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Role of UDP-glucose ceramide
glucosyltransferase in venous
malformation

Sheng Chen, Yuan Wang, Liangliang Kong, Yi Ji, Jie Cui and
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Department of Burns and Plastic Surgery, Children’s Hospital of Nanjing Medical University, Nanjing,
Jiangsu, China

Venous malformation (VM) results from the abnormal growth of the vasculature;
however, the detailled molecular mechanism remains unclear. As a
glycosyltransferase, UDP-glucose ceramide glucosyltransferase (UGCG) is localized
to the Golgi body and is a key enzyme in the first step of glycosphingolipid synthesis.
Here, we aimed to explore the relationship between UGCG and the development of
VM. First, investigations using RT-gPCR and Western blotting on the diseased
vasculature of VM patients and normal vascular tissues revealed that UGCG
expression was markedly elevated in the diseased vessels. Subsequently,
immunofluorescence assay showed that UGCG was co-localized with CD31, an
endothelial cell marker, in tissues from patients with VM and healthy subjects. Then,
we established TIE2-L914F-mutant human umbilical vein endothelial cells (HUVECs)
by lentivirus transfection. Next, Western blotting revealed that UGCG expression was
considerably higher in HUVECs™ 29 |n addition, we established a UGCG-
overexpressing HUVECs line by plasmid transfection. With the CCK8 cell
proliferation experiment, wound healing assay, and tube formation assay, we
found that UGCG could promote the proliferation, migration, and tube formation
activity of HUVECs, whereas the inhibition of UGCG could inhibit the proliferation,
migration, and tube formation activity of HUVECs™®™F Finally, Western blotting
revealed that UGCG regulates the AKT/mTOR pathway in HUVECs. These data
demonstrated that UGCG can affect the activity of vascular endothelial cells and
regulate the AKT/mTOR signaling pathway; this is a potential mechanism underlying
VM pathogenesis.
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Introduction

Venous malformation (VM) is the most common vascular malformation, with an
incidence rate of 1-5/10,000 (Cooke-Barber et al., 2020). This disease occurs at birth and
gradually intensifies with age, hormone level changes, or trauma, which can cause pain,
bleeding, anatomical distortion, and organ dysfunction (Rikihisa et al, 2020). VM
treatments have been considerably limited, primarily including compression garments,
sclerotherapy, and surgical resection (Budge et al, 2021). However, these treatments are
often less effective and regrowth is common (Goines et al., 2018). Therefore, there is an
urgent need for thorough investigations on VM and the development of new treatment
methods to achieve better clinical efficacy.
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At present, the pathogenesis of VM is not completely clear. Recent
studies have shown that TIE2 and PIK3CA are the two most important
genes that cause VM (Natynki et al., 2015; Castillo et al., 2016; Wang
et al,, 2021). The researchers found that TIE2 and PIK3CA mutations in
VM can induce the constitutive activation of AKT and enhance the
activity of the PI3K/AKT/mTOR pathway to promote angiogenesis.
mTOR is the direct substrate of AKT kinase, which promotes protein
translation, angiogenesis, and metabolism. Inhibiting mTOR can inhibit
cell growth and induce apoptosis. Rapamycin (RAPA), an mTOR
signaling pathway inhibitor, has recently shown good efficacy in
some patients with complex vascular malformations, including VM
(Boscolo et al., 2015; Dodds et al., 2020; Harbers et al., 2021). RAPA has
been reported to be better than TIE2-TKI (the inhibitor of TIE2) in the
treatment of VM murine model (Boscolo et al., 2015). Some researchers
believe that this is because RAPA can directly inhibit the AKT/mTOR
signaling pathway and bypass TIE2 (Van Damme et al, 2020).
Nevertheless, there are still some VM patients with poor efficacy
after RAPA treatment, and the underlying mechanism is not
completely clear (Geeurickx and Labarque, 2021).

TABLE 1 Clinical characteristics of patients.

10.3389/fcell.2023.1178045

Although TIE2 and PIK3CA mutations explain the occurrence
of most sporadic VMs, the pathogenesis of some VMs remains
unclear. In recent years, increasing evidence has shown that
angiogenesis is closely related to biological metabolism, and the
method by which metabolism regulates vascular germination is
parallel to the control of genetic signals (De Bock et al,, 2013; Li
et al,, 2019). With the development of metabolomics, ceramide and
glycosphingolipid (GSL) metabolism has been increasingly studied
in angiogenesis and vascular remodeling (Cogolludo et al., 2019;
Andersson et al., 2021; McGurk et al., 2021). The only enzyme in the
GSL metabolic pathway that can produce glucose ceramide from
scratch is UDP-glucose ceramide glucosyltransferase (UGCG)
(Wegner et al.,, 2018). It binds to ceramide with a P-Glycoside
bond to form glucose ceramide, which makes cells escape the pro-
apoptotic effect of ceramide (Li et al, 2021). The increased
expression of UGCG has been proven to promote the activation
of the AKT/mTOR signaling pathway in various cell lines (Natoli
et al, 2010; Hartwig and Hoglinger, 2021). In studies on
emphysema, UGCG has been proven to affect the apoptosis of

Id Gender Age (year) Location Pathological classification
1 Male 10 Leg VM
2 Female 5 Hand VM
3 Female 2 Haunch VM
4 Female 4 Hand VM
5 Female 1 Face VM
6 Male 2 Hand VM
7 Female 3 Back VM
8 Female 9 Face VM
9 Male 4 Hand VM
10 Male 6 Foot VM
11 Male 6 Face VM
12 Male 4 Foot VM
13 Female 3 Chest VM
14 Female 1 Foot VM
15 Male 5 Neck VM
16 Female 5 Face VM
17 Male 10 Lip VM
18 Male 6 Chest VM
19 Male 3 Tongue VM
20 Female 10 Leg VM
21 Female 5 Hand VM
22 Female 8 Leg VM
23 Female 4 Chest VM
24 Male 2 Foot VM

VM, venous malformation
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Upregulation of UDP-glucose ceramide glucosyltransferase (UGCG) expression in patients with venous malformation. (A,B) The mRNA (A) and
protein (B) expression levels of UGCG were detected in the vascular tissues of venous malformation patients and normal subjects. (C) UGCG and
CD31 were co-stained in the tissue sections from venous malformation patients and normal subjects. DAPI was used to indicate the cell nucleus. **p <

0.01 as compared with the normal vein. Scale bar, 50 mm.

pulmonary microvascular endothelial cells by regulating the mTOR
pathway (Koike et al., 2019). Furthermore, UGCG is also associated
with Andeson-Fabry disease (AFD), a rare X-linked recessive
inherited congenital error of sphingolipid metabolism, often
manifested as systemic vasokeratinoma formation, similar to a
partial VM phenotype (Tuttolomondo et al., 2021; Matarneh
et al, 2022). However, the role of UGCG in VM is unclear.
Therefore, we assessed UGCG expression levels in VMs and
explored the potential significance.

Materials and methods
Patients and samples
Twenty-four patients with VM (no history of preoperative

treatment) from 2020 to 2021 in the Children’s Hospital of Nanjing
Medical University (Nanjing, China) were selected, and surgically
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excised VM tissues were collected (Table 1). Twenty cases of normal
tissues (Vascular tissues from trauma patients) were selected as the
control group. The tissue specimens were transferred to liquid nitrogen
for preservation. This study was approved by the Ethics Committee of
the Nanjing Medical University (201902068-1), and written informed
consent was obtained from all patients or their guardians before
specimen collection.

Cell culture and treatment

HUVECs (cat. no. 8000) were purchased from ScienCell
(United States) and cultured in endothelial cell medium (ECM;
ScienCell Research Laboratories, Inc., San Diego, CA, United States)
containing 10% fetal bovine serum (FBS). Cells were cultured in a
humidified atmosphere with 5% CO2 at 37°C. The culture medium
was replaced every 2-3 days according to the condition of cell
growth. The cells were subcultured at approximately 80%-90%
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Upregulation of UGCG and CD31 expression in patients with venous malformation. (A) UGCG and CD31 were co-stained in the tissue sections from
venous malformation patients and normal subjects. DAPI was used to indicate the cell nucleus. (B,C) Expression levels of UGCG and CD31 were detected
in the vascular tissues of venous malformation patients and normal subjects. (D,E) Expression of UGCG normalized to the area and expression level of
CD31. **p < 0.01, ***p < 0.001 as compared with the normal vein. Scale bar, 20 mm

confluence. For all experiments, HUVECs from passages 2 to
9 were used.

Cells transduction

Lentiviral vectors expressing TIE-WT and TIE2-L914F were
generated by GenePharma (Shanghai, China). Briefly, full-length
TIE2-WT or TIE2-L914F were cloned into pMZXs vector and
packaging cell line 293-GPG VSV-G was transfected for
retrovirus production with Fugene 6 (Roche). HUVECs were
seeded on a 6-well plate overnight and then transduced with
lentiviral vectors expressing TIE-WT and TIE2-L914F in the
presence of polybrene (8 mg/mL). After transduction overnight,
cells. The
confirmed by fluorescence

puromycin was used to screen the positive

transduction  efficiency  was
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microscopy and Western blotting. The UGCG expression
plasmid (pEX-3 vector) and the blank vector were purchased
from GenePharma (Shanghai, China). Stable transduction was
performed using Lipofectamine” 2000 Reagent (Invitrogen by Life
Technologies) according to the manufacturer’s protocol. Cells were
incubated at 37°C with 5% CO, for 5-6 h and cultured in a complete

medium for 24-48 h for the following experiment.

Wound healing assay

HUVECs were seeded at a density of 1 x 10° cells per well in
6-well plates. After cells were attached to the bottom, wounds
were generated by a sterile pipette aspiration head and the
ECM was replaced with a medium without FBS. Images from
the same perspective were observed and collected every 24 h.
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FIGURE 3

Upregulation of UDP-glucose ceramide glucosyltransferase

(UGCG) expression in HUVECs™®2-914F (A) The bright-field and
fluorescent view of HUVECs transduced with TIE2-L914F mutant-GFP
lentivirus under the microscope. (B) The phosphorylated

TIE2 and TIE2 level was detected by WB. (C) The UGCG,
phosphorylated TIE2 and TIE2 level was detected by WB. *p < 0.05 as
compared with the control group. Scale bar, 100 mm. N = 3.
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Cell count kit-8

This experiment was performed using the cell count kit-8
(CCK8) (Beyotime Institute of Biotechnology). After «cell
starvation overnight, HUVECs (3,000/well) were placed on 96-
well plates, and CCK8 (10 pL) was added to each well. After 2h
of incubation, the absorbance values were measured at 450 nm,
using a Multiskan FC (Thermo Fisher Scientific, Inc.).

In vitro tube formation assay

Tube formation assay was performed as described in previous
studies. It was performed in 96-well plates coated with 50 uL of
Matrigel Basement Membrane Matrix Growth Factor Reduced (cat.
354230; Corning Inc.), which was allowed to form a gel at 37°C for
1 h. Thereafter, 3 x 10* cells in ECM without FBS were seeded onto
the Matrigel and incubated at 37°C for 12 h. The formation of
tubular structures was captured using a Nikon Eclipse 80i
Microscope (Nikon, Japan). Vascular lengths and branch points
in each group were quantified using the Image] software plin-in
Angiogenesis Analyzer.

Immunofluorescence

Tissue samples were fixed in 4% paraformaldehyde and
embedded in paraffin. The tissue sections were cut into 4-mm
thick sections on a slicer. Antigen repair was performed with
Tris/EDTA buffer (pH 9.0). The samples were blocked with 5%
bovine serum albumin and incubated with primary antibodies
against UGCG  (1:200; cat. 1no.sc-293235; Santa Cruz
Biotechnology, Inc.) and CD31 (1:200; cat. no.3528; Cell
Signaling Technology, Inc.) at 4°C overnight. The samples were
incubated with solutions containing secondary antibodies
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UDP-glucose ceramide glucosyltransferase (UGCG) overexpression in human umbilical vein endothelial cells (HUVECSs). (A) Expression analysis of
UGCG mRNA in HUVECs by RTg-PCR. (B) Expression analysis of UGCG protein in HUVECs by WB. **p < 0.01 as compared with the control group. N = 3.
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control group, **p < 0.01, ***p < 0.001, ****p < 0.0001 as compared with the control group or HUVECs™®"14F N = 6.

conjugated to Cy3 (1:200; cat. no.A0516; Beyotime Institute of
Biotechnology) and FITC (1:200; cat. no.A0568; Beyotime
Institute of Biotechnology) at room temperature for 1h. DAPI
(1:1000; Beyotime Institute of Biotechnology) was used for
nuclear counterstaining. Sample analysis and image acquisition
were carried out using a laser confocal microscope (Zeiss, Germany).

Western blot analysis

First, the tissue or cells were washed twice with ice-cold PBS and
incubated for 30 min on ice with RIPA buffer (Beyotime Institute of
Biotechnology). Total protein was collected after high-speed centrifugation
(10,000 g) for 30 min at 4°C, and the protein concentration was detected
using a BCA kit (Beyotime Institute of Biotechnology). Subsequently, the
lysate was loaded into 7.5% SDS-PAGE and transferred to 0.22 um
polyvinylidene difluoride membranes. Membranes were blocked with
skimmed milk powder of 5% mass concentration at room temperature
for 1.5 h and incubated with the following primary antibodies: GAPDH (1:
1,000; cat. n0.10494-1-AP; ProteinTech Group, Inc.), f-actin (1:1,000; cat.
10.66009-1-Ig; ProteinTech Group, Inc.), vinculin (1:1,000; cat. n0.66305-

Frontiers in Cell and Developmental Biology

1-Ig; ProteinTech Group, Inc.), UGCG (1:1,000; cat. no.sc-293235; Santa
Cruz Biotechnology, Inc.), AKT (1:1,000; cat. n0.2920; Cell Signaling
Technology, Inc.), p-AKT (1:1,000; cat. no4060; Cell Signaling
Technology, Inc.), mTOR (1:1,000; cat. no.66888-1-Ig; ProteinTech
Group, Inc.), p-mTOR (1:1,000; cat. no.67778-1-Ig; ProteinTech Group,
Inc.), TIE2 (1:1,000; cat. no.ab221154; Abcam), p-TIE2 (1:1,000; cat.
no.abl51704; Abcam) and Cycin D1 (1:1,000; cat. no.60186-1-Ig;
ProteinTech Group, Inc.) at 4°C overnight. Samples were washed three
times with TBST. The membrane and HRP-labeled goat anti-secondary
antibody (1:2,000; cat. n0o.SA00001-1 or cat. no.SA00001-2; ProteinTech
Group, Inc.) were incubated at room temperature for 1h. Grayscale
analysis was performed with Image] software.

Real-time quantitative reverse transcription
PCR analysis

Tissue samples from patients were stored in liquid nitrogen until use.
Total RNA from cultured cells and tissues was extracted with TRIzol
reagent (Vazyme Biotech Co., Ltd.), and cDNA was synthesized using the
PrimeScript RT reagent kit (Takara Biotechnology Co., Ltd.) according to

06 frontiersin.org
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Impaired cell migration in human umbilical vein endothelial cells (HUVECs) (A) Migration of HUVECs/Ctrl, HUVECs/NC, and HUVECs/UGCG was
performed with an in vitro scratch assay. (C) Migration of HUVECs™®°*F and HUVECs™®9*F treated with Genz was performed with an in vitro scratch
assay. (B,D) The migration rate of cells was measured and quantified with ImageJ. Images were acquired at 0 h and 24 h in the assay. The lines define the
area lacking cells. *p < 0.05 as compared with the control group or HUVECs™2"9%%F Scale bar, 200 mm. N = 3.

the manufacturer’s instructions. gPCR was conducted using the SYBR
Green PCR master mix (Takara Biotechnology Co., Ltd.) in 20 pL reactions
according to the manufacturer’s instructions. The reaction protocol
included incubations at 95°C for 30 s, followed by 40 cycles of 95°C for
5sand 60°C for 30 s. GAPDH served as an endogenous control. Relative
expression was calculated using the comparative quantification cycle (Cq)
method (27*9). The primer sequences used for real-time PCR are listed as
follows.
UGCG - F: 5’GAATGGCCGTCTTCGGGTT3'
UGCG - R: 5’ AGGTGTAATCGGGTGTAGATGAT3'
GAPDH - F: 5'GCACCGTCAAGGCTGAGAAC3'

GAPDH - R: 5'GGATCTCGCTCCTGGAAGATG3’

Statistical analysis

All experiments were repeated >3 times and data are presented as
standard deviation. All data were analyzed using SPSS

mean =+

Frontiers in Cell and Developmental Biology

230 software (IBM Corp., Armonk, NY, United States). The
differences between two means were analyzed with the Student’s t-test.
Comparisons among >3 groups were performed using one-way analysis
of variance (ANOVA) followed by Tukey’s multiple comparisons. Values
of p < 0.05 were statistically significant. Data were visualized with
GraphPad Prism 8.0 software (GraphPad Software, La Jolla, CA,
United States).

Results

Upregulation of UGCG expression in
patients with VM

Preliminary literature study indicated a possible link between
UGCG and VM (Rajesh et al., 2005; Sasaki and Toyoda, 2013;
Wegner et al., 2018; Kang et al, 2019; Koike et al., 2019).
Therefore, we speculate that UGCG may play a role in VM
progression. Twenty-four patients were included in this study.
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First, we determined the level of UGCG expression in the
vascular tissues of VM patients and healthy subjects using
RTq-PCR. We discovered that the mRNA level of UGCG in
patients with VM was considerably greater than that in the
control group (Figure 1A). Next, Western blotting results
indicated that UGCG protein levels were considerably higher
in the vascular tissues of patients with VM (Figure 1B). In
addition, immunofluorescence revealed that UGCG was co-
localized with CD31, an endothelial cell marker, in the tissues
from VM patients and the control group (Figure 1C). Given the
high vascularity of VM tissues, we locally enlarged the Figures
and found that the fluorescence intensity of UGCG in VM tissues
was significantly enhanced compared to the control group
(Figure 2A). To check, we have calculated the expression area
and level of CD31 in the vascular tissues of VM patients and
healthy subjects with the results of immunofluorescence. The
results showed that the expression level of CD31 were higher in

Frontiers in Cell and Developmental Biology

the VM tissues (Figure 2B). Subsequently, the expression level of
UGCG was calculated, and normalized to the expression area and
level of CD31. The results confirmed that UGCG was
significantly increased in VM tissues (Figures 2C-E).

Upregulation of UGCG expression in TIE2-
L914F-mutant HUVECs

Considering that the somatic mutation of TIE2-L914F accounts for
77% of patients with mutation-positive lesions, we transduced HUVECs
with TIE2-L914F-mutant GFP lentivirus (Limaye et al., 2009; Soblet
et al, 2013). The transfection efficiency was verified by fluorescence
microscopy and Western blotting (Figures 3A, B). Then, the expression
level of UGCG in HUVECs and HUVECs™ " was determined by
Western blotting. The results showed that UGCG expression was
enhanced in HUVECs™™ ™" (Figure 3C).
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Tube formation activity of human umbilical vein endothelial cells (HUVECs). (A) Tube formation of HUVECs/Ctrl, HUVECs/NC, and HUVECs/UGCG

was performed with Matrigel. (C) Tube formation of HUVECs™®"°1F and HUVECs™®21°%F treated with Genz was performed with Matrigel. (B,D) The
number of tube-like structures and the lengths of the branches were measured and quantified with ImageJ. The images were captured after 12 h of
incubation. *p < 0.05 as compared with the control group or HUVECs™2"914F Scale bar, 200 mm. N = 3.

Establishing a UGCG-overexpressing
HUVECs line

HUVECs were transduced with a UGCG expression plasmid
(HUVECs/UGCG) or a control vector (HUVECs/NC) (HUVECs/
Ctrl = no transfection). The expression levels of UGCG mRNA and
protein in transduced HUVECs were detected by RTq-PCR and
Western blotting. The results showed that the mRNA and protein
expression levels of UGCG in HUVECs/UGCG were significantly
higher than those in HUVECs/NC and HUVECs/Ctrl (Figures 4A, B).

UGCG promotes the proliferation of
HUVECs

To verify the effect of UGCG on cell proliferation, we used the
CCK8 experiment to detect the proliferation of HUVECs after plasmid
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transfection. The results showed that the cell viability of HUVECs/
UGCG was significantly higher than those of HUVECs/Ctrl and
HUVECs/NC (Figure 5A). Genz-123346 (Genz; UGCG inhibitor)
has been demonstrated to selectively inhibit UGCG in several cellular
and animal models (Zhao et al., 2007; Natoli et al., 2010; Chai et al.,
2011). To determine the optimal concentration of Genz in HUVECs
experiments, we treated HUVECs™™ ¥ with Genz (1, 2, 5, or 10 uM)
for 24 h. The CCK8 experiment showed a significant reduction in cell
viability (p < 0.01) at the lowest Genz concentration (2 uM) (Figure 5B).
In order to test the on-target efficacy of Genz, we conducted
CCK8 experiment on siRNA depletion of UGCG in HUVECs™*
14 and Genz exposure of normal HUVECs. The results showed
that the cell viability of HUVECs™™'"*/siUGCG was significantly
lower than those of HUVECs™™™ and HUVECs™™"“//NC
(Figure 5C). In addition, the CCK8 experiment showed a significant
reduction in cell viability of normal HUVECs at the lowest Genz
concentration (10 uM) (Figure 5D).
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Tube formation activity of human umbilical vein endothelial cells (HUVECs). (A) Tube formation of HUVECs/Ctrl and HUVECs/Ctrl treated with Genz
was performed with Matrigel. (C) Tube formation of HUVECs™®""T and HUVECs"® T treated with Genz was performed with Matrigel. (B,D) The number
of tube-like structures and the lengths of the branches were measured and quantified with Imaged. Scale bar, 200 mm. N = 6.

UGCG promotes the migratory ability of
HUVECs

We used a wound-healing assay to detect the effect of UGCG on
cell migration. The results showed that the number of cells migrating
to the scratch midline of HUVECs/UGCG increased significantly,
compared with the HUVECs/Ctrl and HUVECs/NC (Figures 6A,
B). In addition, cell migration significantly decreased in the
HUVECs™ 2 ™"F treated with Genz (1 uM), compared with the
control group (Figures 6C, D). Besides, we supplemented the
wound-healing assay to detect the effect of Genz in HUVECs
and HUVECs™ ™7, and the results showed that Genz had no
significant effect on the migratory ability of them (Figures 7A-D).
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UGCQG facilitates the tube formation activity
of HUVECs

To validate the effect of UGCG on the tube capacity of HUVECs,
we plated HUVECs onto a solubilized and subsequently solidified
basement membrane extract matrix. After 12h of incubation, we
determined the mean lumen length and the average number of
branches in each group. The results showed that tube formation
increased in HUVECs/UGCG, compared with HUVECs/Ctrl and
HUVECs/NC (Figures 8A, B). In addition, tube formation decreased
in the HUVECs™"*F treated with Genz (1 uM), compared with the
control group (Figures 8C, D). Besides, we supplemented the tube
formation experiments to detect the effect of Genz in HUVECs and
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HUVECs"™ ™!, and the results showed that Genz had no significant
effect on the tube formation activity of them (Figures 9A-D).

UGCG activates the AKT/mTOR signaling
pathway in HUVECs

To further understand how UGCG controls the fate of HUVECs,
we determined the effect of UGCG on AKT/mTOR signaling. First, we
assessed the phosphorylation of AKT and mTOR in HUVECs/Cttl,
HUVECs/NC, and HUVECs/UGCG by Western blotting. The results
showed that the phosphorylation of AKT and mTOR increased after
UGCG overexpression (Figures 10A, B). Subsequently, the
phosphorylation of AKT and mTOR in HUVECs"™™ ™", with or
without Genz (1 pM) intervention, was detected by Western blotting.
The results showed that the expression of p-AKT and p-mTOR in
HUVECs™™ ™" after Genz intervention significantly decreased,
compared with the control group (Figures 10C, D). In addition, we
assessed the expression of UGCG, p-TIE2, TIE2, p-AKT, AKT,
p-mTOR, and mTOR by Western blotting in HUVECs™* ™" and
HUVECs™ 19" with or without Genz (1 uM) intervention. The result
shows that the expression of UGCG, p-AKT and p-mTOR in
HUVECs"™™ """ after Genz intervention significantly decreased,
compared with the control group, while there was no significant
change in HUVECs™™T (Figure 11A, B, D, E). Besides, there was
no significant change in the expression level of p-TIE2 after Genz
treatment (Figures 11A, C). Given the direct impact of Genz on cell
cycle mechanisms previously confirmed in mouse models (Natoli et al,,
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2010), we detected the expression of Cyclin D1 by Western blotting,
while the expression level of Cyclin D1 did not show significant changes
(Figures 11A, F). These data suggest that UGCG can regulate AKT/
mTOR signaling in HUVECs.

Discussion

The most important findings of this study are the increased UGCG
expression levels in the diseased vascular tissues of VM patients and
HUVECs with TTE2-L914F mutation. Subsequently, we demonstrated
in HUVECs and HUVECs™™"'*F that UGCG regulates the AKT/
mTOR pathway and plays an important role in the proliferation,
migration, and tube formation of vascular endothelial cells. In the
present study, we demonstrated that UGCG may lead to the
pathogenesis of VM by modulating the AKT/mTOR signaling
pathway to alter the angiogenic activity of endothelial cells.

In recent years, increasing evidence has shown that the transition of
endothelial cells from a long-term static state to an active growth state is
not only controlled by genetic signals but also closely related to
biological metabolism (Goines et al., 2018). Recently, there has been
an increase in the number of studies on sphingolipid metabolism and
angiogenesis. The primary enzyme in the first stage of GSL production
is UGCG, a glycosyltransferase mostly found on the Golgi apparatus
(Schomel et al., 2020a). According to earlier research, overexpression of
UGCG can change the metabolic state of cells from quiescent to active
and greatly raise the amount of oxidative phosphorylation (Schomel
et al, 2020b). The primary job of UGCG is to encourage the formation
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UDP-glucose ceramide glucosyltransferase (UGCG) regulates the AKT/mTOR signaling pathway in human umbilical vein endothelial cells (HUVECs).
(A—F) Western blot analysis of UGCG, p-TIE2, TIE2, p-AKT, AKT, p-mTOR, mTOR, and Cyclin D1 on HUVECs"®""T, HUVECs"®*""T treated with Genz,
HUVECs™®2-1914F and HUVECs 21914 treated with Genz. **p < 0.05 as compared with the HUVECs™®2"WT or HUVECs"2'914F N = 3.

of glucosylceramide from the glycosylation of ceramide, which results in
a range of more complicated GSLs. One of the risk factors for
cardiovascular disease is ceramide, a precursor to GSLs. It has been
demonstrated that ceramide inhibits angiogenesis by lowering vascular
endothelial growth factor production (Bansode et al., 2011). GSLs,
which are a part of cell membranes, are crucial in angiogenesis, which is
linked to coronary heart disease, vascular problems associated with
diabetes, inflammatory vascular disease, and tumor metastasis.
Lactoceramide formed by adding galactose to glucosylceramide has
also been proven to be involved in the regulation of cell proliferation
and angiogenesis (Rajesh et al,, 2005). In addition, AFD, an inherited
lysosomal storage disorder that frequently results in renal failure,
hypertensive cardiac disease, and vascular disease, is linked to
UGCG (Stamerra et al, 2021). According to recent research,
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vascular diseases are primarily caused by globotriaosylceramide
(Gb3) accumulation, which results in endothelial cell dysfunction.
However, selective UGCG
Gb3 from AFD cell lines and stop vascular disease progression (Abe
et al,, 2000).

In this study, after observing that the expression of UGCG in the
diseased vascular tissue of VM patients and HUVECs™™*F
significantly increased, we established a stable UGCG-overexpressing
HUVECs line and used the UGCG-specific inhibitor Genz to inhibit the
expression of UGCG in HUVECs™™ ™" for in vitro experiments. The
findings demonstrated that UGCG overexpression considerably
improved the capacity of HUVECs to proliferate, migrate, and form
tubes, whereas UGCG inhibition dramatically decreased these same
functions in HUVECs™™ 1,

inhibitors can effectively remove
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Previous studies identified activating somatic mutations in the
gene encoding the endothelial-specific tyrosine kinase receptor TEK
(TIE2) in almost half of sporadic VM cases, and PIK3CA mutations
in approximately 27% of the others (Du et al., 2017; Si et al., 2020).
The TIE2 receptor activates the PI3K/AKT/mTOR pathway by
binding to its ligands Angl and Ang2 (Bilimoria and Singh,
2019). PIK3CA encodes the 110-kD catalytic a-subunit of PI(3)K
(p110a), which leads to the activation of PDK1 and phosphorylates
AKT on Thr308 (Venot et al., 2018). In vitro studies have confirmed
that TIE2 and PIK3CA share a common cross-signal transduction
pathway, which regulates angiogenesis and stability by affecting the
PI3K/AKT/mTOR pathway (Seront et al., 2019).

As previously stated, UGCG is an important enzyme that catalyzes
glucosylceramide production, which is linked to the AKT/mTOR
pathway. Previous studies have reported that UGCG overexpression
stimulates glucosylceramide accumulation in cells, thereby promoting
the formation of a range of complex GSLs. This strengthens GSL
integration on the cell membrane and changes the lipid composition of
the cell membrane, leading to changes in the biophysical membrane
properties of GSL-enriched microdomains, thus leading to AKT/mTOR
pathway activation (Shayman, 2018; Wu et al, 2018). Studies on
emphysema and other related diseases have found that inhibiting
UGCG expression can promote apoptosis of human pulmonary
microvascular endothelial cells by inhibiting the activation of the
mTOR pathway (38). Owing to the important role of the AKT/
mTOR pathway in the occurrence and development of VM and the
fact that UGCG can affect the activation of the AKT/mTOR pathway,
we speculate that UGCG may affect the behavior of vascular endothelial
cells by regulating the AKT/mTOR pathway and ultimately participate
in the development of VM.

We further evaluated the mechanism of action of UGCG in
HUVECs and HUVECs"™™™  As expected, we found that
overexpression of UGCG could activate the phosphorylation of AKT
and mTOR, and the phosphorylation of AKT and mTOR decreased
after UGCG inhibition. These findings suggest that UGCG may
promote VM formation through the activation of the AKT/mTOR
pathway and that inhibition of UGCG expression may provide a
possible therapeutic strategy for the treatment of partial VM.

Conclusion

This study identified high UGCG expression in VM patients and
HUVECs™™*f By conducting a series of relevant experiments on
vascular endothelial cell lines, we demonstrated that UCGC can
regulate AKT/mTOR signaling and affect cell proliferation,
migration, and tube formation activities, thus providing a
potential therapeutic target for the treatment of VM.

References

Abe, A., Arend, L., Lee, L., Lingwood, C., Brady, R, and Shayman, J. (2000).
Glycosphingolipid depletion in fabry disease lymphoblasts with potent inhibitors of
glucosylceramide synthase. Kidney Int. 57 (2), 446-454. doi:10.1046/j.1523-1755.2000.
00864.x

Andersson, L., Cinato, M., Mardani, I, Miljanovic, A., Arif, M., Koh, A,, et al. (2021).
Glucosylceramide synthase deficiency in the heart compromises 31-adrenergic receptor
trafficking. Eur. heart J. 42 (43), 4481-4492. doi:10.1093/eurheartj/ehab412

Frontiers in Cell and Developmental Biology

13

10.3389/fcell.2023.1178045

Data availability statement

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and accession
number(s) can be found in the article/Supplementary Material.

Ethics statement

This study was approved by the Ethics Committee of the
Nanjing Medical University. Written informed consent to
participate in this study was provided by the participants’ legal
guardian/next of kin.

Author contributions

JC and WS designed the experiments. YW and Y]
performed the clinical sample preparation and analyzed the
clinical data. SC and LK performed the other experiments. LK
and JC performed the statistical analyses. SC wrote and edited
the manuscript. All authors listed have made a substantial,
direct, and intellectual contribution to the work and approved
it for publication.

Funding

The current study was supported by the Science and Technique
Development Foundation of Nanjing Medical University (grant
n0.2018NJMUZD047).

Conflict of interest

The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be
construed as a potential conflict of interest.

Publisher’'s note

All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated
organizations, or those of the publisher, the editors and the
reviewers. Any product that may be evaluated in this article, or
claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Bansode, R., Ahmedna, M., Svoboda, K., and Losso, J. (2011). Coupling in vitro
and in vivo paradigm reveals a dose dependent inhibition of angiogenesis followed
by initiation of autophagy by C6-ceramide. Int. J. Biol. Sci. 7 (5), 629-644. doi:10.
7150/ijbs.7.629

Bilimoria, J., and Singh, H. (2019). The angiopoietin ligands and tie receptors:
Potential diagnostic biomarkers of vascular disease. J. Recept. signal Transduct. Res.
39 (3), 187-193. doi:10.1080/10799893.2019.1652650

frontiersin.org


https://doi.org/10.1046/j.1523-1755.2000.00864.x
https://doi.org/10.1046/j.1523-1755.2000.00864.x
https://doi.org/10.1093/eurheartj/ehab412
https://doi.org/10.7150/ijbs.7.629
https://doi.org/10.7150/ijbs.7.629
https://doi.org/10.1080/10799893.2019.1652650
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org
https://doi.org/10.3389/fcell.2023.1178045

Chen et al.

Boscolo, E., Limaye, N., Huang, L., Kang, K., Soblet, J., Uebelhoer, M., et al. (2015).
Rapamycin improves TIE2-mutated venous malformation in murine model and human
subjects. J. Clin. investigation 125 (9), 3491-3504. doi:10.1172/JCI76004

Budge, E., Khalil Allam, M., Mechie, L, Scully, M., Agu, O., and Lim, C. (2021).
Venous malformations: Coagulopathy control and treatment methods. Phlebology 36
(5), 361-374. doi:10.1177/0268355520972918

Castillo, S., Tzouanacou, E., Zaw-Thin, M., Berenjeno, L., Parker, V., Chivite, I.,
et al. (2016). Somatic activating mutations in Pik3ca cause sporadic venous
malformations in mice and humans. Sci. Transl. Med. 8 (332), 332ra43. doi:10.
1126/scitranslmed.aad9982

Chai, L., McLaren, R, Byrne, A, Chuang, W., Huang, Y., Dufault, M., et al. (2011).
The chemosensitizing activity of inhibitors of glucosylceramide synthase is mediated
primarily through modulation of P-gp function. Int. J. Oncol. 38 (3), 701-711. doi:10.
3892/ij0.2010.888

Cogolludo, A., Villamor, E., Perez-Vizcaino, F., and Moreno, L. (2019). Ceramide and
regulation of vascular tone. Int. J. Mol. Sci. 20 (2), 411. doi:10.3390/ijms20020411

Cooke-Barber, J., Kreimer, S., Patel, M., Dasgupta, R., and Jeng, M. (2020). Venous
malformations. Seminars Pediatr. Surg. 29 (5), 150976. doi:10.1016/j.sempedsurg.2020.
150976

De Bock, K., Georgiadou, M., and Carmeliet, P. (2013). Role of endothelial cell
metabolism in vessel sprouting. Cell. metab. 18 (5), 634-647. d0i:10.1016/j.cmet.2013.
08.001

Dodds, M., Tollefson, M., Castelo-Soccio, L., Garzon, M., Hogeling, M., Hook, K.,
et al. (2020). Treatment of superficial vascular anomalies with topical sirolimus: A
multicenter case series. Pediatr. Dermatol. 37 (2), 272-277. doi:10.1111/pde.14104

Du, Z., Zheng, J., Zhang, Z., and Wang, Y. (2017). Review of the endothelial
pathogenic mechanism of TIE2-related venous malformation. J. Vasc. Surg. Venous
lymphatic Disord. 5 (5), 740-748. doi:10.1016/j.jvsv.2017.05.001

Geeurickx, M., and Labarque, V. (2021). A narrative review of the role of sirolimus in
the treatment of congenital vascular malformations. J. Vasc. Surg. Venous lymphatic
Disord. 9 (5), 1321-1333. doi:10.1016/j.jvsv.2021.03.001

Goines, J., Li, X., Cai, Y., Mobberley-Schuman, P., Metcalf, M., Fishman, S., et al.
(2018). A xenograft model for venous malformation. Angiogenesis 21 (4), 725-735.
doi:10.1007/s10456-018-9624-7

Harbers, V., Rongen, G., van der Vleuten, C., Verhoeven, B., de Laat, P., van der Horst,
C., et al. (2021). Patients with congenital low-flow vascular malformation treated with
low dose sirolimus. Adv. Ther. 38 (6), 3465-3482. doi:10.1007/s12325-021-01758-y

Hartwig, P., and Hoglinger, D. (2021). The glucosylceramide synthase inhibitor
PDMP causes lysosomal lipid accumulation and mTOR inactivation. Int. J. Mol. Sci. 22
(13), 7065. doi:10.3390/ijms22137065

Kang, J., Kaissarian, N., Desch, K., Kelly, R., Shu, L., Bodary, P., et al. (2019). a-
galactosidase A deficiency promotes von Willebrand factor secretion in models of Fabry
disease. Kidney Int. 95 (1), 149-159. doi:10.1016/j.kint.2018.08.033

Koike, K., Berdyshev, E., Mikosz, A., Bronova, I, Bronoff, A, Jung, J., et al. (2019).
Role of glucosylceramide in lung endothelial cell fate and emphysema. Am. J. Respir.
Crit. care Med. 200 (9), 1113-1125. doi:10.1164/rccm.201812-23110C

Li, R, Hao, Y., Wang, Q., Meng, Y., Wu, K,, Liu, C,, et al. (2021). ECHSI1, an
interacting protein of LASP1, induces sphingolipid-metabolism imbalance to promote
colorectal cancer progression by regulating ceramide glycosylation. Cell. death Dis. 12
(10), 911. doi:10.1038/s41419-021-04213-6

Li, X,, Kumar, A, and Carmeliet, P. (2019). Metabolic pathways fueling the
endothelial cell drive. Annu. Rev. physiology 81, 483-503. doi:10.1146/annurev-
physiol-020518-114731

Limaye, N., Wouters, V., Uebelhoer, M., Tuominen, M., Wirkkala, R, Mulliken, J., et al.
(2009). Somatic mutations in angiopoietin receptor gene TEK cause solitary and multiple
sporadic venous malformations. Nat. Genet. 41 (1), 118-124. doi:10.1038/ng.272

Matarneh, B., Cottrell, C., Choi, S., Pearson, G., Fung, B., Koo, S., et al. (2022). KRIT1-
positive hyperkeratotic cutaneous capillary venous malformation. Pediatr. Dermatol. 39
(2), 250-254. doi:10.1111/pde.14900

McGurk, K., Keavney, B., and Nicolaou, A. (2021). Circulating ceramides as

biomarkers of cardiovascular disease: Evidence from phenotypic and genomic
studies. Atherosclerosis 327, 18-30. doi:10.1016/j.atherosclerosis.2021.04.021

Frontiers in Cell and Developmental Biology

14

10.3389/fcell.2023.1178045

Natoli, T., Smith, L., Rogers, K., Wang, B., Komarnitsky, S., Budman, Y., et al. (2010).
Inhibition of glucosylceramide accumulation results in effective blockade of polycystic
kidney disease in mouse models. Nat. Med. 16 (7), 788-792. doi:10.1038/nm.2171

Nitynki, M., Kangas, J., Miinalainen, I, Sormunen, R., Pietili, R., Soblet, J., et al.
(2015). Common and specific effects of TIE2 mutations causing venous malformations.
Hum. Mol. Genet. 24 (22), 6374-6389. doi:10.1093/hmg/ddv349

Rajesh, M., Kolmakova, A., and Chatterjee, S. (2005). Novel role of lactosylceramide
in vascular endothelial growth factor-mediated angiogenesis in human endothelial cells.
Circulation Res. 97 (8), 796-804. doi:10.1161/01.RES.0000185327.45463.A8

Rikihisa, N., Akita, S., Osuga, K., Mimura, H., Yuzuriha, S., and Sasaki, S. (2020).
Evaluation of pain incidence due to venous malformation based on data from
85 institutions in Japan. J. Vasc. Surg. Venous lymphatic Disord. 8 (2), 244-250.
doi:10.1016/j.jvsv.2019.03.008

Sasaki, N., and Toyoda, M. (2013). Glycoconjugates and related molecules in human
vascular endothelial cells. Int. J. Vasc. Med. 2013, 963596. doi:10.1155/2013/963596

Schémel, N., Geisslinger, G., and Wegner, M. (2020). Influence of glycosphingolipids
on cancer cell energy metabolism. Prog. lipid Res. 79, 101050. doi:10.1016/j.plipres.2020.
101050

Schémel, N., Gruber, L., Alexopoulos, S., Trautmann, S., Olzomer, E., Byrne, F., et al.
(2020). UGCG overexpression leads to increased glycolysis and increased oxidative
phosphorylation of breast cancer cells. Sci. Rep. 10 (1), 8182. doi:10.1038/s41598-020-
65182-y

Seront, E., Van Damme, A., Boon, L., and Vikkula, M. (2019). Rapamycin and
treatment of venous malformations. Curr. Opin. Hematol. 26 (3), 185-192. doi:10.1097/
MOH.0000000000000498

Shayman, J. (2018). Targeting glucosylceramide synthesis in the treatment of rare and
common renal disease. Seminars Nephrol. 38 (2), 183-192. doi:10.1016/j.semnephrol.
2018.01.007

Si, Y., Huang, J., Li, X, Fu, Y., Xu, R, Du, Y., et al. (2020). AKT/FOXOL1 axis links
cross-talking of endothelial cell and pericyte in TIE2-mutated venous malformations.
Cell. Commun. Signal. CCS 18 (1), 139. doi:10.1186/512964-020-00606-w

Soblet, J., Limaye, N., Uebelhoer, M., Boon, L., and Vikkula, M. (2013). Variable
somatic TIE2 mutations in half of sporadic venous malformations. Mol. Syndromol. 4
(4), 179-183. doi:10.1159/000348327

Stamerra, C., De Feo, M., Castelli, V., d’Angelo, M., Cimini, A., Grassi, D., et al.
(2021). Effects of agalsidase-p administration on vascular function and blood pressure
in familial Anderson-Fabry disease. Eur. J. Hum. Genet. EJHG 29 (2), 218-224. doi:10.
1038/541431-020-00721-9

Tuttolomondo, A., Simonetta, I, Riolo, R., Todaro, F., Di Chiara, T., Miceli, S., et al.
(2021). Pathogenesis and molecular mechanisms of anderson-fabry disease and possible
new molecular addressed therapeutic strategies. Int. J. Mol. Sci. 22 (18), 10088. doi:10.
3390/ijms221810088

Van Damme, A., Seront, E., Dekeuleneer, V., Boon, L., and Vikkula, M. (2020). New
and emerging targeted therapies for vascular malformations. Am. J. Clin. dermatology
21 (5), 657-668. doi:10.1007/540257-020-00528-w

Venot, Q., Blanc, T., Rabia, S., Berteloot, L., Ladraa, S., Duong, J., et al. (2018).
Targeted therapy in patients with PIK3CA-related overgrowth syndrome. Nature 558
(7711), 540-546. doi:10.1038/s41586-018-0217-9

Wang, S., Zhou, Z, Li, ], Wang, Y., Li, H,, Lv, R, et al. (2021). Identification of
ACTA2 as a key contributor to venous malformation. Front. Cell. Dev. Biol. 9, 755409.
doi:10.3389/fcell.2021.755409

Wegner, M., Schomel, N., Gruber, L., Ortel, S., Kjellberg, M., Mattjus, P., et al. (2018).
UDP-glucose ceramide glucosyltransferase activates AKT, promoted proliferation, and
doxorubicin resistance in breast cancer cells. Cell. Mol. life Sci. CMLS 75 (18),
3393-3410. doi:10.1007/s00018-018-2799-7

Wu, X., Wang, L., Yang, D., Qu, M,, Yang, Y., Guo, F,, et al. (2018). Effects of
Glut1 gene silencing on proliferation, differentiation, and apoptosis of colorectal cancer
cells by targeting the TGF-B/PI3K-AKT-mTOR signaling pathway. J. Cell. Biochem. 119
(2), 2356-2367. doi:10.1002/jcb.26399

Zhao, H., Przybylska, M., Wu, L, Zhang, J., Siegel, C., Komarnitsky, S., et al. (2007).
Inhibiting glycosphingolipid synthesis improves glycemic control and insulin sensitivity
in animal models of type 2 diabetes. Diabetes 56 (5), 1210-1218. doi:10.2337/db06-0719

frontiersin.org


https://doi.org/10.1172/JCI76004
https://doi.org/10.1177/0268355520972918
https://doi.org/10.1126/scitranslmed.aad9982
https://doi.org/10.1126/scitranslmed.aad9982
https://doi.org/10.3892/ijo.2010.888
https://doi.org/10.3892/ijo.2010.888
https://doi.org/10.3390/ijms20020411
https://doi.org/10.1016/j.sempedsurg.2020.150976
https://doi.org/10.1016/j.sempedsurg.2020.150976
https://doi.org/10.1016/j.cmet.2013.08.001
https://doi.org/10.1016/j.cmet.2013.08.001
https://doi.org/10.1111/pde.14104
https://doi.org/10.1016/j.jvsv.2017.05.001
https://doi.org/10.1016/j.jvsv.2021.03.001
https://doi.org/10.1007/s10456-018-9624-7
https://doi.org/10.1007/s12325-021-01758-y
https://doi.org/10.3390/ijms22137065
https://doi.org/10.1016/j.kint.2018.08.033
https://doi.org/10.1164/rccm.201812-2311OC
https://doi.org/10.1038/s41419-021-04213-6
https://doi.org/10.1146/annurev-physiol-020518-114731
https://doi.org/10.1146/annurev-physiol-020518-114731
https://doi.org/10.1038/ng.272
https://doi.org/10.1111/pde.14900
https://doi.org/10.1016/j.atherosclerosis.2021.04.021
https://doi.org/10.1038/nm.2171
https://doi.org/10.1093/hmg/ddv349
https://doi.org/10.1161/01.RES.0000185327.45463.A8
https://doi.org/10.1016/j.jvsv.2019.03.008
https://doi.org/10.1155/2013/963596
https://doi.org/10.1016/j.plipres.2020.101050
https://doi.org/10.1016/j.plipres.2020.101050
https://doi.org/10.1038/s41598-020-65182-y
https://doi.org/10.1038/s41598-020-65182-y
https://doi.org/10.1097/MOH.0000000000000498
https://doi.org/10.1097/MOH.0000000000000498
https://doi.org/10.1016/j.semnephrol.2018.01.007
https://doi.org/10.1016/j.semnephrol.2018.01.007
https://doi.org/10.1186/s12964-020-00606-w
https://doi.org/10.1159/000348327
https://doi.org/10.1038/s41431-020-00721-9
https://doi.org/10.1038/s41431-020-00721-9
https://doi.org/10.3390/ijms221810088
https://doi.org/10.3390/ijms221810088
https://doi.org/10.1007/s40257-020-00528-w
https://doi.org/10.1038/s41586-018-0217-9
https://doi.org/10.3389/fcell.2021.755409
https://doi.org/10.1007/s00018-018-2799-7
https://doi.org/10.1002/jcb.26399
https://doi.org/10.2337/db06-0719
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org
https://doi.org/10.3389/fcell.2023.1178045

	Role of UDP-glucose ceramide glucosyltransferase in venous malformation
	Introduction
	Materials and methods
	Patients and samples
	Cell culture and treatment
	Cells transduction
	Wound healing assay
	Cell count kit-8
	In vitro tube formation assay
	Immunofluorescence
	Western blot analysis
	Real-time quantitative reverse transcription PCR analysis
	Statistical analysis

	Results
	Upregulation of UGCG expression in patients with VM
	Upregulation of UGCG expression in TIE2-L914F-mutant HUVECs
	Establishing a UGCG-overexpressing HUVECs line
	UGCG promotes the proliferation of HUVECs
	UGCG promotes the migratory ability of HUVECs
	UGCG facilitates the tube formation activity of HUVECs
	UGCG activates the AKT/mTOR signaling pathway in HUVECs

	Discussion
	Conclusion
	Data availability statement
	Ethics statement
	Author contributions
	Funding
	Conflict of interest
	Publisher’s note
	References


