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UBE2O ubiquitinates PTRF/CAVIN1 
and inhibits the secretion of exosome‑related 
PTRF/CAVIN1
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Abstract 

Background:  Exosomes are small vesicles released by cells, which have crucial functions in intercellular communi-
cation. Exosomes originated from cell membrane invagination and are released followed by multivesicular bodies 
(MVBs) fused with the cell membrane. It is known that Polymerase I and Transcript Release Factor (PTRF, also known 
as Caveolin-associated Protein-1, CAVIN1) plays an important role in caveolae formation and exosome secretion. And 
PTRF in exosomes has been identified as a potential biomarker in multiple malignancies such as glioma and renal cell 
carcinoma. However, the mechanisms of how to regulate the secretion of exosome-related PTRF remain unknown.

Methods:  We performed exogenous and endogenous immunoprecipitation assays to investigate the interaction 
between ubiquitin-conjugating enzyme E2O (UBE2O) and PTRF. We identified UBE2O ubiquitinated PTRF using 
ubiquitination assays. Then, exosomes were isolated by ultracentrifugation and identified by transmission electronic 
microscopy, western blot and nanoparticle tracking analysis. The effect of UBE2O on the secretion of exosome-related 
PTRF was analyzed by western blot, and the effect of UBE2O on exosome secretion was evaluated by exosome mark-
ers and the total protein content of exosomes.

Results:  Here, we showed that UBE2O interacts with PTRF directly and ubiquitinates PTRF. Functionally, we found 
that UBE2O inhibited the effects of PTRF on exosome secretion via decreasing caveolae formation. Importantly, 
UBE2O decreased exosome secretion, resulting in downregulating PTRF secretion via exosomes. Our study also identi-
fied Serum Deprivation Protein Response (SDPR, also known as Caveolin-associated Protein-2, CAVIN2) interacted with 
both UBE2O and PTRF. Furthermore, we found that SDPR promotes PTRF expression in exosomes. Interestingly, even 
in the presence of SDPR, UBE2O still inhibited the secretion of exosome-related PTRF.

Conclusions:  Our study demonstrated that UBE2O downregulated exosome release and controlled the secretion 
of exosome-related PTRF through ubiquitinating PTRF. Since exosomes play an important role in malignant tumor 
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Background
Exosomes, small extracellular vesicles with the size 
in 30–150  nm, are released by most cell types to the 
extracellular environment [1]. The invagination of cell 
membranes is the beginning step for the biogenesis of 
exosomes, followed by the formation of early endosomes. 
Multivesicular bodies (MVBs), the late endosomes with 
the presence of intraluminal vesicles (ILVs), are trans-
ported to and fuse with the plasma membrane to release 
the ILVs as exosomes [2, 3]. Exosomes selectively carry 
biological cargo, such as protein, coding RNA, non-cod-
ing RNA, DNA, proteins, lipids and metabolites [4–6], 
to mediate intercellular communications locally and 
distally. Exosomes have critical roles in modulating the 
tumor microenvironment, including proangiogenic effect 
[7, 8] and immunoregulation [9–11], hence the prolifera-
tion and metastasis of malignant tumors are closely asso-
ciated with exosomes [12, 13]. Recently, Lin et al. showed 
that HeLa cell-derived exosomes induce endoplasmic 
reticulum stress in endothelial cells, resulting in vascular 
integrity breakdown and tumor metastasis [14]. Based on 
the functions of exosomes in tumors, exosomes can be 
a target for cancer treatment [15]. Reduced secretion of 
exosomes inhibits tumor development [16]. Moreover, 
exosome-base biomarkers for early diagnosis have been 
focused on [17–19]. However, to study how to regulate 
proteins in exosomes, including exosome biomarkers of 
tumors, is still needed.

Caveolae are small invagination (50–100  nm) formed 
from the plasma membrane that plays critical roles in cel-
lular processes such as endocytosis and signal transduc-
tion. Because exosomes are derived from the invagination 
of cell membranes, caveolae are related to exosome bio-
genesis [18]. Both Polymerase I and Transcript Release 
Factor (PTRF, also known as Caveolin-associated 
Protein-1, CAVIN1) and Serum Deprivation Protein 
Response (SDPR, also known as Caveolin-associated 
Protein-2, CAVIN2) are the members of CAVIN family, 
which have important functions in caveolar biogenesis 
[20]. It is known that PTRF is involved in caveolae forma-
tion [21–25], while SDPR is essential for caveolar mem-
brane curvature [26]. Recently, Huang et.al demonstrated 
that PTRF induces exosome secretion in human glioma 
cells and serves as a biomarker of both glioma and serum 
exosomes [18]. In addition, SDPR regulates the stability 
of PTRF in HeLa cells and recruits PTRF to caveolae via 
directly interacting with PTRF [26, 27].

Ubiquitin-conjugating enzyme E2O (UBE2O) contains 
1292 amino acids, is a large E2 ubiquitin-conjugation 
enzyme. Previous studies have found that UBE2O func-
tions as a hybrid E2/E3 ubiquitin-protein ligase [28, 29]. 
UBE2O regulates signaling pathways such as NF-κB and 
BMP via regulating the ubiquitination of key regulators 
of these pathways [30, 31]. It is found that the ubiquit-
ination and degradation of protein modulated exosome 
release [32]. Interestingly, UBE2O mediates the ubiq-
uitination and degradation of various proteins in differ-
ent types of cancer. These proteins include transcription 
factor c-Maf [33], AMP-activated protein kinase-α2 
(AMPKα2) [34–36], mixed-lineage leukemia (MLL) 
[37], tumor suppressor BAP1 [38] and aryl hydrocarbon 
receptor nuclear translocator-like protein 1 (ARNTL or 
BMAL1) [39]. However, the role of UBE2O in exosome 
secretion is still unknown.

Previously, we identified PTRF and SDPR as UBE2O 
interactors from a mass-spectrometry based interactome 
study of UBE2O [40]. In this study, we used immunopre-
cipitation to validate the interaction of UBE2O with both 
PTRF and SDPR. We showed that UBE2O ubiquitinates 
and promotes the degradation of PTRF, leading to the 
decrease of exosome-related PTRF secretion. The inhi-
bition of exosome-related PTRF secretion by UBE2O is 
not eliminated by the overexpression of SDPR. In addi-
tion, we found that UBE2O-mediated PTRF degradation 
decreases caveolae formation and exosome secretion. 
In summary, our results provide molecule evidences of 
how UBE2O participates in exosome biogenesis and how 
UBE2O regulates the secretion of exosome-related PTRF.

Materials and methods
Plasmids
Both full-length human PTRF and SDPR from cDNA of 
HeLa cells were cloned into pCR3.1-Myc and lentivirus 
vector pLV-Flag. Plasmids including pCR3.1-UBE2O-
Myc, pCR3.1-UBE2O-C1040S-Myc, His-HA-Ubi, His-
HA-Ubi-KO and pLV-Flag-UBE2O had been described in 
the previous studies [30, 40]. UBE2O deletion constructs 
(D1–D5), PTRF deletion constructs (D1–D3) and SDPR 
deletion constructs (D1–D2) were cloned into pLV-Flag 
vector. PTRF deletion constructs D3 was also cloned 
into pGEX-5X-1 vector. And the truncated version of 
the conserved region 2 (CR2) of UBE2O was cloned into 
pET28A vector. All the primers for UBE2O deletion con-
structs D1–D5, PTRF deletion constructs D1–D3, SDPR 

growth and PTRF included in exosomes is a biomarker for several malignant tumors, increasing UBE2O expression in 
cells has the potential to be developed as a novel approach for cancer treatment.

Keywords:  Exosome secretion, PTRF/CAVIN1, SDPR/CAVIN2, UBE2O, Ubiquitination



Page 3 of 17Cen et al. Cell Communication and Signaling          (2022) 20:191 	

deletion constructs D1–D2 and the truncated version of 
UBE2O CR2 were shown in Additional file  1: Table  S1. 
With regard to the construction of vectors for PTRF 
and SDPR knockdown, PTRF or SDPR shRNA forward 
primer and reverse primer were complementary paired 
and followed by inserted into an inducible shRNA lentivi-
rus vector. The primers for four PTRF shRNA sequences 
and three SDPR shRNA sequences also can be found in 
Additional file 1: Table S1. All plasmids were verified by 
DNA sequencing.

Cell culture, transfection and stable cell lines construction
HEK293T and HeLa cells, obtained from ATCC, 
were cultured in DMEM/High glucose (HyClone, 
SH30022.01) supplemented with 10% fetal bovine 
serum (FBS, Gibco, 10270-106) and 100  U/ml penicil-
lin/streptomycin (HyClone, SV30010). Cells were cul-
tured in the condition of 37  °C and 5% CO2, and had 
been tested for mycoplasma (Lonza, LT07-318).

Plasmids were transfected into cells by transfec-
tion reagent poly-ethylenimine 25  K (PEI 25  K, Poly-
sciences, Inc, 23966-100). After 36 h transfection, cells 
were collected for analysis by immunoprecipitation 
assays or ubiquitination assays.

Lentiviruses were produced by transfecting virus 
packaging plasmids pRSV-REV, pCMV-VSVG and 
pMDLg-RRE (gag/pol) with the desired plasmid into 
HEK293T. Cell supernatants collected after 48 h trans-
fection were used to infect HeLa cells with 8 μg/ml of 
polybrene (Sigma). Cells were selected by 200  μg/ml 
hygromycin B (Sigma, V900372-250MG) or 1  μg/ml 
puromycin (Sigma, P8833-10MG) after at least 2  days 
infection. For UBE2O knockout cell lines, UBE2O 
sgRNA forward primer caccgcatctatcccgtcaacagca and 
UBE2O sgRNA reverse primer aaactgctgttgacggga-
tagatgc were cloned into pSpCas9(BB)-2A-GFP [41]. 
Cells transfected with sgRNA expression plasmid were 
sorted by fluorescence-activated cell sorter (MoFlo 
Astrios, USA) 48 h after transfection. Single cells were 
re-seeded and cultured with the normal medium in the 
presence of 1/1000 TG/BCS (0.433% α-Thioglycerol 
(α-TG, Sigma, M6145), 20  μM bathocuproinedisul-
fonic acid disodium salt (BCS, Sigma, B1125)). UBE2O 
knockout cell lines were verified by western blot and 
DNA sequencing.

Immunoprecipitation assays
For immunoprecipitation assays, cells were lysed with 
WCE lysis buffer (10% glycerol, 150  mM NaCl, 50  mM 
Tris–HCl, pH 8.0, 0.5%NP40) plus 1 × protease inhibitor 
cocktail (Bimake, B14001) on ice for 20 min. Cell lysates 
were centrifuged at 14,000  rpm, 4  °C for 10  min. 50  μl 
supernatant was aliquoted as input, and Flag M2 beads 

were used for immunoprecipitation (Sigma, M8823) at 
4  °C for 1.5  h. For endogenous immunoprecipitation 
assays, cell lysates were incubated with PTRF antibody 
(Proteintech, 18892-1-AP) or UBE2O (Bethyl Laborato-
ries, A301-873A) overnight. Then, the cell lysates with 
PTRF antibody were incubated with protein A resin 
(GenScript, L00210) for 2  h, and the cell lysates with 
UBE2O antibody were incubated with protein A/G mag-
netic beads (MedChemExpress, HY-K0202) for 2 h. After 
the incubation, beads which included Flag, protein A or 
protein A/G beads were washed by WCE lysis buffer for 
three times. Both the input samples and the immunopre-
cipitated samples were boiled with 2 × SDS loading buffer 
at 95 °C for 10 min. All the boiled samples were analyzed 
by western blot.

Ubiquitination assays
Cells were washed twice with cold phosphate-buffered 
saline (PBS, BI, 02-024-1ACS) with 10  mM N-Ethylma-
leimide (NEM, Sigma, E3876-5G) and lysed with 8  M 
urea buffer solution (8 M urea, 10 mM imidazole, 10 mM 
Tris–HCl pH 8.0, 0.1 M NaH2PO4, 0.1 M Na2HPO4) with 
10 mM β-mercaptoethanol (Macklin, M828395-100 ml). 
Lysates were centrifuged at 14,000  rpm, room tempera-
ture for 10  min. The supernatant was incubated with 
nickel resins (GenScript, L00223I-50) at room tempera-
ture for 2  h. Nickel beads were washed 3 times by 8  M 
urea buffer solution with 20 mM imidazole, and protein 
was eluted with 2 × SDS loading buffer.

Purification of PTRF‑D3 and UBE2O‑CR2
Protein expression was performed using BL21 strain of 
E. coli (Vazyme, C504-02) with plasmids of pGEX-5X-1, 
pGEX-5X-1-PTRF-D3 and pET28A-UBE2O-CR2. GST 
protein was induced at 37 °C with 0.25 mM isopropyl thi-
ogalactoside (IPTG) for 6 h, GST-PTRF-D3 was induced 
at 25 °C with 0.25 mM IPTG overnight, and His-UBE2O-
CR2 was induced at 37  °C with 0.25 Mm IPTG for 6 h. 
Bacteria were collected at 4000 rpm, 4 °C for 15 min and 
were re-suspend by PBS, lysozyme (Macklin, L6051-25 g) 
and benzonase nuclease (Sigma, E1014-25KU). Fol-
low by ultrasound pyrolysis, samples were centrifuged 
at 14,000 rpm, 4 °C for 10 min. The supernatant was fil-
tered by the 0.45  μm filter (Millipore, SLHV033RB). 
Lysates with GST or GST-PTRF-D3 protein were incu-
bated with glutathione resin (GenScript, L00206-100) 
and eluted by 10  mM L-glutathione (Biofroxx, YS-
1392GR005), while lysates of His-UBE2O-CR2 protein 
were incubated with nickel resins and eluted by 50 mM 
imidazole eluent (50  mM Tris–HCl, pH 8.0, 0.15  M 
NaCl, 50 mM imidazole). All eluted proteins were finally 
concentrated by the 10  K centrifugal filter (Millipore, 
UFC801008).
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In vitro interaction
His-UBE2O CR2 protein was incubated with nickel res-
ins at 4 °C for 1.5 h. Followed by three washed with WCE 
lysis buffer, GST or GST-PTRF-D3 protein was added 
to immunoprecipitates and was incubated at 4  °C over-
night. Nickel beads were washed with WCE lysis buffer 
for three times and boiled with 2 × SDS loading buffer for 
western blot.

Exosomes isolation
Approximately 5 × 106 cells were seeded in cell culture 
dishes. To make the data more accurate, the same num-
ber of cells were seeded in different comparison groups 
each time. Then, cells were cultured in normal medium 
until 80% confluent, followed by 3 PBS washes and 18 mL 
of serum-free medium culturing for an additional 40  h. 
Next, the serum-free conditioned medium was harvested 
and centrifuged sequentially at 300 × g and 2000 × g for 
10 min to remove cells and cell debris, respectively. Small 
cell debris and larger microvesicles were removed by 
10,000 × g centrifugation for 30  min (Avanti J-E, Beck-
man, USA). Finally, the exosome-rich pellet was col-
lected after ultracentrifugation at 167,000 × g for 70 min 
(XPN-100, Beckman, USA). The exosome-rich pellet was 
washed by PBS and ultracentrifuged at 167,000 × g for 
70  min again [42, 43]. Exosomes were aliquoted for the 
following experiments.

Western blot and BCA assay
For the quantification of total protein content in 
exosomes, exosomes and their host cells were col-
lected and were lysed by RIPA lysis buffer (Beyotime, 
P0013K). To ensure exosomes were secreted by the sim-
ilar number of cells in the different comparison group, 
the detection amount of exosome lysates was adjusted 
according to the total protein content of their host cells. 
The total protein content of exosomes was quantified 
by the Pierce BCA protein assay kit (Thermo, 23227).

For western blot, protein concentrations of cell lysates 
were also quantified by the Pierce BCA protein assay kit 
according to product instructions. Equal amounts of pro-
tein samples were boiled in 1 × SDS loading buffer and 
resolved by SDS-PAGE. Proteins were transferred to the 
PVDF membrane (Millipore, ISEQ00010) at 50 mA over-
night (Bio-Rad, USA). Membrane was incubated in block-
ing buffer (5% skim milk powder (Biofroxx, 1172GR500) 
in 1 × TBST, 50 mM Tris–Cl, pH 7.6, 150 mM NaCl, 0.1% 
Tween 20) for 1 h. Then, the membrane was incubated in 
the primary antibodies for 2 h and in the secondary anti-
body for 1 h at room temperature. Western blot was visu-
alized using ChemiDoc Imaging systems (Bio-Rad, USA). 
Blots were quantified by ImageJ.

Antibodies used in this study included PTRF (Protein-
tech, 18892-1-AP), SDPR (Proteintech, 12339-1-AP), 
Flag M2 (Sigma-Aldrich, F1804), Flag (Sigma-Aldrich, 
F7425-2MG), GST (Invitrogen, PA1-982A), UBE2O 
(Invitrogen, PA5-54839), UBE2O (Bethyl Laboratories, 
A301-873A), HA (Sigma-Aldrich, H3663-200UL), Myc 
(Proteintech, 16286-1-AP), His (Santa Cruz, sc-8036), 
TSG101 (Abcam, ab125011), CD63 (Proteintech, 25682-
1-AP), CD9 (Proteintech, 20597-1-AP), Apolipoprotein 
A1 (Abcam, ab52945), GM130 (Abcam, 52649), Cal-
nexin (Proteintech, 10427-2-AP), GAPDH (KANGCHE, 
KC-5G5), Goat Anti-Mouse IgG HRP (KANGCHE, 
KC-MM-035), Goat Anti-Rabbit IgG HRP (KANGCHE, 
KC-RB-035), and IPKine™ HRP, Mouse Anti-Rabbit IgG 
LCS (Abbkine, A25022).

Nanoparticle tracking analysis (NTA)
Exosome samples were diluted in PBS for analysis. Exo-
some size distribution was measured by ZetaView PMX 
110 (Particle Metrix, Meerbusch, Germany) and ana-
lyzed by ZetaView 8.04.02 SP2 software.

Transmission electronic microscopy (TEM)
For TEM analysis, cells were fixed with 3% glutaral-
dehyde for at least 4 h. After being washed by PBS for 
three times, samples were post-fixed using 1% osmic 
acid for 2  h. Then, samples were washed by PBS for 
three times again and sequentially dehydrated in 50%, 
70%, 80% and 90% alcohol for 15  min. Next, samples 
were dehydrated in 100% alcohol and 100% acetone 
twice for 15  min, respectively. After samples were 
embedded using epoxy resin to form small blocks, 
ultrathin sections (100 nm) of samples were harvested 
by an ultramicrotome (UC7, Leica, Germany). Ultrathin 
sections were stained with uranyl acetate for 20  min 
and were stained with lead citrate for 15  min. Finally, 
samples were imaged by TEM (Tecnai G2 Spirit, USA).

For TEM analysis of exosomes, the isolated exosomes 
(10 μl) were fixed in 4% paraformaldehyde (PFA, Beyo-
time, P0099-500 ml), then were dropped onto formvar-
carbon-coated grids. After 5  min, the excess fluid in 
grids was removed. Next, samples were stained with 3% 
phosphotungstic acid for 5  min. Finally, samples were 
air-dried and were analyzed by TEM (Tecnai G2 Spirit, 
USA).

Confocal imaging
Cells on coverslips were fixed by 4% PFA at room tem-
perature for 20  min and washed by PBS with 2  mg/ml 
glycine (GenStar, VA13110-500  g). Then, samples were 
treated with 0.3% Triton X-100 for 10  min and blocked 
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by 10% FBS for 1  h at room temperature. After being 
washed by PBS, samples were incubated in primary anti-
body which was diluted in PBS containing 2% FBS for 
1.5  h at room temperature. Next, samples were incu-
bated in secondary antibody followed by 4’, 6-diamidine-
2-phenylindole (DAPI, Cell Signaling, 8961S). Finally, 
coverslips were mounted onto slips using fluorescence 
mounting medium (Dako, S3023) and fluorescent images 
were taken by immunofluorescence microscope (Zeiss 
710 NLO, Germany).

Antibodies used for immunofluorescence included Flag 
M2 (Sigma-Aldrich, F1804), PTRF (Proteintech, 18892-
1-AP), Alexa Fluor 568 goat anti-mouse IgG (Invitrogen, 
A11004), Alexa Fluor 488 goat anti-rabbit IgG (Invitro-
gen, A11008).

RNA extraction and real‑time PCR (RT‑PCR) analysis
Total RNA was isolated from HeLa cells using TRI-
zol reagent (MRC, TR118-200). Complementary DNA 
(cDNA) was synthesized from the reverse transcription 
of 900 ng of total RNA using HiScript® II Q RT SuperMix 
for qPCR (Vazyme, R222-01) according to the product 
instruction. ChamQ SYBR qPCR Master Mix (Vazyme, 
Q311-02/03) was used for RT-PCR. Samples were 
detected by a CFX96 Touch™ RT-PCR Detection System 
(Bio-Rad, USA). All primers used for RT-PCR were listed 
in Additional file 1: Table S1.

Statistical analysis
Statistical analyses were performed as the means ± SEM 
by GraphPad Prism 5. P values for differences were calcu-
lated using Student’s t-test. P < 0.05 was considered to a 
statistically significant difference.

Results
UBE2O directly interacts with PTRF
We previously showed that PTRF is a UBE2O interac-
tor using mass-spectrometry based interactome study 
[40]. To validate the interaction between UBE2O and 
PTRF, UBE2O-Myc vectors were transfected into 

HEK293T cells with or without Flag-PTRF vectors. As 
shown in Fig.  1A, UBE2O-Myc was immunoprecipi-
tated in transfection condition with Flag-PTRF but not 
in the condition of control. To further confirm their 
interaction in the endogenous level, cell lysates were 
immunoprecipitated with PTRF antibody (Fig. 1B). In 
line with the ectopic results, endogenous UBE2O was 
immunoprecipitated by PTRF antibody. According to 
the method of Gould et al. to choose a PTRF high cell 
line and a PTRF low cell line [44], the expression level 
of PTRF in several cell lines was detected by west-
ern blot. The results of western blot showed that the 
expression level of PTRF in U-2 OS cells was lower 
than that in HeLa cells, while the expression level of 
PTRF in U251 cells was higher than that in HeLa cells 
(Additional file 2: Figure S1A). The endogenous immu-
noprecipitation assay was also performed in U-2 OS 
cells and U251 cells, showing that UBE2O interacted 
with PTRF endogenously, which was the same as the 
results in HeLa cells (Additional file 2: Figure S1B and 
C). To map the domain of PTRF that is responsible for 
the interaction with UBE2O, three deletion constructs 
(D1–D3) of PTRF were constructed according to their 
functional domain (Fig.  1C). Co-immunoprecipitation 
assays displayed that UBE2O-Myc was mainly immu-
noprecipitated by PTRF deletion mutant D3, which 
contains nuclear localization sequence (NLS), leu-
cine-zipper motif (LZ) and PEST sequence (PEST) 
(Fig. 1D). Next, five UBE2O deletion mutates (D1–D5) 
with Flag tag were used to study their interaction with 
PTRF (Fig. 1E). As shown in Fig. 1F, all UBE2O muta-
tions except D2 which lacks the CR2 domain inter-
acted with PTRF, indicating that the CR2 domain is 
responsible for the interaction of UBE2O and PTRF. 
Moreover, we showed the direct interaction between 
the CR2 domain of UBE2O and D3 of PTRF using 
recombinantly expressed proteins (Fig. 1G, H). There-
fore, UBE2O combines with PTRF directly via the CR2 
domain.

(See figure on next page.)
Fig. 1  UBE2O combines with PTRF directly. A PTRF co-immunoprecipitates UBE2O. Myc-UBE2O and Flag-PTRF expression plasmids were 
co-transfected into HEK293T cells by using PEI transfection. Cell lysates were prepared after 40 h transfection, and Flag-PTRF in the cell lysates 
combined with FLAG M2 beads. The immunoprecipitates and the total cell lysates were analyzed by immunoblotting (IB) as shown. B Endogenous 
PTRF in HeLa cells was immunoprecipitated with PTRF antibody by protein A. PTRF-associated endogenous UBE2O was detected by IB. C Wild-type 
PTRF and PTRF deletion mutants D1, D2 and D3 were shown as schematic representations. D UBE2O-Myc and Flag-PTRF or Flag-PTRF deletion 
constructs (D1–D3) vectors were transfected into HEK293T cells. Flag M2 beads immunoprecipitates and the total cell lysates were immunoblotted 
with Myc and Flag antibodies. E Wild-type UBE2O and UBE2O deletion mutants D1, D2, D3, D4 and D5 were shown as schematic representations. F 
Myc-PTRF and Flag-UBE2O or five UBE2O deletion vectors (D1–D5) were transfected into HEK293T cells. Cell lysates were analyzed by IP and 
IB as indicated. G GST and GST-PTRF D3 were purified on GST-agarose, and His-UBE2O CR2 was purified on Ni-agarose. The framed strips were 
the purified protein strips. H The purified GST or GST-PTRF D3 was applied to the purified His-UBE2O CR2 immobilized on Ni–NTA superflow as 
indicated. Eluted proteins were analyzed by western blotting
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Fig. 1  (See legend on previous page.)
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UBE2O ubiquitinates PTRF via both monoubiquitination 
and polyubiquitination
Since UBE2O interacts with PTRF directly and UBE2O 
functions as a hybrid E2/E3 ubiquitin-protein ligase, 

PTRF ubiquitination assays were performed. His-
Ubiquitin-associated PTRF was strongly immunoblot-
ted after nickel pull-down assays in the condition with 
co-transfection of His-HA-ubiquitin and UBE2O-Myc 

Fig. 2  UBE2O ubiquitinates PTRF. A UBE2O-Myc-cs expression plasmid is a UBE2O mutation expression plasmid. UBE2O expressed by the 
UBE2O-Myc-cs expression plasmid could not bind to ubiquitin effectively. Flag-PTRF, His-HA-ubiquitin and UBE2O-Myc or UBE2O-Myc-cs expression 
plasmids were co-transfected into HEK293T cells. After cells were collected, His-HA-ubiquitin in cell lysates was immunoprecipitated with Ni–NTA 
superflow. The immunoprecipitates and the total cell lysates were immunoblotted for the indicated antibodies. B Flag-PTRF, UBE2O-Myc and 
His-HA-ubiquitin-KO or His-HA-ubiquitin wild type vectors were co-transfected into HEK293T cells. Cells were harvested after 40 h transfection and 
were analyzed by His immunoprecipitation ubiquitination assays and western blot

(See figure on next page.)
Fig. 3  The CR2 domain in UBE2O interacts with SDPR. A Flag-PTRF or Flag-SDPR expression plasmid was infected into HeLa cells. After cell lysates 
were prepared, Flag-PTRF or Flag-SDPR in cell lysates was immunoprecipitated with Flag M2 beads. PTRF-associated endogenous UBE2O or 
SDPR-associated endogenous UBE2O was detected by IB. B HeLa cells were transiently transfected with Flag-UBE2O vector. Flag-UBE2O-associated 
endogenous SDPR was detected by IP and IB. C Wild-type SDPR and SDPR deletion mutants D1 and D2 were shown as schematic representations. 
D UBE2O-Myc and Flag-SDPR or Flag-SDPR deletion constructs (D1–D2) vectors were transfected into HEK293T cells. After 40 h transfection, cells 
were harvested for IP and IB analyses. E Flag-SDPR and five UBE2O deletion constructs (D1–D5) were expressed in HEK293T cells. After cell lysates 
were precipitated with Flag M2 beads, immunoprecipitates and the total cell lysates were immunoblotted with the indicated antibody as shown
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Fig. 3  (See legend on previous page.)
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(Fig. 2A). Thus, UBE2O ubiquitinates PTRF. Then, His-
HA-Ubi-KO plasmids were transfected into HEK293T 
cells with UBE2O-Myc and Flag-PTRF plasmids. His-
HA-Ubi-KO was ubiquitin mutant which could not 
form polyubiquitin linkage. After ubiquitination assays, 
we found that multiple strong UBE2O-mediated ubiq-
uitinylation bands were seen in the group which had 
been transfected His-HA-Ubi, while there was only one 
band in the group transfected with His-HA-Ubi-KO 
(Fig. 2B). Thus, UBE2O could both monoubiquitinated 
and polyubiquitinated PTRF.

UBE2O interacts with SDPR via its CR2 domain
Our previous UBE2O interactome results also identified 
SDPR [40]. Because the commercially available antibodies 
for UBE2O and SDPR are not suitable for immunoprecip-
itation assay, we alternatively validated these interactions 
via using semi-endogenous immunoprecipitation assays. 
As shown in Fig. 3A, endogenous SDPR showed obvious 
interaction with UBE2O as same as PTRF. In addition, 
the reciprocal interaction assay showed consistent result 
(Fig. 3B). To map the domain responsible for the interac-
tion of UBE2O and SDPR, we constructed two deletions 
of SDPR. As shown in Fig. 3C, D1 of SDPR which con-
tains the coiled coils domain interacts with UBE2O-Myc 
(Fig.  3D). Similar to the interaction with PTRF, UBE2O 
utilizes the CR2 domain to interact with SDPR (Fig. 3E).

UBE2O downregulates the secretion of exosome‑related 
PTRF and decreases exosome release
Our results showed that UBE2O ubiquitinates PTRF. In 
addition, UBE2O was shown to regulate the stability of 
PTRF during terminal erythroid differentiation [45]. To 
address whether UBE2O regulates the stability of PTRF 
in exosomes, we purified exosomes from cells with indi-
cated overexpressed proteins (Fig. 4A). We analyzed the 
quality of isolated exosomes from different conditions 
using transmission electron microscopy (TEM) (Fig. 4A) 
and nanoparticle tracking analysis (NTA) (Fig. 4B). TEM 
analysis showed that the isolated exosomes from differ-
ent conditions have normal spherical structure as well 
as a lipid bilayer, and NTA analysis showed that most of 

isolated extracellular vesicles are in the line with the size 
of exosomes. Then, exosomes were lysed by RIPA lysis 
buffer and were analyzed by western blot. According to 
the guidelines of MISEV 2018, three negative exosome 
markers and three positive exosome markers were used 
to verify the exosome samples [46]. As shown in Fig. 4C 
and D, apolipoprotein A1 (APOA1), endoplasmic reticu-
lum marker calnexin and Golgi marker GM130 were 
not included in samples, while all samples from differ-
ent groups expressed exosome markers CD9, CD63 and 
TSG101. Moreover, exosome-related PTRF was obvi-
ously downregulated by UBE2O, whereas the expres-
sion of PTRF was only slightly decreased in HeLa cells 
with UBE2O was overexpressed (Fig. 4D, E, F). A recent 
study from Huang, et  al. showed that PTRF promotes 
exosome release [18]. To further explore the influences 
of UBE2O in the total exosomes, we first analyzed the 
expression of exosome markers in the condition of PTRF 
overexpression and obtained consistent results in CD63 
and TSG101. Then, we found that UBE2O overexpres-
sion decreases the expression of CD63 and TSG101 in 
exosomes screted from both empty cells and PTRF sta-
ble cell line (Fig. 4D, G, H). However, there were no sig-
nificant changes in the content of CD9 in exosomes with 
the overexpression of UBE2O or PTRF, which illustrated 
that UBE2O might mediate PTRF to modulate exosome 
secretion mainly via CD63 and TSG101 (Fig.  4D, Addi-
tional file  2: Figure S2A). In addition, UBE2O was not 
in the way of changing RNA level in cells to regulate the 
content of CD63 and TSG101 in exosomes (Additional 
file 2: Figure S2B, C, D, E, F). Next, we also analyzed the 
total protein abundances of exosomes from different con-
ditions. As shown in Fig. 4I, PTRF overexpression caused 
an increase in the total protein content of exosomes, 
compared to the control, whereas UBE2O overexpres-
sion inhibits the total protein content of exosomes. 
Importantly, we showed that UBE2O also inhibits the 
upregulation effects of PTRF on the total protein con-
tent of exosomes (Fig. 4I). Since the size of exosomes is 
mainly in 30–150 nm, we then measured the concentra-
tion of exosomes using NTA and calculated the number 
of exosomes which with the size in 30–150 nm. We found 

Fig. 4  UBE2O controls the secretion of exosome-related PTRF and inhibits exosome secretion. A UBE2O was transiently transfected into PTRF or 
SDPR stable HeLa cell line with PEI. Transmission electron microscopy images of exosomes derived from overexpression HeLa cells were shown as 
indicated. Scale bar: 100 nm. B Exosomes from four groups of overexpressed cells were diluted in the same fold (1:1000). Then, the size distribution 
of exosomes was identified with nanoparticle tracking analysis (NTA). C, D HeLa cells were stably transfected with Flag-PTRF and transiently 
transfected with UBE2O-Myc. After 40 h of cell culture, exosomes in the cell supernatants were extracted. Exosome components and overexpressed 
cell components were analyzed by western blot. E, F, G, H Histograms showed densitometry analyses of exosomal PTRF (E), cell PTRF (F), CD63 (G) 
and TSG101 (H) expression relative to cell GAPDH expression. I Total protein of exosomes from four groups of overexpressed cells was measured by 
BCA assay. J The number of particles which with the size in 30–150 nm was determined by NTA. All statistical data are the means ± SEM from more 
than 3 independent experiments. *P < 0.05; **P < 0.01; ***P < 0.001

(See figure on next page.)
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Fig. 4  (See legend on previous page.)
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that PTRF overexpression also increased the number 
of exosomes, while UBE2O rescued the effects of PTRF 
on the number of exosomes. Overall, these results indi-
cated that UBE2O had functions to regulate the secretion 
of exosome-related PTRF. Since UBE2O decreased the 
effects of PTRF on the expression of exosome markers, 
the total protein abundances of exosomes and the num-
ber of exosomes, UBE2O inhibited exosome release via 
PTRF. In addition, these results indirectly demonstrated 
that UBE2O decreased PTRF-loaded exosome secretion.

UBE2O inhibits the effects of PTRF on caveolae formation
Next, we used immunofluorescence staining to detect 
the expression and localization of PTRF, and we found 
that UBE2O overexpressed cells have less cell edge-
localized PTRF (Fig.  5A). In line with the important 
roles of PTRF in caveolae formation [21–25], trans-
mission electron microscopy (TEM) scanning was 
performed to show the caveolae abundance. TEM 
images and the statistical data showed that PTRF 
overexpressed cells have more caveolae per microm-
eter of cell membrane compared to untransfected cells. 

Importantly, UBE2O restricts caveolae formation in 
both empty cells and PTRF expressing cells (Fig. 5B, C). 
Based on caveolin-1 (CAV1) is also responsible to drive 
caveolae formation and CAV1 interacts with PTRF 
in the condition of lipid raft integrity [47], we won-
der whether UBE2O disrupts the interaction between 
CAV1 and PTRF. The results showed that UBE2O did 
not disrupt the interaction between CAV1 and PTRF, 
but decreased the expression level of CAV1 with the 
decreased expression of PTRF (Additional file  2: Fig-
ure S3A). Similarly, we also found that the expression 
level of CAV1 was reduced in PTRF knockdown HeLa 
cells (Additional file 2: Figure S3B and C). Interestingly, 
we did not find a strong interaction between CAV1 and 
UBE2O in HeLa cells and U-2 OS cells, whereas there 
was a strong interaction between CAV1 and UBE2O in 
U251 cells, a PTRF high cell line (Additional file 2: Fig-
ure S1B, C and S3D). Since the cell membrane invagi-
nation is the first step of exosome secretion [2, 3], these 
data illustrated that UBE2O controlled the secretion of 
exosome-related PTRF through reduced PTRF in cave-
olae and limited caveolae formation.

Fig. 5  UBE2O limits caveolae formation. A Flag-UBE2O was transfected into HeLa cells. After 40 h transfection, HeLa cells were immunostained with 
an anti-Flag antibody and anti-PTRF antibody. B, C UBE2O-Myc was transfected into Flag-PTRF stable HeLa cell line. Caveolae structures in HeLa cells 
were identified by transmission electron microscopy (TEM) scanning. B Red arrowhead: caveolae, Scale bar: 200 nm. The number of caveolae per 
micrometer of the plasma membrane was quantitated through 13 cells analysis. C P values were calculated with Student’s t-test. ***P < 0.001
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UBE2O knockout increases the secretion 
of exosome‑related PTRF and upregulates exosome 
markers
We constructed two clones of UBE2O knockout cell 
lines, and found that the expression of PTRF was induced 
in UBE2O knockout cell lines (Fig. 6A). To study the deg-
radation pathway for the ubiquitinylated PTRF, the pro-
teasome inhibitor, MG132, was used to treat the wild 
type and UBE2O knockout cells. As shown in Fig. 6B and 
C, parts of PTRF expression in the normal cells were res-
cued by MG132, illustrating that the proteasomal degra-
dation pathway was not the unique pathway to degrade 
PTRF via UBE2O. Moreover, exosomes which were iso-
lated from the supernatants of wild type and UBE2O 
knockout HeLa cell lines were identified by TEM, NTA, 
negative and positive exosome markers (Fig.  6D, E, 
F, G). In addition, western blot analysis for exosomes 
showed that PTRF content and all exosome markers 
were increased in exosomes in the UBE2O knockout cell 
line groups, compared with that in the control group 
(Fig. 6G).

SDPR promotes PTRF secretion via exosomes and does 
not block the effect of UBE2O on the secretion 
of exosome‑related PTRF
A previous study showed that SDPR interacts with PTRF 
[26]. In addition, our results have demonstrated that 
UBE2O interacts with both PTRF and SDPR. To iden-
tify the role of UBE2O in the interaction between SDPR 
and PTRF, we further did semi-endogenous immunopre-
cipitation assays with Flag-PTRF and Flag-SDPR in the 
condition of UBE2O overexpression respectively, which 
found that UBE2O reduced the interaction between 
PTRF and SDPR instead of disrupting the combination 
of PTRF and SDPR because either Flag-SDPR-associ-
ated endogenous PTRF or Flag-PTRF-associated endog-
enous SDPR was only slightly decreased (Fig.  7A, B). It 
was reported that SDPR stabilized PTRF and recruited 
PTRF to caveolae in HeLa cells [26]. To address whether 
SDPR was required for PTRF stable secretion via 
exosomes, the exosomes which were obtained from the 
SDPR overexpression cell line were identified by TEM 
(Fig.  7C) and analyzed by western blot. The results of 

SDPR overexpression showed that the stable secretion 
of PTRF via exosomes also required SDPR, which was 
also consistent with the results of SDPR knockdown 
(Fig.  7D, Additional file  2: Figure S4A, B). Interestingly, 
with the overexpression of UBE2O in cells, the expres-
sion of PTRF also decreased in exosomes of SDPR over-
expression cell line (Fig.  7D). Taken together, SDPR did 
not impede the effect of UBE2O on the secretion of exo-
some-related PTRF, although SDPR induced PTRF secre-
tion via exosomes.

Discussion
UBE2O is a large E2 enzyme, which has both E2 and E3 
ubiquitin-protein ligase activities [28, 29]. UBE2O ubiq-
uitinates with and degrades a variety of proteins, such as 
the human RecQ DNA helicase (RECQL4), MAX inter-
actor 1 (Mxi1) and c-Maf [33, 40, 48]. It is reported that 
UBE2O also interacts with more than 100 E3 ubiquitin-
protein ligases. Thus, UBE2O can mediate various func-
tions in cells depending on its function of ubiquitination. 
It is necessary to find out the proteins which were ubiq-
uitinated by UBE2O. Nguyen, et al. showed that UBE2O 
ubiquitinated PTRF during terminal erythroid differ-
entiation [45]. Nevertheless, how UBE2O interacts with 
PTRF and how UBE2O ubiquitinates PTRF have not 
been mentioned. Our results showed that PTRF directly 
interacted with UBE2O via the domains including C-ter-
minal NLS, PEST sequences and LZ. Moreover, Liu et al. 
have mentioned that mouse PTRF is mono-ubiquitinated 
[49]. Here, we identified that UBE2O ubiquitinated 
human PTRF via both monoubiquitination and polyubiq-
uitination. Future research needs to explore the type of 
UBE2O mediated polyubiquitination of PTRF.

PTRF has a critical role in caveolae formation and has 
been mentioned to mediate exosome release [18, 21–25]. 
Notably, previous studies reported that Corola con-
trolled the biogenesis of extracellular vesicles through 
neddylated by UBE2F and TRIM4 [50]. In addition, 
decreasing the degradation of Rab27a by the ubiqui-
tin–proteasome pathway limits exosome secretion [32]. 
These studies provide evidences that neddylation and 
ubiquitination affect extracellular vesicles release, and 
E2 and E3 enzymes are related to extracellular vesicle 

Fig. 6  UBE2O knockout upregulates PTRF expression in both cells and exosomes. A Western blots analysis compared the expression levels of 
PTRF in wild type and two clones of UBE2O KO HeLa cells. B Wild type and UBE2O KO HeLa cells were treated with 10 μM MG132 and DMSO for 
4 h before the cell collection. Then, the expression level of PTRF in cells was analyzed by western blot. C Densitometry analyses of PTRF expression 
relative to GAPDH expression for the result of western bolt in Fig. 6B were shown by the graph. Data are the means ± SEM, n = 4. ns means 
non-significant, *P < 0.05; **P < 0.01. D After wild type and two clones of UBE2O KO HeLa cells were cultured in serum-free culture medium for 
40 h, the supernatants were used for exosomes isolation. Then, exosomes harvested from supernatants were identified by transmission electron 
microscopy. E Exosome samples from wild type and two clones of UBE2O KO HeLa cells were diluted in appropriate concentration to analyzed by 
NTA. F, G Exosomes from wild type and two clones of UBE2O KO HeLa cells were analyzed by western blot for the indicated antibodies

(See figure on next page.)
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Fig. 6  (See legend on previous page.)
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secretion closely. Since we demonstrated that UBE2O 
ubiquitinated PTRF, we wonder whether UBE2O medi-
ates exosome secretion. Here, we found that UBE2O 

inhibited caveolae formation, resulting in the reduction 
of exosome release. Our data first showed that UBE2O 
had the function to mediate exosome secretion.

Fig. 7  SDPR stabilizes PTRF secretion via exosomes and does not impede the effect of UBE2O. A Flag-PTRF and UBE2O-Myc were overexpressed 
in HeLa cells. Then, Flag-PTRF in the cell lysates was immunoprecipitated with Flag M2 beads. Flag-PTRF associated endogenous SDPR in HeLa 
cells was immunoblotted by western blot. B Flag-SDPR and UBE2O-Myc were co-transfected into HeLa cells. Flag-SDPR in the cell lysates was 
immunoprecipitated with Flag M2 beads. The immunoprecipitates and the total cell lysates were immunoblotted for the indicated antibodies. C, 
D UBE2O-Myc was transiently transfected into Flag-PTRF stable HeLa cell line or Flag-SDPR stable HeLa cell line. Serum-free culture medium which 
had culture HeLa cell lines for 40 h was collected to isolate exosomes. Then, exosomes were identified by transmission electron microscopy (C). Cell 
lysates and exosomes were analyzed by western blot as indicated (D)
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It is demonstrated that most tumor-derived exosomes 
were beneficial for tumor progression [51, 52]. Exosomes 
derived from HeLa cells facilitated tumor metasta-
sis through breaking down vascular integrity had been 
reported [14]. Our results provided evidence that UBE2O 
reduced exosomes release in HeLa cells. Thus, activating 
UBE2O might be a potential therapy for HeLa cell-asso-
ciated cervical cancer. However, UBE2O has two sides 
in different types of cancers. UBE2O inhibits myeloma 
tumor growth, while it promotes tumorigenesis in breast 
cancer and prostate cancer by degradation of AMPKα2 
and facilitated lung cancer progression by degradation 
of Mix1 [36, 48]. Nevertheless, if there was no AMPKα2 
or Mix1 expression in cancer cells, ablation of UBE2O 
expression did not display dramatically anti-tumor 
effects. Here, we did not detect the expression quantity of 
AMPKα2 and Mix1 in HeLa cells.

Previous studies demonstrated that PTRF expression 
in both serum exosomes and tumor samples was related 
to glioma grade [18]. Moreover, clear cell renal cell car-
cinoma (ccRCC) is the typical subtype of renal cell car-
cinoma (RCC) [53]. The expression of PTRF in ccRCC 
cancer cells and ccRCC cancer cell-derived exosomes 
was increased, indicating that PTRF in urine exosomes 
could be a promising biomarker of ccRCC [19]. Because 
UBE2O restricted reduced caveolae formation and exo-
some release through ubiquitinated PTRF, we wonder 
whether UBE2O regulates the secretion of exosome-
related PTRF. Interestingly, our results showed that 
UBE2O dramatically reduced the secretion of exosome-
related PTRF, suggesting that an increase of UBE2O 
expression might be an approach to treat glioma and 
ccRCC. Here, our data also first provided an approach 
for regulating the secretion of exosome-related PTRF. In 
consideration of UBE2O downregulated exosome release 
and inhibited the secretion of exosome-related PTRF, 
it is also indirectly demonstrated that UBE2O limited 
PTRF-loaded exosome secretion. However, the charac-
teristic of PTRF in exosomes is poorly understood.

SDPR was identified to directly bind to PTRF [26], and 
we have demonstrated that PTRF interacted with UBE2O 
directly in this study. In addition, our previous UBE2O 
interactome study also identified SDPR [40]. To explore 
the relation between SDPR and UBE2O, we performed 
immunoprecipitation assays and showed that SDPR 
combined with the UBE2O CR2 domain, which was 
the same as PTRF. Nevertheless, how SDPR, PTRF and 
UBE2O cooperate to regulate exosome secretion is still 
poorly understood. Caveolae were distended and elon-
gated when SDPR was overexpressed in cells. SDPR also 
expanded the area of caveolae. Interestingly, we were sur-
prised to find that UBE2O could rescue these phenom-
ena (Additional file 2: Figure S5A, B and C). Considering 

that SDPR was secreted with exosomes, it seems there 
is a role for SDPR in exosome secretion. Since SDPR is 
related to the morphology of caveolae, whether SDPR 
changes the proportion of the different sizes of extracel-
lular vesicles and whether UBE2O alters the size of extra-
cellular vesicles via SDPR also can be the future research.

Hansen et  al. demonstrated that SDPR stabilized 
PTRF expression in cells and recruited PTRF to cave-
olae [26]. To study how SDPR modulates the secretion 
of exosome-related PTRF, first of all, we performed 
immunoprecipitation assay in the existence of UBE2O, 
and identified that UBE2O did not completely disrupt 
the combination of SDPR and PTRF. Then, we overex-
pressed SDPR in cells and collected exosomes. Interest-
ingly, we found that SDPR induced PTRF secretion via 
exosomes, which revealed that the inhibition of SDPR 
may be another approach to regulating the secretion of 
exosome-related PTRF in cancer cells excepted UBE2O. 
Moreover, UBE2O overexpressed in the SDPR stable 
cell line still dramatically inhibited the secretion of exo-
some-related PTRF, which illustrated that SDPR also 
did not absolutely disrupt the interaction of PTRF and 
UBE2O. Importantly, there was no UBE2O included 
in exosomes even though UBE2O modulated exosome 
secretion, thus UBE2O may indirectly participate in the 
processes of exosome biogenesis.

Conclusions
UBE2O degraded PTRF by ubiquitination, leading to 
reduce the formation of caveolae. Exosome biogenesis 
which originated from caveolae was inhibited, lead-
ing to the reduction of exosome release. Importantly, 
these processes ultimately resulted in UBE2O control-
ling the secretion of exosome-related PTRF. Moreover, 
SDPR increased PTRF secretion via exosomes. Notably, 
UBE2O still downregulated the secretion of exosome-
related PTRF in the condition of SDPR overexpression. 
Our results provide a novel approach for regulating the 
secretion of exosome-related PTRF and provide a novel 
mechanism of how UBE2O mediated ubiquitination 
regulates exosome secretion.

Abbreviations
MVBs: Multivesicular bodies; PTRF: Polymerase I and transcript release fac-
tor; UBE2O: Ubiquitin-conjugating enzyme E2O; SDPR: Serum deprivation 
protein response; ILVs: Intraluminal vesicles; AMPKα2: AMP-activated protein 
kinase-α2; MLL: Mixed-lineage leukemia; ARNTL (BMAL1): Aryl hydrocar-
bon receptor nuclear translocator-like protein 1; NLS: Nuclear localization 
sequence; LZ: Leucine-zipper motif; PEST: PEST sequence; CR2: The conserved 
region 2; TEM: Transmission electron microscopy; NTA: Nanoparticle tracking 
analysis; RECQL4: The human RecQ DNA helicase; Mxi1: MAX interactor 1; 
ccRCC​: Clear cell renal cell carcinoma; RCC​: Renal cell carcinoma; FBS: Fetal 
bovine serum; PEI: Poly-ethylenimine; α-TG: α-Thioglycerol; BCS: Bathocu-
proinedisulfonic acid disodium salt; NEM: N-Ethylmaleimide; IPTG: Isopropyl 



Page 16 of 17Cen et al. Cell Communication and Signaling          (2022) 20:191 

thiogalactoside; PBS: Phosphate-buffered saline; PFA: Paraformaldehyde; DAPI: 
4’, 6-Diamidine-2-phenylindole.

Supplementary Information
The online version contains supplementary material available at https://​doi.​
org/​10.​1186/​s12964-​022-​00996-z.

Additional file 1. The sequences of primers.

Additional file 2. Supplemental figures.

Acknowledgements
We thank Heying Li, Tiancheng, Zhou, Tingjie Yuan, Di Zhou and Xilong Huang 
for technical assistance, and all members in Dajiang Qin’s lab and Xiaofei 
Zhang’s lab for their discussion on this project.

Author contributions
XC, XZ and DQ contributed to design and discussion. XC contributed to 
performing the experiments and data collection. XC and XZ contributed to 
manuscript writing. QC, BW, HX, XW and YL contributed to part of experi-
ments, discussion and manuscript review. DQ contributed to revising the final 
manuscript and funding this project.

Funding
This work was supported by grants from Bioland Laboratory (Guang-
zhou Regenerative Medicine and Health Guangdong Laboratory) pro-
ject (1101103203), Guangzhou science and technology bureau, CHINA 
(202102021247) and the National Natural Science Foundation of China 
(31900655).

Availability of data and materials
All datasets used and/or analysed during the current study are available from 
the corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Key Laboratory of Biological Targeting Diagnosis, Therapy and Rehabilita-
tion of Guangdong Higher Education Institutes, The Fifth Affiliated Hospital 
of Guangzhou Medical University, Guangzhou, Guangdong 510799, China. 
2 Basic Research Center, BioLand Laboratory (Guangzhou Regenerative Medi-
cine and Health Guangdong Laboratory), Guangzhou, Guangdong 510530, 
China. 3 Centre for Regenerative Medicine and Health, Hong Kong Institute 
of Science & Innovation, Chinese Academy of Sciences, Hong Kong SAR, 
China. 4 CAS Key Laboratory of Regenerative Biology, Guangdong Provincial 
Key Laboratory of Stem Cell and Regenerative Medicine, Center for Cell 
Lineage and Development, GIBH‑HKU Guangdong‑Hong Kong Stem Cell 
and Regenerative Medicine Research Centre, Guangzhou Institutes of Bio-
medicine and Health, Chinese Academy of Sciences, Guangzhou, Guangdong 
510530, China. 

Received: 12 May 2022   Accepted: 24 October 2022

References
	1.	 Hariharan H, Kesavan Y, Raja NS. Impact of native and external factors 

on exosome release: understanding reactive exosome secretion and its 

biogenesis. Mol Biol Rep. 2021;48(11):7559–73. https://​doi.​org/​10.​1007/​
s11033-​021-​06733-y.

	2.	 Kowal J, Tkach M, Théry C. Biogenesis and secretion of exosomes. Curr 
Opin Cell Biol. 2014;29:116–25. https://​doi.​org/​10.​1016/j.​ceb.​2014.​05.​004.

	3.	 Hessvik NP, Llorente A. Current knowledge on exosome biogenesis and 
release. Cell Mol Life Sci: CMLS. 2018;75(2):193–208. https://​doi.​org/​10.​
1007/​s00018-​017-​2595-9.

	4.	 Choi DS, Kim DK, Kim YK, Gho YS. Proteomics, transcriptomics and lipid-
omics of exosomes and ectosomes. Proteomics. 2013;13(10–11):1554–71. 
https://​doi.​org/​10.​1002/​pmic.​20120​0329.

	5.	 Mashouri L, Yousefi H, Aref AR, Ahadi AM, Molaei F, Alahari SK. Exosomes: 
composition, biogenesis, and mechanisms in cancer metastasis and 
drug resistance. Mol Cancer. 2019;18(1):75. https://​doi.​org/​10.​1186/​
s12943-​019-​0991-5.

	6.	 Thakur BK, Zhang H, Becker A, Matei I, Huang Y, Costa-Silva B, et al. 
Double-stranded DNA in exosomes: a novel biomarker in cancer detec-
tion. Cell Res. 2014;24(6):766–9. https://​doi.​org/​10.​1038/​cr.​2014.​44.

	7.	 Hsu YL, Hung JY, Chang WA, Lin YS, Pan YC, Tsai PH, et al. Hypoxic lung 
cancer-secreted exosomal miR-23a increased angiogenesis and vascular 
permeability by targeting prolyl hydroxylase and tight junction protein 
ZO-1. Oncogene. 2017;36(34):4929–42. https://​doi.​org/​10.​1038/​onc.​2017.​
105.

	8.	 Umezu T, Tadokoro H, Azuma K, Yoshizawa S, Ohyashiki K, Ohyashiki 
JH. Exosomal miR-135b shed from hypoxic multiple myeloma cells 
enhances angiogenesis by targeting factor-inhibiting HIF-1. Blood. 
2014;124(25):3748–57. https://​doi.​org/​10.​1182/​blood-​2014-​05-​576116.

	9.	 Shen Y, Guo D, Weng L, Wang S, Ma Z, Yang Y, et al. Tumor-derived 
exosomes educate dendritic cells to promote tumor metasta-
sis via HSP72/HSP105-TLR2/TLR4 pathway. Oncoimmunology. 
2017;6(12):e1362527. https://​doi.​org/​10.​1080/​21624​02x.​2017.​13625​27.

	10.	 Chalmin F, Ladoire S, Mignot G, Vincent J, Bruchard M, Remy-Martin 
JP, et al. Membrane-associated Hsp72 from tumor-derived exosomes 
mediates STAT3-dependent immunosuppressive function of mouse and 
human myeloid-derived suppressor cells. J Clin Investig. 2010;120(2):457–
71. https://​doi.​org/​10.​1172/​jci40​483.

	11.	 Plebanek MP, Angeloni NL, Vinokour E, Li J, Henkin A, Martinez-Marin 
D, et al. Pre-metastatic cancer exosomes induce immune surveil-
lance by patrolling monocytes at the metastatic niche. Nat Commun. 
2017;8(1):1319. https://​doi.​org/​10.​1038/​s41467-​017-​01433-3.

	12.	 Peinado H, Alečković M, Lavotshkin S, Matei I, Costa-Silva B, Moreno-
Bueno G, et al. Melanoma exosomes educate bone marrow progeni-
tor cells toward a pro-metastatic phenotype through MET. Nat Med. 
2012;18(6):883–91. https://​doi.​org/​10.​1038/​nm.​2753.

	13.	 van der Vos KE, Abels ER, Zhang X, Lai C, Carrizosa E, Oakley D, et al. 
Directly visualized glioblastoma-derived extracellular vesicles transfer 
RNA to microglia/macrophages in the brain. Neuro Oncol. 2016;18(1):58–
69. https://​doi.​org/​10.​1093/​neuonc/​nov244.

	14.	 Lin Y, Zhang C, Xiang P, Shen J, Sun W, Yu H. Exosomes derived from HeLa 
cells break down vascular integrity by triggering endoplasmic reticulum 
stress in endothelial cells. J Extracell Vesicles. 2020;9(1):1722385. https://​
doi.​org/​10.​1080/​20013​078.​2020.​17223​85.

	15.	 Kamerkar S, LeBleu VS, Sugimoto H, Yang S, Ruivo CF, Melo SA, et al. 
Exosomes facilitate therapeutic targeting of oncogenic KRAS in pancre-
atic cancer. Nature. 2017;546(7659):498–503. https://​doi.​org/​10.​1038/​
natur​e22341.

	16.	 Sung BH, Ketova T, Hoshino D, Zijlstra A, Weaver AM. Directional cell 
movement through tissues is controlled by exosome secretion. Nat Com-
mun. 2015;6:7164. https://​doi.​org/​10.​1038/​ncomm​s8164.

	17.	 Wang L, Wu J, Song S, Chen H, Hu Y, Xu B, et al. Plasma exosome-derived 
sentrin SUMO-specific protease 1: a prognostic biomarker in patients 
with osteosarcoma. Front Oncol. 2021;11:625109. https://​doi.​org/​10.​
3389/​fonc.​2021.​625109.

	18.	 Huang K, Fang C, Yi K, Liu X, Qi H, Tan Y, et al. The role of PTRF/Cavin1 
as a biomarker in both glioma and serum exosomes. Theranostics. 
2018;8(6):1540–57. https://​doi.​org/​10.​7150/​thno.​22952.

	19.	 Zhao Y, Wang Y, Zhao E, Tan Y, Geng B, Kang C, et al. PTRF/CAVIN1, regu-
lated by SHC1 through the EGFR pathway, is found in urine exosomes 
as a potential biomarker of ccRCC. Carcinogenesis. 2020;41(3):274–83. 
https://​doi.​org/​10.​1093/​carcin/​bgz147.

https://doi.org/10.1186/s12964-022-00996-z
https://doi.org/10.1186/s12964-022-00996-z
https://doi.org/10.1007/s11033-021-06733-y
https://doi.org/10.1007/s11033-021-06733-y
https://doi.org/10.1016/j.ceb.2014.05.004
https://doi.org/10.1007/s00018-017-2595-9
https://doi.org/10.1007/s00018-017-2595-9
https://doi.org/10.1002/pmic.201200329
https://doi.org/10.1186/s12943-019-0991-5
https://doi.org/10.1186/s12943-019-0991-5
https://doi.org/10.1038/cr.2014.44
https://doi.org/10.1038/onc.2017.105
https://doi.org/10.1038/onc.2017.105
https://doi.org/10.1182/blood-2014-05-576116
https://doi.org/10.1080/2162402x.2017.1362527
https://doi.org/10.1172/jci40483
https://doi.org/10.1038/s41467-017-01433-3
https://doi.org/10.1038/nm.2753
https://doi.org/10.1093/neuonc/nov244
https://doi.org/10.1080/20013078.2020.1722385
https://doi.org/10.1080/20013078.2020.1722385
https://doi.org/10.1038/nature22341
https://doi.org/10.1038/nature22341
https://doi.org/10.1038/ncomms8164
https://doi.org/10.3389/fonc.2021.625109
https://doi.org/10.3389/fonc.2021.625109
https://doi.org/10.7150/thno.22952
https://doi.org/10.1093/carcin/bgz147


Page 17 of 17Cen et al. Cell Communication and Signaling          (2022) 20:191 	

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	20.	 Nassar ZD, Parat MO. Cavin family: new players in the biology of caveolae. 
Int Rev Cell Mol Biol. 2015;320:235–305. https://​doi.​org/​10.​1016/​bs.​ircmb.​
2015.​07.​009.

	21.	 Bai L, Deng X, Li J, Wang M, Li Q, An W, et al. Regulation of cellular 
senescence by the essential caveolar component PTRF/Cavin-1. Cell Res. 
2011;21(7):1088–101. https://​doi.​org/​10.​1038/​cr.​2011.​56.

	22.	 Briand N, Dugail I, Le Lay S. Cavin proteins: new players in the caveolae 
field. Biochimie. 2011;93(1):71–7. https://​doi.​org/​10.​1016/j.​biochi.​2010.​03.​
022.

	23.	 Chadda R, Mayor S. PTRF triggers a cave in. Cell. 2008;132(1):23–4. https://​
doi.​org/​10.​1016/j.​cell.​2007.​12.​021.

	24.	 Hill MM, Bastiani M, Luetterforst R, Kirkham M, Kirkham A, Nixon SJ, et al. 
PTRF-Cavin, a conserved cytoplasmic protein required for caveola forma-
tion and function. Cell. 2008;132(1):113–24. https://​doi.​org/​10.​1016/j.​cell.​
2007.​11.​042.

	25.	 Yamaguchi T, Lu C, Ida L, Yanagisawa K, Usukura J, Cheng J, et al. ROR1 
sustains caveolae and survival signalling as a scaffold of cavin-1 and 
caveolin-1. Nat Commun. 2016;7:10060. https://​doi.​org/​10.​1038/​ncomm​
s10060.

	26.	 Hansen CG, Bright NA, Howard G, Nichols BJ. SDPR induces membrane 
curvature and functions in the formation of caveolae. Nat Cell Biol. 
2009;11(7):807–14. https://​doi.​org/​10.​1038/​ncb18​87.

	27.	 Regazzetti C, Dumas K, Lacas-Gervais S, Pastor F, Peraldi P, Bonnafous 
S, et al. Hypoxia inhibits Cavin-1 and Cavin-2 expression and down-
regulates caveolae in adipocytes. Endocrinology. 2015;156(3):789–801. 
https://​doi.​org/​10.​1210/​en.​2014-​1656.

	28.	 Berleth ES, Pickart CM. Mechanism of ubiquitin conjugating enzyme 
E2–230K: catalysis involving a thiol relay? Biochemistry. 1996;35(5):1664–
71. https://​doi.​org/​10.​1021/​bi952​105y.

	29.	 Klemperer NS, Berleth ES, Pickart CM. A novel, arsenite-sensitive E2 
of the ubiquitin pathway: purification and properties. Biochemistry. 
1989;28(14):6035–41. https://​doi.​org/​10.​1021/​bi004​40a047.

	30.	 Zhang X, Zhang J, Bauer A, Zhang L, Selinger DW, Lu CX, et al. Fine-
tuning BMP7 signalling in adipogenesis by UBE2O/E2-230K-mediated 
monoubiquitination of SMAD6. EMBO J. 2013;32(7):996–1007. https://​doi.​
org/​10.​1038/​emboj.​2013.​38.

	31.	 Zhang X, Zhang J, Zhang L, van Dam H, ten Dijke P. UBE2O negatively 
regulates TRAF6-mediated NF-κB activation by inhibiting TRAF6 poly-
ubiquitination. Cell Res. 2013;23(3):366–77. https://​doi.​org/​10.​1038/​cr.​
2013.​21.

	32.	 Song L, Tang S, Han X, Jiang Z, Dong L, Liu C, et al. KIBRA controls 
exosome secretion via inhibiting the proteasomal degradation of 
Rab27a. Nat Commun. 2019;10(1):1639. https://​doi.​org/​10.​1038/​
s41467-​019-​09720-x.

	33.	 Xu Y, Zhang Z, Li J, Tong J, Cao B, Taylor P, et al. The ubiquitin-conjugating 
enzyme UBE2O modulates c-Maf stability and induces myeloma cell 
apoptosis. J Hematol Oncol. 2017;10(1):132. https://​doi.​org/​10.​1186/​
s13045-​017-​0499-7.

	34.	 Hardie DG. An oncogenic role for the ubiquitin ligase UBE2O by targeting 
AMPK-α2 for degradation. Cancer Cell. 2017;31(2):163–5. https://​doi.​org/​
10.​1016/j.​ccell.​2017.​01.​010.

	35.	 Vila IK, Song SJ, Song MS. A new duet in cancer biology: AMPK the typical 
and UBE2O the atypical. Mol Cell Oncol. 2017;4(3):e1304846. https://​doi.​
org/​10.​1080/​23723​556.​2017.​13048​46.

	36.	 Vila IK, Yao Y, Kim G, Xia W, Kim H, Kim SJ, et al. A UBE2O-AMPKα2 axis 
that promotes tumor initiation and progression offers opportunities for 
therapy. Cancer Cell. 2017;31(2):208–24. https://​doi.​org/​10.​1016/j.​ccell.​
2017.​01.​003.

	37.	 Liang K, Volk AG, Haug JS, Marshall SA, Woodfin AR, Bartom ET, et al. 
Therapeutic targeting of MLL degradation pathways in MLL-rearranged 
leukemia. Cell. 2017;168(1–2):59-72.e13. https://​doi.​org/​10.​1016/j.​cell.​
2016.​12.​011.

	38.	 Mashtalir N, Daou S, Barbour H, Sen NN, Gagnon J, Hammond-Martel I, 
et al. Autodeubiquitination protects the tumor suppressor BAP1 from 
cytoplasmic sequestration mediated by the atypical ubiquitin ligase 
UBE2O. Mol Cell. 2014;54(3):392–406. https://​doi.​org/​10.​1016/j.​molcel.​
2014.​03.​002.

	39.	 Chen S, Yang J, Zhang Y, Duan C, Liu Q, Huang Z, et al. Ubiquitin-con-
jugating enzyme UBE2O regulates cellular clock function by promot-
ing the degradation of the transcription factor BMAL1. J Biol Chem. 
2018;293(29):11296–309. https://​doi.​org/​10.​1074/​jbc.​RA117.​001432.

	40.	 Huang Q, Qin D, Pei D, Vermeulen M, Zhang X. UBE2O and USP7 co-regu-
late RECQL4 ubiquitinylation and homologous recombination-mediated 
DNA repair. FASEB J. 2022;36(1):e22112. https://​doi.​org/​10.​1096/​fj.​20210​
0974R​RR.

	41.	 Ran FA, Hsu PD, Wright J, Agarwala V, Scott DA, Zhang F. Genome engi-
neering using the CRISPR-Cas9 system. Nat Protoc. 2013;8(11):2281–308. 
https://​doi.​org/​10.​1038/​nprot.​2013.​143.

	42.	 Théry C, Amigorena S, Raposo G, Clayton A. Isolation and characterization 
of exosomes from cell culture supernatants and biological fluids. Curr 
Protoc Cell Biol. 2006. https://​doi.​org/​10.​1002/​04711​43030.​cb032​2s30.

	43.	 Zhang Q, Higginbotham JN, Jeppesen DK, Yang YP, Li W, McKinley ET, 
et al. Transfer of functional cargo in exomeres. Cell Rep. 2019;27(3):940-54.
e6. https://​doi.​org/​10.​1016/j.​celrep.​2019.​01.​009.

	44.	 Gould ML, Williams G, Nicholson HD. Changes in caveolae, caveolin, and 
polymerase 1 and transcript release factor (PTRF) expression in prostate 
cancer progression. Prostate. 2010;70(15):1609–21. https://​doi.​org/​10.​
1002/​pros.​21195.

	45.	 Nguyen AT, Prado MA, Schmidt PJ, Sendamarai AK, Wilson-Grady JT, Min 
M, et al. UBE2O remodels the proteome during terminal erythroid dif-
ferentiation. Science. 2017;357(6350):eaan0218. https://​doi.​org/​10.​1126/​
scien​ce.​aan02​18.

	46.	 Théry C, Witwer KW, Aikawa E, Alcaraz MJ, Anderson JD, Andriantsito-
haina R, et al. Minimal information for studies of extracellular vesicles 
2018 (MISEV2018): a position statement of the International Society for 
Extracellular Vesicles and update of the MISEV2014 guidelines. J Extracell 
Vesicles. 2018;7(1):1535750. https://​doi.​org/​10.​1080/​20013​078.​2018.​
15357​50.

	47.	 Liu L, Pilch PF. A critical role of cavin (polymerase I and transcript 
release factor) in caveolae formation and organization. J Biol Chem. 
2008;283(7):4314–22. https://​doi.​org/​10.​1074/​jbc.​M7078​90200.

	48.	 Huang Y, Yang X, Lu Y, Zhao Y, Meng R, Zhang S, et al. UBE2O targets Mxi1 
for ubiquitination and degradation to promote lung cancer progression 
and radioresistance. Cell Death Differ. 2021;28(2):671–84. https://​doi.​org/​
10.​1038/​s41418-​020-​00616-8.

	49.	 Liu L, Pilch PF. PTRF/Cavin-1 promotes efficient ribosomal RNA transcrip-
tion in response to metabolic challenges. Elife. 2016. https://​doi.​org/​10.​
7554/​eLife.​17508.

	50.	 Fei X, Li Z, Yang D, Kong X, Lu X, Shen Y, et al. Neddylation of Coro1a 
determines the fate of multivesicular bodies and biogenesis of extracel-
lular vesicles. J Extracell Vesicles. 2021;10(12):e12153. https://​doi.​org/​10.​
1002/​jev2.​12153.

	51.	 Melo SA, Sugimoto H, O’Connell JT, Kato N, Villanueva A, Vidal A, et al. 
Cancer exosomes perform cell-independent microRNA biogenesis and 
promote tumorigenesis. Cancer Cell. 2014;26(5):707–21. https://​doi.​org/​
10.​1016/j.​ccell.​2014.​09.​005.

	52.	 Kalluri R. The biology and function of exosomes in cancer. J Clin Investig. 
2016;126(4):1208–15. https://​doi.​org/​10.​1172/​jci81​135.

	53.	 Siegel RL, Miller KD, Jemal A. Cancer statistics, 2020. CA: Cancer J Clin. 
2020;70(1):7–30. https://​doi.​org/​10.​3322/​caac.​21590.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://doi.org/10.1016/bs.ircmb.2015.07.009
https://doi.org/10.1016/bs.ircmb.2015.07.009
https://doi.org/10.1038/cr.2011.56
https://doi.org/10.1016/j.biochi.2010.03.022
https://doi.org/10.1016/j.biochi.2010.03.022
https://doi.org/10.1016/j.cell.2007.12.021
https://doi.org/10.1016/j.cell.2007.12.021
https://doi.org/10.1016/j.cell.2007.11.042
https://doi.org/10.1016/j.cell.2007.11.042
https://doi.org/10.1038/ncomms10060
https://doi.org/10.1038/ncomms10060
https://doi.org/10.1038/ncb1887
https://doi.org/10.1210/en.2014-1656
https://doi.org/10.1021/bi952105y
https://doi.org/10.1021/bi00440a047
https://doi.org/10.1038/emboj.2013.38
https://doi.org/10.1038/emboj.2013.38
https://doi.org/10.1038/cr.2013.21
https://doi.org/10.1038/cr.2013.21
https://doi.org/10.1038/s41467-019-09720-x
https://doi.org/10.1038/s41467-019-09720-x
https://doi.org/10.1186/s13045-017-0499-7
https://doi.org/10.1186/s13045-017-0499-7
https://doi.org/10.1016/j.ccell.2017.01.010
https://doi.org/10.1016/j.ccell.2017.01.010
https://doi.org/10.1080/23723556.2017.1304846
https://doi.org/10.1080/23723556.2017.1304846
https://doi.org/10.1016/j.ccell.2017.01.003
https://doi.org/10.1016/j.ccell.2017.01.003
https://doi.org/10.1016/j.cell.2016.12.011
https://doi.org/10.1016/j.cell.2016.12.011
https://doi.org/10.1016/j.molcel.2014.03.002
https://doi.org/10.1016/j.molcel.2014.03.002
https://doi.org/10.1074/jbc.RA117.001432
https://doi.org/10.1096/fj.202100974RRR
https://doi.org/10.1096/fj.202100974RRR
https://doi.org/10.1038/nprot.2013.143
https://doi.org/10.1002/0471143030.cb0322s30
https://doi.org/10.1016/j.celrep.2019.01.009
https://doi.org/10.1002/pros.21195
https://doi.org/10.1002/pros.21195
https://doi.org/10.1126/science.aan0218
https://doi.org/10.1126/science.aan0218
https://doi.org/10.1080/20013078.2018.1535750
https://doi.org/10.1080/20013078.2018.1535750
https://doi.org/10.1074/jbc.M707890200
https://doi.org/10.1038/s41418-020-00616-8
https://doi.org/10.1038/s41418-020-00616-8
https://doi.org/10.7554/eLife.17508
https://doi.org/10.7554/eLife.17508
https://doi.org/10.1002/jev2.12153
https://doi.org/10.1002/jev2.12153
https://doi.org/10.1016/j.ccell.2014.09.005
https://doi.org/10.1016/j.ccell.2014.09.005
https://doi.org/10.1172/jci81135
https://doi.org/10.3322/caac.21590

	UBE2O ubiquitinates PTRFCAVIN1 and inhibits the secretion of exosome-related PTRFCAVIN1
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Materials and methods
	Plasmids
	Cell culture, transfection and stable cell lines construction
	Immunoprecipitation assays
	Ubiquitination assays
	Purification of PTRF-D3 and UBE2O-CR2
	In vitro interaction
	Exosomes isolation
	Western blot and BCA assay
	Nanoparticle tracking analysis (NTA)
	Transmission electronic microscopy (TEM)
	Confocal imaging
	RNA extraction and real-time PCR (RT-PCR) analysis
	Statistical analysis

	Results
	UBE2O directly interacts with PTRF
	UBE2O ubiquitinates PTRF via both monoubiquitination and polyubiquitination
	UBE2O interacts with SDPR via its CR2 domain
	UBE2O downregulates the secretion of exosome-related PTRF and decreases exosome release
	UBE2O inhibits the effects of PTRF on caveolae formation
	UBE2O knockout increases the secretion of exosome-related PTRF and upregulates exosome markers
	SDPR promotes PTRF secretion via exosomes and does not block the effect of UBE2O on the secretion of exosome-related PTRF

	Discussion
	Conclusions
	Acknowledgements
	References


