five patients were diagnosed
with the accelerated phase or blast crisis of CML (CML-AP/BC). All patients diagnosed as
CML-AP/BC had never received treatments for any hematologic diseases. Blood samples
from these five patients used in this study were obtained at the first visit without history of
TKIs treatment. According to European LeukemiaNet (ELN) classification, the phase of
each CML patient was defined. Clinical data of each group are shown in Table 1. Healthy
volunteers were confirmed by medical interview and physical examination. Nine milliliters
of peripheral blood were collected without any anticoagulants. After blood coagulation and
centrifugation (3500 x g, 10 min), serum was obtained and stored at —80 °C until extraction
of miRNA.

Table 1. Summary of healthy volunteer and CML patients.

Normal CML-AP/BC CML-CP
(n=5) (n=5) (n=5)
454 374 404
12
RBC (x10'2/L) (450-471) (240-392) (237-575)
21.6 7.7 315
9
PLT (x10°/L) (20.5-37.4) (4.2-100.8) (9.8-37.5)
5.2 133.9 7.1
9
WBC (x10°/L) (4.4-73) (32.7-468.5) (1.9-8.2)
Blast in PB (%) 0 (228_392) 0
185 0.0009
_ IS (o
BCR-ABL!S (%) N.T. (104-318) (0.0007-0.0046)

Presenting clinical data in CML patients and healthy volunteers. Data are presented as median and range. RBC,
Red blood cells; PLT, Platelet; WBC, White blood cells; PB, Peripheral blood; AP, Accelerated Phase; BC, Blast
Crisis; CP, Chronic Phase; N.T.; Not Tested.

2.3. Purification and Detection of Extracellular Vesicles

After in vitro culture for 72 h, culture media were centrifuged at 3000x g (remove
cells) and 15,000 x g (remove debris). The supernatants were obtained after filtration by a
Minisart® 0.2 um filter (Sartorius, Goettingen, Germany). EVs from these supernatants were
purified by using a miRCURY Exosome Cell/Urine/CSEF Kit (Qiagen, Venlo, The Nether-
lands). The EVs collection from three different media was performed to extract miRNA.

Serum samples were centrifuged at 15,000 g (remove debris and residual blood cells)
and filtered by 0.2 um filter. To purify EVs from serum samples, an ExoQuick® (System
Biosciences, Palo Alto, CA, USA) was used according to the manufacturer’s protocol.
Briefly, 63 uL of ExoQuick® reagent was added to the filtered serum, and this solution was
incubated at 4 °C for 30 min. The EV pellet was then obtained by centrifugation (1500 g,
30 min).

The purity of EVs was evaluated by flowcytometry (FACSAria II; BD Biosciences,
San Jose, CA, USA) and anti-CD63 PE-conjugated antibody (Thermo Fisher Scientific,
Waltham, MA, USA). The quantity of EVs was measured by western blotting and Image]
software. EVs from 40 mL supernatant of cell cultures or 250 uL serum were lysed by a
50 pL RIPA buffer (Thermo Fisher). Each 12 pL lysed EV was then electrophoresed in 10%
SDS polyacrylamide gel. The primary antibody for CD63 (1:1000; GeneTex, Irvine, CA,
USA) and the secondary anti-rabbit IgG antibody (1:1000; Abcam, Cambridge, UK) were
used for western blotting. The images obtained from western blotting were analyzed by
Image] software (NIH, Bethesda, MA, USA).
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2.4. miRNA Microarray Assay

miRNAs were isolated from all EVs and the whole serum using NucleoSpin® miRNA
Plasma kit (Macherey-Nagel, Diiren, Germany) according to the manufacturer protocol.
One fmol cel-miR-39 (Qiagen, Hilden, Germany) was spiked-in during the protein denatur-
ing step as a normalizer. miRNAs were eluted in 100 uL of RNase free water, then 50 pL
miRNA solution was used for microarray assay. MiRNAs for microarray were labeled by
a Nucleic Acid Labeling Kit, PlatinumBright 647 Infrared (KREATECH, Amsterdam, The
Netherlands). Labeled-MiRNAs were mixed with a hybridization buffer (Nuclease-Free
Water, 1 M Tris-HCI,1 M NaCl, 0.5% Tween 20) and the Genopal®-MICHl4 DNA chips
(Mitsubishi Chemical, Tokyo, Japan), on which 228 oligonucleotide DNA probes were
installed for detection of human tumor specific miRNAs. After hybridization for 16 h at
50 °C, the DNA chips were first washed with solution A (0.24 M Tris-HCI, 0.24 M NaCl,
0.05% Tween 20) and then with solution B (0.24 M Tris-HCl, 0.24 M NaCl). Each chip was
measured by a Biochip reader (Yokogawa Electric Corporation, Tokyo, Japan).

2.5. Quantification of miRNA by gRT-PCR

MiRNAs for qRT-PCR were transcribed to cDNAs using a TagMan™ MicroRNA
Reverse Transcription Kit (Thermo Fisher), and 5 puL of the extracted miRNAs solution.
Looped RT-primers specific for each miRNA were purchased (TagMan MicroRNA Assays
Kit, Thermo Fisher) and used for the reverse transcription reaction. For detecting miRNAs,
the amplification was done using TagMan™ Fast Advanced Master Mix (Thermo Fisher),
and ABI 7500 FAST (Thermo Fisher). The amounts of each miRNA were normalized with
the level of spiked-in cel-miR-39.

2.6. Static Analysis

The “DESeq2” R package was used to normalize the signal intensity of the microarray.
The heatmap was generated from the normalized microarray data using the “heatmap”
R package for log2-fold change. Hierarchical clustering was performed simultaneously
with heat mapping using the Ward criterion. Volcano plots were visualized by using
“EnhancedVolcano”. Benjamini-Hochberg-adjusted p-value < 0.05 and log2-fold change
>1.5 were set as criteria. The statistical analysis for gRT-PCR was performed by a Student’s
paired two-tailed f-test, and p-values < 0.05 were considered to have statistical significance.

3. Results
3.1. Effects of TKI on Extracellular Vesicle Release from CML Cell Lines

EVs in supernatant of CML cell lines (K562 and KU812) were collected by miRCURY
Exosome Cell/Urine/CSF Kit. By flowcytometric analysis of surface CD63 antigen, the
purity of EVs was almost 90% (Figure 1A). The signal intensities of CD63 shown by western
blotting were not different between cultures with or without TKIs, and showed enough
quantity collected (Figure 1B). Thus, the TKIs did not change the amount of extracellular
vesicle released from CML cell lines.
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Figure 1. The purification and quantification of EV from the supernatant of cell cultures. (A) The
purity of EVs was confirmed by surface CD63 antigen of EV by flowcytometric analysis. The
upper histogram is the EVs from the K562 cell, and the lower histogram is EVs from KU812 cells.
(B) EVs from each cell line were quantified by western blotting. The mean intensity of each band was
measured by Image] software. (IM: imatinib, DS: dasatinib).

3.2. Microarray Analysis of EV-miRNAs Derived from CML Cells

After extraction of miRNA from EVs, the signature of 228 miRNAs was analyzed by
the microarray method. Results showed abundant 10 miRNAs (miR-191%, 197, 198, 210,
296, 320, 373-5p, 409-3p, 494, 574) in CML-EVs. Up-regulation of these miRNAs were
common in two cell lines. TKIs treatment for 72 h changed the signatures of EV-miRNA.
Hierarchical cluster analysis showed that six miRNAs (miR-191%, 198, 320, 373*, 409-3p,
494) were independent cluster (Figure 2A). As to the expression of cellular miR-494, there
was no difference between the control and TKI treatments by microarray analysis (1.06 (IM)
and 1.26 (DS) in KU812, 1.03 (IM) and 1.04 (DS) in K562).

A KU812 EV K562 EV B
DS M DS M K562 EV
100
751 hsa-miR-494
{
25
Log fold change
KU812 EV
100
N 75
. GO
8 s0
. hsa-miR-494
) 2

hsa-miR-191"

hsa-miR-373" o - p
hsa-miR-320

hsa-miR-409-3p Log; fold change

hsa-miR-198
I fsa-miR-494

Figure 2. MiRNA microarray analysis in EV from two cell lines. (A) Heatmap and hierarchical
clustering after TKIs treatments. Red or blue color indicate increased or decreased miRNA in EVs after
TKIs treatment, respectively. Six miRNAs were clustered as the independent group. (IM: imatinib,
DS: dasatinib) (B) Volcano plots from miRNA microarray analysis of two cell lines. For drawing
volcano plots, the integrated data from both TKIs was used to detect commonly fluctuating miRNAs.
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1.2

Relative quantity

Volcano plots indicated TKI-induced significant reduction of EV-miR-494: IM (K562:
0.12-fold, KU812: 0.28-fold) and DS (K562: 0.13-fold, KU812: 0.31-fold) (Figure 2B). This
reduction was much larger than that of miR-373-5p, which was the second reduced miRNA.

3.3. Validation of the Level of miRNAs by gqRT-PCR

Microarray analysis showed that miR-494 is the most down-regulated miRNA with
in vitro TKIs treatment, and the level was validated with the qRT-PCR method. MiR-373-5p
was also validated simultaneously because the volcano plot of K562 was suggested as a
candidate of altered miRNA after TKIs.

In K562-derived EVs, the relative levels of miR-494 were 0.16 (IM, p < 0.01) and
0.41-fold (DS, p < 0.05) in comparison with non-treated cultures, and that of miR-373-5p
was 0.47 (IM, p < 0.05) and 0.56 (DS, p < 0.05) folds. As for KU812 cells, the relative levels of
miR-494 were 0.29 (IM, p < 0.05) and 0.11 (DS, p < 0.01) folds, and that of miR-373-5p were
0.41 (IM, p < 0.05) and 0.53 (DS, p > 0.05) folds (Figure 3). In both cell lines, the quantity of
the two miRNAs in EVs were significantly decreased.

KU812 EV K562 EV
__________________________________________ 12 . m  — — — — — — — — — — — ————— ——————————_— o ————
® miR-494 S ®miR-494
miR-373 5 miR-373
_______________________________ c gy S S Sy
[\
! : * :
e o VO "’ ~TTTTTTTTTT '|' """"" ,E"'F""
| ___ 04— i .
[0
B D | [ I
IM DS Control IM DS

Figure 3. The validations of two miRNA by qRT-PCR (1 = 3). miR-494 and miR-373-5p were validated
by qRT-PCR using TagMan probe. The expressions of miRNAs were normalized by spiked cel-miR-39
and shown as relative expressions to control. Each value represents the mean + SEM (n = 3). Asterisks
indicate statistical significance (* p < 0.05, ** p < 0.01). (IM: imatinib, DS: dasatinib).

3.4. The Level of EV-miRNAs Serum of Patient with CML

We observed a change of miR-373-5p and miR-494 in whole serum and purified EVs.
Western blotting analysis showed that the same amounts of EVs were obtained from each
serum (Figure 4A). MiR-373-5p was abundant in EVs of CML cell lines but it was not
detected in serum and purified EVs (data not shown). Figure 4B (left panel) shows the level
of miR-494 in serum of CML patients. Its median level was 0.031 in healthy controls against
0.016 in CML patients in AP or BC phases, and 0.030 in the chronic phase. There were no
significant differences the miR-494 levels. On the other hand, the levels of EV-miR-494 were
higher at the AP or BC phases (0.027) than in CP (0.0093), which is almost equal to the level
in the healthy control (0.0090) (Figure 4B (right panel)).
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Figure 4. The analysis of EV in serum. (A) The EVs from serum were recovered by ExoQuick®
reagent and quantified by western blotting of CD63 protein. Sample number indicate; 1-5 (Normal),
6-10 (CML-AP/BC), 11-15 (CML-CP). The mean intensity of each band is shown below the bands.
(B) qRT-PCR analysis of miR-494. The black line in each box plot indicates the median. The lower
and upper edges of the box indicate the 25% and 75% distribution percentiles, respectively. (B) shows
in whole serum (left panel) and in only EVs (right panel). Asterisks indicate statistical significance
and NS means “Not Significant” (* p < 0.05).

4. Discussion

Various scoring methods and guidelines for CML risk assessment have been proposed.
For prognosis prediction, the Sokal score (Age, Spleen size, Platelets (<10 /L), blasts
(% peripheral blood)) or the Euro (Hasford) score (eosinophils (%), basophils (%) added to
the Sokal score) have been used from the days when IFN-y treatment was the mainstay, and
EUTOS (The European Treatment Outcome Study) score (7 x basophils + 4 X spleen size)
was used for patients treated with TKIs; furthermore, the EUTOS long-term survival (ELTS)
score was reported to be superior to these scoring systems in predicting the long-term
prognosis of CML patients. [25-27]. In practical guidelines for hematological malignancies
published by the Japanese Society of Hematology, the Sokal, Euro (Hasford) and EUTOS
scores are listed for prognosis of CML. The evidence-based choice of TKIs using these
scores is important for the treatment of CML patients. The concept of CML treatment is to
control BCR-ABL1 positive CML cells and to avoid the progression to the CML stage. The
effectiveness of treatment in the chronic phase of CML is evaluated by the quantification
of BCR-ABLI transcripts on the international scale (BCR-ABL1%) and according to the
criterion of ELN (European LeukemiaNet recommendations) 2013 and 2020 [3]. As CML
treatments using TKIs aim to achieve Major Molecular Response (BCR-ABL1™ < 0.1%) or
Deep Molecular Response (MR*?; BCR-ABL1S < 0.01%; MR*>; BCR-ABL1% < 0.032%;
MR50; BCR-ABL1S < 0.001%) [3]. Although this means the evaluation of treatments
requires the measurement of BCR-ABL1 mRNA by qRT-PCR, it should be considered that
the quantification of BCR-ABL1 mRNA is not correlated with CML conditions in some cases.
Yuda et al. reported BCR-ABL"3% that are BCR-ABL1 mRNA positive but functionally
dead. They also reported that quite a few CML patients are estimated of BCR-ABL1™
due to BCR-ABL35% [28]. The RT-PCR method may be negative if the breakpoint of
BCR or ABL is outside the primer setting range or if it is atypical of CML. Furthermore,
when it comes to measure BCR-ABLI mRNA using peripheral blood, the stability of RNA
is drastically decreased more than MR*? [29]. There is no doubt of the importance of
BCR-ABL1 mRNA measurement; however, it is necessary to consider other measurement
methods in consideration of these detection limits.

Liquid biopsy is the new approach to detect EVs, circulating tumor cells and cell-free
DNA/RNA in body fluids. As various tissues secrete EVs to circulating blood, we can
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obtain those materials from small amounts of bodily fluids. EVs are carrying the same
membrane molecules as the originated cells. Thus, we can identify and purify specified
cell-origin EVs. Since EVs contain protein and nucleic acids including miRNAs, EVs are
expected to be ideal biomarkers for use in many clinical applications [4,30,31]. Since tumor
cells secrete EVs more than normal cells, there are many tumor-derived EVs in plasma of
patients diagnosed with tumor [32]. In terms of function of EVs in vivo, they are involved
in metastasis, angiogenesis and drug resistance, so detection of EVs from various tumors
are clinically valuable.

EVs released from CML cells have an important role in cell-to-cell communication.
Umezu et al. showed that EVs from K562 cells enhanced endothelial cell migration and
tube formation by transporting miR-92a into the endothelial cell [33]. EVs from K562 cells
also transfer miR-365, which induces drug-resistance in CML cells [34]. Our microarray
study did not show significant changes in the two miRNAs after TKI treatments (Figure 2A).
On the other hand, our data using qRT-PCR also showed the drastic down-regulation of
EV-miR-494 of CML cell lines after in vitro treatment with TKIs (Figure 4), but the amount
of secreted EVs did not change by TKIs (Figure 1). Furthermore, the amounts of miRNA in
cells did not significantly change with TKIs treatment. It was considered that the level of EV-
miR-494 reflect the change of selective inclusion capability of miRNA to EVs. This means the
inclusion of miR-494 to EVs may be decreased by the inhibition of tyrosine kinase activity
and correlated with the proliferation of CML cells. Our data also showed that miR-494 was
up-regulated in patients with an accelerated or blast crisis phase, suggesting that miR-494
correlates with progression of the disease. MiR-494 was reported to target PTEN [35] and
to induce cell proliferation, invasion and migration in solid tumor [36,37]. In hematopoietic
malignancy, overexpressed miR-494 suppresses drug resistance in acute myeloid leukemia
by downregulating c-Myc [38]. Salati et al. reported that the down-regulation of miR-494
leads to c-Myc up-regulation and decreases apoptosis by TKI in CML cells [39]. PTEN
inhibits AKT activation via PI3K, and PTEN inhibition by miR-494 is thought to cause an
increase in AKT activation, which leads to cell proliferation. Furthermore, c-Myc increases
the miR-17-92 cluster, which inhibits PTEN [40]. Taken together, these reports suggest
that miR-494 is involved in PTEN/AKT/c-Myc signaling. This is the first report about
the correlation between hematopoietic malignancy and miR-494 in EVs, although they
have been reported in cardiac disease [41] and malignant melanoma [42]. MiR-373-5p
is one of the miR-371/372/373 clusters on chromosome 19 and is reported as a tumor
suppressor miRNA targeting NF-«B and TGF-f3 signaling [43], DNMT1A [44] or oncogenes
in testicular germ cell tumors [45], esophageal cancer [46]. miR-373-5p is seen to act either
as an oncogene or as a tumor suppressor [47]. In our study, although miR-373-5p in CML-
EVs was decreased after TKIs, its reduction ratio was almost 0.5-fold compared to non
TKIs-treated EVs (Figure 3).

Abnormal profiles of circulating miRNAs have been reported in various human dis-
eases including metabolic diseases such as diabetes, cardiovascular disease, and various
tumors. Its availability is considered unquestionable, and clinical trials with the thera-
peutic agents have already been conducted [48-50]. Changes of circulating miRNAs have
been reported in various hematopoietic malignancies: acute myeloid leukemia [51], acute
lymphoblastic leukemia [52,53], chronic myeloid leukemia [54-56], chronic lymphocytic
leukemia [57,58], and multiple myeloma [59]. Although miR-155 in serum is a candidate of
biomarker to diagnosis of various hematopoietic malignancy, it also changes at diabetes [60]
and inflammation [61]. If we analyze the whole miRNA in serum, including EVs-miRNAs
and non-EV- miRNAs, it is important to consider the heterogeneity of miRNA origins,
namely various tissues in addition to tumor cells. Our data suggest that EV-miRNAs are
more sensitive biomarkers than miRNAs in the whole serum (Figure 4B). This approach
may be a potential tool for using miRNAs as a biomarker.

The amount of released EVs depends on the cell type, but it is reported to be
2-3 x 10! particles/mL in the supernatant of various cells cultured in 100 mm culture
dishes (<10 x 108 cells at confluent) [62]. This means that one cell in culture releases hun-
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dreds to thousands of EVs for a few days. Even if the patient is in a deep remission state,
EVs circulating throughout the body including bone marrow might capture the pathological
changes of patients. In our results, it was possible to distinguish between CML-AP/BC and
CML-CP (MR*0-MR5>9) patients with EVs obtained from 250 pL serum (Figure 4), although
further study about sample volume may be needed to determine whether MR*?, MR*>,
and MR can be differentiated from each other. Tissue or cell-lineage-specific purified EVs
and the analysis of miRNAs may be recommended for more accurate and early diagnosis.
Caivano et al. [63] and Cerisoli et al. [64] reported increased CD13-positive EVs in some
myeloid tumors, including CML. They also reported that CD19-positive EVs are increased
in B cell lymphoma and that CD30-positive EVs are increased in Hodgkin lymphoma.
Thus, it may be possible to increase sensitivity by collecting these EVs with magnetic bead
conjugated specific antibodies and measure the characteristic EV-miRNAs. Although we
showed that miR-494 was significantly changed in the total serum EVs of CML patients,
the analysis may be more sensitive by using myeloid-EVs.

In conclusion, our data suggest that miR-494 in circulating EVs may be a useful
biomarker for monitoring CML. Further studies are necessary to decide the cut-off value of
miR-494 and confirm whether its value changes in other diseases by using larger cohorts of
CML clinical samples.
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