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Abstract
Mitochondria are central to endothelial cell activation and angiogenesis, with the RNA polymerase mitochondrial 
(POLRMT) serving as a key protein in regulating mitochondrial transcription and oxidative phosphorylation. In 
our study, we examined the impact of POLRMT on angiogenesis and found that its silencing or knockout (KO) in 
human umbilical vein endothelial cells (HUVECs) and other endothelial cells resulted in robust anti-angiogenic 
effects, impeding cell proliferation, migration, and capillary tube formation. Depletion of POLRMT led to impaired 
mitochondrial function, characterized by mitochondrial depolarization, oxidative stress, lipid oxidation, DNA 
damage, and reduced ATP production, along with significant apoptosis activation. Conversely, overexpressing 
POLRMT promoted angiogenic activity in the endothelial cells. In vivo experiments demonstrated that endothelial 
knockdown of POLRMT, by intravitreous injection of endothelial specific POLRMT shRNA adeno-associated virus, 
inhibited retinal angiogenesis. In addition, inhibiting POLRMT with a first-in-class inhibitor IMT1 exerted significant 
anti-angiogenic impact in vitro and in vivo. Significantly elevated expression of POLRMT was observed in the 
retinal tissues of streptozotocin-induced diabetic retinopathy (DR) mice. POLRMT endothelial knockdown inhibited 
pathological retinal angiogenesis and mitigated retinal ganglion cell (RGC) degeneration in DR mice. At last, 
POLRMT expression exhibited a substantial increase in the retinal proliferative membrane tissues of human DR 
patients. These findings collectively establish the indispensable role of POLRMT in angiogenesis, both in vitro and in 
vivo.
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Introduction
Endothelial cells are pivotal orchestrators of angiogen-
esis, a tightly regulated and multifaceted biological pro-
cess that entails the formation of new blood vessels from 
pre-existing ones [1–5]. It commences with the degrada-
tion of the basement membrane and is followed by the 
activation, proliferation, and migration of endothelial 
cells [1–5], ultimately culminating in the formation of 
new blood vessels and vascular networks [1–5]. Com-
prehensive understanding of the molecular mechanisms 
underpinning endothelial cell-mediated angiogenesis has 
yielded insights into potential therapeutic strategies for 
diseases marked by aberrant vascularization, including 
the development of anti-angiogenic interventions aimed 
at disrupting this process to impede disease progression 
[1–5].

Energy demand plays a critical role in endothelial cell 
activation and angiogenesis [6, 7]. Mitochondria, the 
powerhouses of eukaryotic cells, are responsible for oxi-
dative phosphorylation (OXPHOS) and energy produc-
tion [8, 9]. Besides energy generation, mitochondria are 
involved in regulating essential cellular processes, includ-
ing cell differentiation, signal transduction, apoptosis, 
cell growth, and the cell cycle [10–15]. Maintaining func-
tional mitochondria is crucial for preserving mitochon-
drial membrane potential, membrane channel integrity, 
and Ca2+ concentration [7, 16], all of which are pivotal 
for endothelial cell activation and angiogenesis [7, 16]. 
Conversely, mitochondrial dysfunction leads to mito-
chondrial depolarization, reactive oxygen species (ROS) 
production, oxidative stress, Ca2+ overload, ATP deple-
tion, energy crisis, and cell apoptosis [7, 16–19], all of 
which hinder endothelial cell activation and block angio-
genesis [7, 16–19]. Therefore, endothelial mitochondria 
play a central role in promoting angiogenesis.

In our previous research, we have been dedicated 
to identifying key mitochondrial proteins essential for 
angiogenesis. Recently, we demonstrated the significance 
of TIMM44 (translocase of inner mitochondrial mem-
brane 44), a pivotal protein for mitochondrial functions 
and integrity, in angiogenesis [20]. Silencing TIMM44 
using targeted shRNA or employing the Cas9-sgRNA 
strategy for knockout (KO) in cultured endothelial cells 
resulted in impaired mitochondrial function and sup-
pressed cell proliferation, migration, and in vitro capillary 
tube formation [20]. In vivo, endothelial knockdown of 
TIMM44 inhibited retinal angiogenesis [20], underscor-
ing the importance of integral mitochondrial proteins in 
endothelial cell activation and angiogenesis.

RNA polymerase mitochondrial (POLRMT) is a cru-
cial mitochondrial protein responsible for maintaining 
mitochondrial integrity and function [21–25]. POLRMT 
exerts a pivotal influence on oxidative phosphorylation 
(OXPHOS) and energy metabolism within mitochondria 

[26, 27]. It achieves this by orchestrating the transcrip-
tion of genes encoded in mitochondrial DNA (mtDNA) 
that are crucial for the electron transport chain (ETC) 
and ATP synthase [28, 29], as well as by assisting in the 
initiation of mtDNA replication through the synthesis 
of RNA primers [28, 29]. This cooperative function with 
transcription factors including transcription factors A 
(TFAM) and B2 (TFB2M) ensure efficient mtDNA tran-
scription and maintenance of mitochondrial genome 
integrity, ultimately guaranteeing the proficient opera-
tion of the ETC and the generation of ATP [30, 31]. Given 
the pivotal role of mitochondria in endothelial cell acti-
vation and angiogenesis, and recognizing POLRMT as a 
crucial mitochondrial protein, our study focused on the 
prospective involvement of POLRMT in angiogenesis, 
both in vitro and in vivo.

Materials and methods
Reagents, chemicals and antibodies
Polybrene, cell culture medium, serum, CCK-8 reagent, 
puromycin and other agents were provided by Sigma-
Aldrich (St. Louis, MO). The antibodies and mRNA 
primers were from Dr. Shi at Soochow University [32]. All 
fluorescence dyes were purchased from Thermo-Fisher 
Invitrogen (Shanghai, China). The non-competitive POL-
RMT inhibitor IMT1 (inhibitor of mitochondrial tran-
scription I) was from Dr. Li [21].

Cells
HUVECs, hRMECs and hCMEC/D3 were reported pre-
viously [33–35] and were cultivated as described [33–36]. 
Endothelial cells were maintained under the pro-angio-
genic state [33, 34]. Cells were subject to mycoplasma 
and microbial contamination examination. STR, popula-
tion doubling time, morphology were examined to verify 
their genotypes.

POLRMT silencing
Lentivirus-packed human POLRMT shRNAs (“sh-pol-
rmt-s1” and “sh-polrmt-s2”, representing two different 
shRNA sequences) were from Dr. Shi [32] of Soochow 
University (Suzhou, China). The cultured endothelial 
cells (in polybrene-containing complete medium) were 
infected with the virus (at MOI = 15) for 48  h. After-
wards, cells were back to complete medium containing 
puromycin. Selection of stable endothelial cells lasted for 
4–5 passages. The control endothelial cells were trans-
duced with the lentivirus-packed scramble control non-
sense shRNA (“shC”, also from Dr. Shi [32]). POLRMT 
expression, at both mRNA and protein levels, was always 
verified in the stable cells. For silencing POLRMT in vivo, 
the POLRMT shRNA (mouse, targeting: ​A​G​G​G​T​G​A​G​
C​C​C​C​T​T​A​T​C​C​A​G​T​T​G​G​C​C​C​A​T​A​A​C​C​T​G​G​G​C​C​T​T) 
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sequence was sub-cloned into the AAV5-TIE1 construct 
(reported early [33, 34, 37]) to generate AAV.

POLRMT knockout (KO)
The stable HUVECs with the Cas9-expressing construct 
(reported in our previous study [20]) were cultivated 
in polybrene-containing complete medium and were 
infected with lentivirus-packed CRISPR/Cas9-POLRMT-
KO construct (from Dr. Wang [22]). The infected cells 
were back to complete medium containing puromycin. 
Selection of stable endothelial cells lasted for 4–5 pas-
sages. Next, stable cells were placed into 96-well plates 
and POLRMT KO was verified through PCR assays 
in each well. Lastly, the single stable POLRMT KO 
HUVECs were established and these cells were named 
as “ko-polrmt” HUVECs. In control HUVECs, cells were 
stably transduced with lentiviral CRISPR/Cas9-control 
construct (“koC”).

POLRMT overexpression
HUVECs were seeded into six-well plates at 60% con-
fluence in polybrene-containing complete medium and 
were infected with lentivirus encoding the POLRMT-
overexpressing construct (also from Dr. Shi at Soochow 
University [32]) at MOI = 15. Afterwards, cells were back 
to complete medium containing puromycin. After 4–5 
passages, two stable cell selections, “oe-polrmt-slc1” and 
“oe-polrmt-slc2”, were established. The control HUVECs 
were stably transduced with lentiviral empty vector 
(“LV”). POLRMT expression, at both mRNA and protein 
levels, was always checked in the stable cells.

Functional assays and gene/protein detections
The nuclear EdU incorporation assay of cell prolifera-
tion, “Transwell” cell in vitro migration/invasion assays, 
capillary tube formation, DCF-DA/CellROX fluorescence 
staining of reactive oxygen species (ROS) production, 
JC-1 fluorescence staining of mitochondrial depolariza-
tion, the Caspase-3 activity assay, the nuclear TUNEL 
fluorescence staining of cell apoptosis and single strand 
DNA (ssDNA) as well as the mitochondrial complex I 
activity assay and cellular ATP detection were described 
in detail in our previous studies [20, 34, 35]. Thiobarbitu-
ric acid reactive substance (TBAR) assaying of lipid per-
oxidation and measuring superoxide dismutase (SOD) 
activity in fresh mouse retinal lysates were described in 
the previous study as well [20]. The protocols of histone 
DNA ELISA, quantitative real-time PCR (qRT-PCR) and 
Western blotting were described in other studies [34, 35, 
38–41].

Animal studies
The adult C57BL/6 mice were described early [20]. 
Approximately 0.12 µL AAV or IMT1 (or vehicle control) 

was intravitreously injected into the vitreous cavity as 
described [33, 34]. NeuN immunofluorescence stain-
ing of retinal ganglion cells (RGCs), hematoxylin-eosin 
(HE) staining, isolectin B4 (IB4) staining of retinal vas-
culature and retinal trypsin digestion assaying of acel-
lular capillaries were described in previous studies [20, 
33, 34]. βIII-tubulin (Tubb3)/NeuN fluorescence stain-
ing in the flat-mounted retinal gang cell layer (GCL) were 
described previously [42, 43]. Streptozotocin (STZ) injec-
tion and diabetic retinopathy (DR) mice were reported 
early [44]. C57BL/6 mice were fasted and intraperito-
neally (i.p.) injected with STZ for five consecutive days. 
Mice with blood glucose level over 300  mg/dL were 
diabetic. “Mock” mice were injected with citrate buffer. 
Retinal vascular leakage assay by Evans blue (EB) staining 
was also described previously [34, 45]. The Institutional 
Animal Care and Use Committee and the Ethic Commit-
tee of Soochow University approved the protocols, and 
in according to the ARVO (Association for Research in 
Vision and Ophthalmology) statement.

Human tissues
The tissues from written-informed consent patients were 
reported in the previous studies [34, 35]. Six patients 
with proliferative diabetic retinopathy (PDR) undergoing 
lensectomy combined with vitrectomy surgery and three 
age-matched patients undergoing surgery for traumatic 
retinectomy were enrolled. Each participant provided 
written informed consent. The anterior hyperplastic 
retinal membranes from the PDR patients were carefully 
removed, and fresh tissue specimens were obtained. The 
traumatic normal retinas were preserved as well. The 
protocols were approved by the Ethics Committee of 
Soochow University.

Statistical analyses
Data, expressed as means ± standard deviation (SD), 
were all normally-distributed. One-way ANOVA plus a 
Scheffe’s f-test (for comparison of three or more groups, 
SPSS 23.0), or the two-tailed unpaired t test (for compari-
son of two groups, Excel 2007), were utilized to examine 
significance. P values < 0.05 were considered statistically 
significant.

Results
Genetic depletion of POLRMT induces anti-angiogenic 
activity in cultured endothelial cells
To explore the potential function of POLRMT in angio-
genesis, genetic strategies were employed to deplete 
PLORMT in endothelial cells. Specifically, the lentivirus-
packed POLRMT shRNAs, “sh-polrmt-s1” and “sh-pol-
rmt-s2” (with non-overlapping different sequences [32]), 
were added separately to cultured HUVECs [20], and sta-
ble HUVECs established following puromycin selection. 
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CRISPR/Cas9 KO knockout (KO) offers a precise method 
for completely inactivating a gene, helping validate the 
effects observed with shRNA by ruling out partial knock-
downs and possible off-target effects. Thus, the Cas9-
expressing stable HUVECs [20] were further infected 
with lentivirus-packed CRISPR/Cas9-POLRMT-KO 
construct [22], and stable cells again established follow-
ing puromycin treatment and KO verification. These cells 
were named as “ko-polrmt” HUVECs. POLRMT expres-
sion was tested in the endothelial cells. As shown, expres-
sion of POLRMT mRNA (Fig. 1A) and protein (Fig. 1B) 
was substantially decreased in sh-polrmt-s1/2 HUVECs 
and ko-polrmt HUVECs. POLR1A functions in the 
nucleus as a subunit of RNA polymerase I, transcribing 
ribosomal RNA crucial for protein synthesis. We showed 
that the control POLR1A expression was unaltered by 
POLRMT shRNA/KO treatment (Fig.  1A and B). The 
control genetic treatments, scramble non-sense shRNA 
plus CRISPR/Cas9-control construct (“shC + koC”), failed 
to alter POLRMT and POLR1A expression in HUVECs 
(Fig. 1A and B).

Next, we explored the potential role of POLRMT 
depletion on the functions of HUVECs. As shown, in 
sh-polrmt-s1/2 HUVECs and ko-polrmt HUVECs, the 
EdU nuclear incorporation was substantially decreased 
(Fig.  1C), suggesting that POLRMT depletion impeded 
HUVEC proliferation (Fig.  1C). Moreover, “Transwell” 
assay results demonstrated that HUVEC in vitro migra-
tion (Fig. 1D) and invasion (Fig. 1E) were robustly slowed 
after POLRMT silencing or KO. In addition, the capillary 
tube formation of HUVECs was remarkably inhibited 
after POLRMT depletion (Fig. 1F). The control shC + koC 
treatment, as expected, did not alter proliferation, migra-
tion, invasion and capillary tube formation in HUVECs 
(Fig. 1C-F).

The lentivirus-packed sh-polrmt-s1 was also added to 
other endothelial cells, including human microvascular 
endothelial cells (hRMECs) and human cerebral micro-
vascular endothelial cells (hCMEC/D3) [34], causing 
robust POLRMT mRNA downregulation (Fig.  1G). In 
hRMECs and hCMEC/D3, silencing of POLRMT simi-
larly suppressed cell proliferation (EdU incorporation 
in nuclei, Fig. 1H), migration (Fig. 1I) and capillary tube 
formation (Fig. 1J). These results showed that POLRMT 
depletion induced anti-angiogenic activity in cultured 
endothelial cells.

Genetic depletion of POLRMT impairs mitochondrial 
functions in cultured endothelial cells
Studies have shown that POLRMT is essential in main-
taining mitochondrial functions and integrity, including 
mitochondrial DNA (mtDNA) transcription, OXPHOS, 
ATP synthesis and mitochondrial biogenesis [21, 22, 32, 
46, 47]. We therefore explored whether genetic depletion 

of POLRMT disrupted mitochondrial functions in endo-
thelial cells. In cultured HUVECs, POLRMT silencing 
(by “sh-polrmt-s1” and “sh-polrmt-s2”, see Fig. 1) or KO 
(“ko-polrmt”, see Fig.  1) induced mitochondrial depo-
larization (Fig.  2A), causing mitochondrial JC-1 green 
monomers accumulation (Fig.  2A). Moreover, mito-
chondrial oxidative stress was detected in POLRMT-
depleted HUVECs, as POLRMT shRNA or KO led to 
substantial increases of CellROX red fluorescence inten-
sity (Fig.  2B) and DCF-DA green fluorescence inten-
sity (Fig.  2C). Increased lipid oxidation, evidenced by 
augmented BODIPY staining, was detected as well in 
POLRMT-silenced/-KO HUVECs (Fig.  2D). The accu-
mulation of ssDNA supported increased DNA dam-
age in HUVECs with POLRMT silencing/KO (Fig.  2E). 
Importantly, genetic depletion of POLRMT disrupted 
OXPHOS and energy production. As POLRMT shRNA 
or KO decreased mitochondrial respiratory chain com-
plex I activity (Fig. 2F). Consequently, the ATP contents 
were decreased in POLRMT-depleted cells (Fig. 2G). The 
control shC + koC genetic treatment failed to significantly 
alter mitochondrial functions in HUVECs (Fig. 2A-G). In 
hRMECs and hCMEC/D3 endothelial cells, silencing of 
POLRMT by sh-polrmt-s1 (see Fig. 1) similarly induced 
mitochondrial depolarization (JC-1 green monomers 
accumulation, Fig.  2H) and ROS production (CellROX 
intensity increasing, Fig. 2I). Therefore, genetic depletion 
of POLRMT impaired mitochondrial functions in endo-
thelial cells.

Genetic depletion of POLRMT induces moderate but 
significant apoptosis in cultured endothelial cells
Since POLRMT depletion (shRNA/KO) disrupted mito-
chondrial functions and led to energy stress in endo-
thelial cells, we explored its role on cell apoptosis. As 
shown, POLRMT silencing (by “sh-polrmt-s1” and 
“sh-polrmt-s2”) or KO (“ko-polrmt”) enhanced the cas-
pase-3 activity in HUVECs (Fig.  3A). Moreover, POL-
RMT shRNA/KO in HUVECs increased the cleavages of 
caspase-3, caspase-9 and poly (ADP-ribose) polymerase 
1 (PARP) (Fig.  3B). The Histone-bound DNA contents, 
an indicator of apoptosis induction, was increased in 
POLRMT-depleted HUVECs (Fig. 3C). Supporting apop-
tosis activation, we found that POLRMT shRNA or KO 
increased TUNEL nuclei number (Fig. 3D). Interestingly, 
POLRMT depletion only induced moderate cell apopto-
sis and less than 20% cells were apoptotic after POLRMT 
depletion (Fig.  3D). The control shC + koC treatment 
failed to induce caspase-apoptosis activation in HUVECs 
(Fig.  3A-D). In hRMECs and hCMEC/D3 endothelial 
cells, sh-polrmt-s1-induced silencing of POLRMT (see 
Figs.  1 and 2) increased the caspase-3 activity (Fig.  3E) 
and TUNEL nuclei number (Fig. 3F) as well. These results 
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Fig. 1  Genetic depletion of POLRMT induces anti-angiogenic activity in cultured endothelial cells. Expression of listed mRNAs and proteins in HUVECs 
with the described POLRMT shRNA (“sh-polrmt-s1” and “sh-polrmt-s2”), the CRISPR/Cas9-POLRMT-KO construct (“ko-polrmt”), or scramble non-sense 
shRNA plus CRISPR/Cas9-control construct (“shC + koC”) was shown (A and B); HUVECs (maintained under the pro-angiogenic state) were further cultured 
for designated times, cell proliferation (EdU incorporation in nuclei, C), migration (D), invasion (E) and capillary tube formation (F) were examined. POLRMT 
mRNA expression in hRMECs or hCMEC/D3 endothelial cells with sh-polrmt-s1 or control scramble non-sense shRNA (“shC”) was shown (G); After culture 
under the pro-angiogenic state for designated times, cell proliferation (EdU incorporation in nuclei, H), migration (I) and capillary tube formation (J) were 
examined. “Pare” stands for the parental control cells. Data were presented as mean ± standard deviation (SD, n = 5). * P < 0.05 versus “Pare”/“shC” cells. “N. S.” 
stands for non-statistical differences (P > 0.05, A). The experiments were repeated five times with similar results obtained. Scale bar = 100 μm
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Fig. 2  Genetic depletion of POLRMT impairs mitochondrial functions in cultured endothelial cells. HUVECs with the described POLRMT shRNA (“sh-
polrmt-s1” and “sh-polrmt-s2”, representing two different shRNAs), the CRISPR/Cas9-POLRMT-KO construct (“ko-polrmt”), or scramble non-sense shRNA 
plus CRISPR/Cas9-control construct (“shC + koC”) were cultured for 48 h, the mitochondrial membrane potential reduction (mitochondrial JC-1 staining, 
A), ROS contents (CellROX and DCF-DA staining, B and C) and lipid peroxidation (BODIPY staining, D), ssDNA contents (E), the mitochondrial respiratory 
chain complex I activity (F) and cellular ATP contents (G) were examined. hRMECs or hCMEC/D3 endothelial cells, with sh-polrmt-s1 or control scramble 
non-sense shRNA (“shC”), were cultured for 48 h, mitochondrial depolarization (H) and ROS production (I) were examined similarly. “Pare” stands for the 
parental control cells. Data were presented as mean ± standard deviation (SD, n = 5). * P < 0.05 versus “Pare”/“shC” cells. The experiments were repeated five 
times with similar results obtained. Scale bar = 100 μm
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supported that POLRMT depletion induced apoptosis 
activation in endothelial cells.

The POLRMT inhibitor IMT1 induces anti-angiogenic 
activity in cultured endothelial cells
We next explored the potential effect of IMT1, a first-in-
class POLRMT inhibitor [21, 22], on endothelial cells. 
In cultured HUVECs, treatment with IMT1 at 0.5 µM 
(concentration was based on previous studies [21, 22], 
for 12  h) failed to alter POLRMT and POLR1A expres-
sion (Fig.  4A and B). The POLRMT inhibitor however 
hindered HUVEC proliferation by inhibiting nuclear EdU 
incorporation (Fig. 4C). IMT1, at the applied concentra-
tion, also potently impeded HUVEC in vitro migration 
(Fig. 4D) and invasion (Fig. 4E). In addition, the capillary 
tube formation of HUVECs was significantly suppressed 
following treatment with IMT1 (Fig. 4F).

The POLRMT inhibitor impaired mitochondrial func-
tions in HUVECs and induced mitochondrial depolariza-
tion (accumulation of green JC-1 monomers, Fig.  4G). 
ROS production was augmented in IMT1-treated 

HUVECs, as the red CellROX fluorescence intensity 
(Fig.  4H) and the green DCF-DA fluorescence intensity 
(Fig.  4I) were both strengthened. Contrarily, the cellu-
lar ATP contents were downregulated following treat-
ment with the POLRMT inhibitor in HUVECs (Fig. 4J). 
Moderate but significant apoptosis activation was also 
detected in IMT1-stimulated HUVECs, where the cas-
pase-3 activity (Fig. 4K) and the TUNEL nuclei number 
(Fig. 4L) were both increased. Therefore, IMT1 impaired 
mitochondrial functions and induced anti-angiogenic 
activity, further supporting the role of POLRMT in 
angiogenesis in vitro.

Forced POLRMT overexpression induces pro-angiogenic 
activity in cultured endothelial cells
Since POLRMT depletion or inhibition led to anti-
angiogenic activity in cultured endothelial cells, we thus 
hypothesized that overexpression of POLRMT should 
exert pro-angiogenic actions. Therefore the lentivirus-
packed POLRMT-overexpressing construct (from Dr. 
Shi [32]) was added to HUVECs. HUVECs were then 

Fig. 3  Genetic depletion of POLRMT induces moderate but significant apoptosis in cultured endothelial cells. HUVECs with the described POLRMT shRNA 
(“sh-polrmt-s1” and “sh-polrmt-s2”), the CRISPR/Cas9-POLRMT-KO construct (“ko-polrmt”), or scramble non-sense shRNA plus CRISPR/Cas9-control con-
struct (“shC + koC”) were cultured for 72 h, the caspase-3 activity (A), expression of listed apoptosis proteins (B), histone-bound DNA (ELISA assays, C) and 
cell apoptosis (nuclear TUNEL assays, D) were examined. hRMECs or hCMEC/D3 endothelial cells with sh-polrmt-s1 or control scramble non-sense shRNA 
(“shC”) were cultured for indicated time, the caspase-3 activity (E) and apoptosis (nuclear TUNEL assay, F) were tested as well. “Pare” stands for the parental 
control cells. Data were presented as mean ± standard deviation (SD, n = 5). * P < 0.05 versus “Pare”/“shC” cells. The experiments were repeated five times 
with similar results obtained. Scale bar = 100 μm
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treated with puromycin and two stable cell selections, 
“oe-polrmt-slc1” and “oe-polrmt-slc2”, were established. 
As compared to control HUVECs with lentiviral empty 
vector (“LV”), mRNA and protein expression of POL-
RMT was significantly elevated in oe-polrmt-slc1/2 

HUVECs (Fig.  5A and B), where POLR1A expression 
was unaltered (Fig. 5A and B). The mitochondrial respi-
ratory chain complex I (Fig.  5C) and ATP contents 
(Fig. 5D) were strengthened in POLRMT-overexpressed 
HUVECs. POLRMT overexpression potentiated HUVEC 

Fig. 4  The POLRMT inhibitor IMT1 induces anti-angiogenic activity in cultured endothelial cells. Culture HUVECs were treated with the POLRMT inhibitor 
IMT1 (0.5 µM) or the vehicle control (0.1% DMSO, “Veh”), cells were further cultured for indicated time periods, expression of listed mRNAs and proteins 
was shown (A and B); Cell proliferation (EdU incorporation, C), migration (D), invasion (E) and capillary tube formation (F) were examined; The mitochon-
drial membrane potential reduction (JC-1 staining, G), ROS contents (CellROX and DCF-DA fluorescence staining, H and I) and ATP contents (J) were 
examined as well. The caspase-3 activity (K) and nuclear TUNEL staining (L) were also tested. Data were presented as mean ± standard deviation (SD, n = 5). 
* P < 0.05 versus “Veh” cells. The experiments were repeated five times with similar results obtained. Scale bar = 100 μm
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Fig. 5  Forced POLRMT overexpression induces pro-angiogenic activity in cultured endothelial cells. Expression of listed mRNAs and proteins in HUVECs 
with lentivirus-packed POLRMT-overexpressing construct (“oe-polrmt-slc1” and “oe-polrmt-slc2”, representing two different stable selections) or the len-
tiviral vector (“LV”) was shown (A and B); Cells were further cultured for indicated time periods, the mitochondrial respiratory chain complex I activity (C) 
and cellular ATP contents (D) were examined; Cell proliferation (EdU incorporation, E), migration (F), invasion (G) and capillary tube formation (H) were 
examined as well. * P < 0.05 versus “LV” cells. “N. S.” stands for non-statistical differences (P > 0.05, A). The experiments were repeated five times with similar 
results obtained. Scale bar = 100 μm

 



Page 10 of 17Huan et al. Cell Communication and Signaling          (2024) 22:343 

Fig. 6 (See legend on next page.)
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proliferation and augmented nuclear EdU incorporation 
(Fig. 5E). The in vitro cell migration (Fig. 5F) and invasion 
(Fig. 5G) were accelerated as well after forced POLRMT 
overexpression in HUVECs. The capillary tube forma-
tion ability was augmented in POLRMT-overexpressed 
HUVECs (Fig.  5H). These results supported that POL-
RMT overexpression induced pro-angiogenic activity in 
HUVECs.

Endothelial knockdown of POLRMT inhibits retinal 
angiogenesis in vivo
In order to explore the potential role of POLRMT on 
angiogenesis in vivo, the mouse retinal vasculature 
experiments were carried out (as described in our previ-
ous study [20]). The adult mice were first intravitreously 
injected with murine AAV5-TIE1-POLRMT shRNA. 
The latter contained the sequence of the endothelial cell 
specific promoter TIE1 [33, 34]. It led to endothelial 
knockdown of POLRMT (“polrmt-eKD”). The murine 
AAV5-TIE1-scramble control shRNA (“AAV-shC”) was 
injected as the genetic control treatment (see previ-
ously [20]). The murine retinal tissues were collected 15 
days after virus injection and tissue lysates were tested. 
Expression of POLRMT mRNA (Fig.  6A) and protein 
(Fig. 6B) was decreased in the retinal tissues of polrmt-
eKD mice, where POLR1A mRNA (Fig. 6A) and protein 
(Fig.  6B) expression was unaltered. POLRMT-depen-
dent mitochondrial transcripts, NDUFB8, UQCRC2 and 
COXI [22, 26, 32, 48, 49], were decreased in retinal tis-
sues of polrmt-eKD mice (Fig.  6C). With endothelial 
knockdown of POLRMT, the SOD activity was decreased 
(Fig. 6D) in retinal tissues and TBAR intensity (Fig. 6E) 
was increased, supporting mitochondrial injury and oxi-
dative stress.

The IB4 staining of retinal vasculature showed that 
endothelial knockdown of POLRMT robustly inhib-
ited angiogenesis in mouse retina, as polrmt-eKD mice 
displayed significantly reduced number of retinal vas-
cular branches and branch points (Fig.  6F). Two endo-
thelial marker proteins, von willebrand factor (vWF) and 
VCAM-1 [20], were also downregulated in retinal tissues 
following polrmt-eKD (Fig.  6G). Testing acellular capil-
lary formation, using the retinal trypsin digestion assays 
(Fig. 6H), further showed that endothelial knockdown of 
POLRMT inhibited angiogenesis and caused pathologi-
cal angiogenesis.

Intravitreous injection of IMT1 inhibits retinal angiogenesis 
in vivo
Thus, endothelial knockdown of POLRMT inhibited reti-
nal angiogenesis in vivo, we next explored whether IMT1, 
the POLRMT inhibitor, could exert similar actions. The 
adult C57BL/6 mice were intravitreously injected with 
IMT-1 (0.25 nM) for 48  h and the retinal tissues were 
collected. As shown, mRNA and protein expression of 
POLRMT and POLR1A was not significantly altered 
after IMT-1 treatment (Fig. 7A and B). Contrarily, POL-
RMT-dependent mitochondrial transcripts, NDUFB8, 
UQCRC2 and COXI [21, 22, 26, 32, 48, 49], were down-
regulated (Fig. 7C). The decreased SOD activity (Fig. 7D) 
and the increased TBAR intensity (Fig.  7E) supported 
mitochondrial dysfunction and oxidative injury in IMT1-
treated mouse retinal tissues. IB4 staining of retinal 
vasculature showed that intravitreous injection of the 
POLRMT inhibitor disrupted retinal angiogenesis in 
vivo, with the number of vascular branches and branch 
points decreased (Fig.  7F). Expression of endothelial 
marker proteins, vWF and VCAM-1, was downregulated 
as well after IMT1 treatment in retinal tissues (Fig. 7G). 
Increased number of acellular capillaries further sup-
ported disruption of angiogenesis following POLRMT 
inhibition in murine retinas (Fig. 7H). Therefore, intravit-
reous injection of IMT1 inhibited retinal angiogenesis in 
vivo.

POLRMT upregulation participates in pathological retinal 
angiogenesis in diabetic retinopathy mice
Whether expression of POLRMT was changed in strep-
tozotocin (STZ)-injected DR mice was tested. After 90 
days of the last STZ administration, the retinal tissues 
of both DR mice and control mice were collected. In the 
retinal tissues of DR mice, POLRMT mRNA levels were 
significantly elevated (Fig. 8A). Moreover, upregulation of 
POLRMT protein in retinal tissues was detected in four 
STZ-administrated DR mice (Fig.  8B). After combining 
all 10 sets of the blotting data, we found that POLRMT 
protein upregulation was significant (Fig.  8C). Expres-
sion of POLRMT-dependent genes, including NDUFB8, 
UQCRC2 and COXI, was upregulated as well in retinal 
tissues of DR mice (Fig. 8D).

To explore whether POLRMT upregulation was 
involved in the pathological retinal angiogenesis in 
DR mice, on day-30 after the last STZ administration, 
AAV5-TIE1-POLRMT shRNA was again intravitreously 

(See figure on previous page.)
Fig. 6  Endothelial knockdown of POLRMT inhibits retinal angiogenesis in vivo. The adult C57BL/6 mice were intravitreously injected with murine AAV5-
TIE1-POLRMT shRNA (“polrmt-eKD”, 0.12 µL) or AAV5-packed scramble control shRNA (“AAV-shC”, 0.12 µL). Fifteen days later, the murine retinal tissues 
were collected and listed mRNAs and proteins in the fresh tissue lysates were tested (A-C and G); The SOD activity (D) and the TBAR intensity (E) were 
examined as well. Alternatively, the retinal slides were obtained and the retinal vasculatures were visualized via retinal isolectin B4 (IB4) staining (F); The 
acellular capillaries (red arrows) were visualized via the retinal trypsin digestion assays (H). The data were presented as mean ± standard deviation (SD, 
n = 5). * P < 0.05 vs. “AAV-shC” group. “N. S.” stands for non-statistical differences (P > 0.05, A and B). The experiments were repeated five times with similar 
results obtained. Scale bar = 100 μm (F). Scale bar = 500 μm (H)
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injected into retinas of DR mice (“polrmt-eKD”). The 
control DR mice were subjected to intravitreous injection 
of AAV-shC. After another 60 days, the fresh retinal tis-
sues were collected and examined. As shown, POLRMT 

mRNA and protein expression was decreased in retinal 
tissues of polrmt-eKD DR mice (Fig. 8E and F).

When compared to the Mock control mice, the reti-
nal vascular leakage, quantified through Evans blue (EB) 

Fig. 7  Intravitreous injection of IMT1 inhibits retinal angiogenesis in vivo. The adult C57BL/6 mice were intravitreously injected with IMT1 (0.25 nM, 0.12 
µL) or the vehicle control (“Veh”, 0.12 µL) for 48 h, listed mRNAs and proteins in the fresh tissue lysates were tested (A-C and G); The SOD activity (D) and 
TBAR intensity (E) were examined as well. Alternatively, the retinal tissue slides were obtained and the retinal vasculatures were visualized via retinal 
isolectin B4 (IB4) staining (F); The acellular capillaries (red arrows) were visualized via the retinal trypsin digestion assays (H). The data were presented 
as mean ± standard deviation (SD, n = 5). “N. S.” stands for non-statistical differences (P > 0.05, A and B).* P < 0.05 vs. “Veh” group. The experiments were 
repeated five times with similar results obtained. Scale bar = 100 μm (F)
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staining, was increased in AAV-shC DR mice (Fig.  8G). 
Moreover, IB4 staining results showed increased vascular 
complexity (angiogenesis) in retinas of DR mice (Fig. 8H). 
Importantly, polrmt-eKD largely inhibited pathological 
retinal angiogenesis in DR mice (Fig. 8G and H), inhib-
iting vascular leakage (Fig.  8G) and reducing vascular 
complexity (Fig. 8H). Furthermore, in AAV-shC DR mice 
the number of NeuN-stained RGCs in GCL was substan-
tially decreased, supporting RGC degeneration (Fig.  9A 
and B). Notably, polrmt-eKD mitigated RGCs degenera-
tion in DR mice (Fig. 9A and B). These results together 

supported that POLRMT upregulation participated in 
pathological retinal angiogenesis in DR mice.

POLRMT expression is increased in proliferative membrane 
tissues of proliferative diabetic retinopathy (PDR) patients
Lastly, POLRMT expression in patients’ proliferative 
retinal tissues was tested. We tested the previously-
described human tissues [34, 35, 44]. Retinal proliferative 
membrane tissues of six different human PDR patients 
(“PDR”) along with the retinal tissues of three age-
matched traumatic retinectomy control patients (“Ctrl”) 
were obtained [34, 35]. As shown, POLRMT mRNA 

Fig. 8  POLRMT upregulation participates in pathological retinal angiogenesis in diabetic retinopathy mice. Ninety (90) days after the last STZ administra-
tion, the retinal tissues of diabetic retinopathy (“DR”) mice and “Mock” control mice were collected, expression of listed mRNA and proteins was tested 
(A-D). Day-30 after the last STZ administration, mice were intravitreously injected with murine AAV5-TIE1-POLRMT shRNA (“polrmt-eKD”, 0.12 µL) or AAV5-
packed scramble control shRNA (“AAV-shC”, 0.12 µL); After another 60 days, POLRMT expression in the retinal tissues was examined (E and F). Alternatively, 
mice were infused with Evans blue (EB) for 2 h, with EB leakage quantified (G); IB4 staining was performed to visualize the retinal vasculature (H, scale 
bar = 50 μm). “Mock” stands for mice with citrate buffer administration. A-D, n = 10 mice per group. E-H, n = 5 mice per group. * P < 0.05 vs. “Mock” (A-D). 
* P < 0.05 (E-H)
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Fig. 9  POLRMT expression is increased in proliferative membrane tissues of proliferative diabetic retinopathy (PDR) patients. Day-30 after the last STZ 
administration, DR mice were injected intravitreously with murine AAV5-TIE1-POLRMT shRNA (“polrmt-eKD”, 0.12 µL) or AAV5-packed scramble control 
shRNA (“AAV-shC”, 0.12 µL); After another 60 days, NeuN/DAPI immunofluorescence staining in the retinal slides was shown (A, scale bar = 50 μm) and 
NeuN-positive RGCs in GCL were quantified (B, n = 5 mice per group). The listed human tissues were homogenized and POLRMT mRNA and protein ex-
pression was examined (C and D, n = 3/6). The proposed signaling carton of this study (E).* P < 0.05
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(Fig.  9C) and protein (Fig.  9D) expression was substan-
tially increased human PDR patients’ proliferative reti-
nal proliferative membrane tissues. These results further 
supported a possible role of POLRMT in pathological 
retinal angiogenesis of DR.

Discussion
The integrity of mitochondria is crucial for endothelial 
cell activation and angiogenesis [17–19, 50, 51]. Wang 
et al., reported that endothelial knockdown of the mito-
chondrial outer-membrane protein FUNDC1 (FUN14 
domain-containing protein 1) decreased VEGFR2 expres-
sion and inhibited tube formation, spheroid-sprouting in 
vitro and angiogenesis in vivo [17]. In endothelial pro-
genitor cells, C3k-mediated blockage of pyruvate kinase 
muscle isoenzyme 2 (PKM2) downregulated expression 
of angiogenesis-associated genes and hindered tube 
formation [18]. Mitochondrial dysfunction and oxida-
tive stress were observed in C3k-stimulated endothe-
lial progenitor cells [18]. Our recent study has shown 
that genetic depletion or pharmacological blockage (by 
MB-10) of TIMM4, an inner mitochondrial membrane 
protein, led to mitochondrial protein input arrest and 
impeded angiogenesis in vitro and in vivo [20].

Recent studies have consistently affirmed the central 
role of POLRMT in mtDNA transcription, OXPHOS, 
energy production, and the proliferation of various can-
cer cell types [21–23, 26, 32, 48]. Han and colleagues 
demonstrated that elevated POLRMT levels were essen-
tial for the in vitro growth of osteosarcoma cells and the 
development of osteosarcoma xenografts in nude mice 
[48]. The depletion of POLRMT using genetic means 
resulted in mitochondrial dysfunction, energy deple-
tion, and apoptosis in osteosarcoma cells [48]. In another 
study, Zhou and co-workers revealed that genetic deple-
tion of POLRMT inhibited mitochondrial transcrip-
tion, impaired mitochondrial function, and hindered the 
growth of non-small cell lung cancer cells (NSCLC) both 
in vitro and in vivo [32]. Wang et al. also documented the 
significance of POLRMT overexpression in skin squa-
mous cell carcinoma (SCC) for sustaining mitochondrial 
hyperfunction and cell proliferation [22].

The findings of this study provide strong support for 
the importance of the mitochondrial protein POLRMT 
in endothelial cell activation and angiogenesis. Within 
cultured endothelial cells, including HUVECs, hRMECs, 
and hCMEC/D3, the introduction of POLRMT shRNA 
or KO demonstrated robust anti-angiogenic effects, ham-
pering cell proliferation, migration, and the formation 
of capillary tubes. Furthermore, there was a noteworthy 
induction of apoptosis in POLRMT-depleted endothelial 
cells. In contrast, the overexpression of POLRMT had a 
pro-angiogenic impact, enhancing endothelial cell prolif-
eration, migration, and capillary tube formation. In vivo, 

knockdown of POLRMT in endothelial cells inhibited 
retinal angiogenesis. Therefore, these results underscored 
the significant role of POLRMT in angiogenesis.

A key discovery from this study emphasizes the critical 
role of POLRMT in preserving the integrity of mitochon-
dria within endothelial cells. Silencing or KO of POL-
RMT had detrimental effects on mitochondrial function, 
leading to mitochondrial depolarization, increased pro-
duction of ROS, oxidative stress, lipid oxidation, DNA 
damage, and a reduction in ATP levels. Conversely, the 
overexpression of POLRMT enhanced the activity of 
mitochondrial respiratory chain complex I and increased 
ATP levels in HUVECs. Additionally, endothelial knock-
down of POLRMT induced oxidative stress and lipid oxi-
dation in retinal tissues. These findings suggest that the 
promotion of angiogenesis by POLRMT could be attrib-
uted to its role in maintaining optimal mitochondrial 
functions in endothelial cells (Fig. 9E).

In recent studies, the development of IMT1, a first-
in-class non-competitive inhibitor of POLRMT, has 
garnered attention [26, 52]. IMT1’s ability to inhibit 
POLRMT has been demonstrated to halt mitochondrial 
transcription and disrupt OXPHOS processes [21, 22, 
52]. This POLRMT inhibitor has been shown to compro-
mise mitochondrial functions and impede the growth of 
various cancer cell types, including endometrial carci-
noma cells and skin squamous cell carcinoma cells [21, 
22]. In our current investigation, we unveiled that IMT1-
induced inhibition of POLRMT elicited anti-angiogenic 
effects in vitro, effectively suppressing endothelial cell 
proliferation, migration, and capillary tube formation. 
Moreover, the intravitreous administration of IMT1 was 
found to induce mitochondrial dysfunction, oxidative 
damage in mouse retinal tissues and hinder retinal angio-
genesis in vivo (see Fig.  9E). These outcomes further 
underscore the indispensable role of POLRMT in the 
regulation of angiogenesis.

DR is a multifaceted disorder characterized by two 
primary stages, non-proliferative diabetic retinopathy 
(NPDR) and proliferative diabetic retinopathy (PDR) 
[53–56]. The transition from NPDR to PDR is marked 
by the development of abnormal, fragile retinal blood 
vessels, which are prone to leakage, leading to retinal 
edema, hemorrhages, fibrovascular proliferation, and 
retinal detachment. This neovascularization is primar-
ily elicited by chronic hyperglycemia-induced vascular 
damage, augmented by a milieu of inflammatory and 
oxidative stress factors [53–58]. The intricate interplay 
of these pathogenic elements triggers the upregulation 
of key angiogenic mediators, most notably VEGF, caus-
ing the formation of pathological blood vessels in the 
hypoxic retinal microenvironment [54, 59–61]. Thera-
peutic strategies for DR center on the amelioration of 
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pathological angiogenesis and to understand the underly-
ing mechanisms.

In the current study, we observed a significant upreg-
ulation of POLRMT mRNA and protein expression in 
the proliferative retinal membrane tissues obtained 
from PDR patients. This was further corroborated by 
the elevated levels of both POLRMT mRNA and pro-
tein expression, along with an increase in the expression 
of POLRMT-dependent genes, in the retinal tissues of 
murine models with STZ-induced diabetic retinopa-
thy (DR). Of notable significance, we found that tar-
geted silencing of POLRMT in retinal endothelial 
cells, achieved through intravitreous administration of 
AAV5-TIE1-POLRMT shRNA, effectively attenuated 
the pathological retinal angiogenesis and ameliorated 
the degeneration of RGCs in the DR murine models. In 
light of these findings, we propose that the augmented 
expression of POLRMT plays a pivotal role in pathologi-
cal angiogenesis in DR, and it represents a promising and 
pertinent therapeutic target. (Fig. 9E).

Supplementary Information
The online version contains supplementary material available at https://doi.
org/10.1186/s12964-024-01712-9.

Supplementary Material 1

Acknowledgements
N/A.

Author contributions
All authors conceived, designed, and supervised the study, performed in vitro 
cellular and in vivo animal experiments and analyzed the data. All authors 
drafted the article and revised it critically for important intellectual content, 
and with final approval of the version submitted to the journal.

Funding
This work was supported by Natural Science Foundation of Jiangsu 
Province(BK20231202); Suzhou Science and Technology Development Plan 
(SKY2022055, SKY2022173, SKY2022174, SKY2023188); The Scientific Research 
Project of Jiangsu Health Commission (M2022062); Suzhou Medical College 
Students Extracurricular Research Project (2023YXYKWKY064); Foundation 
of Shanghai Eye Diseases Prevention & Treatment Center (20JC01004; 
21LC01006); National Tutorial System Training Program for key Young Health 
Talents in Suzhou (Qngg2021011); Gusu Health Talent Project of Suzhou City 
(GSWS2020049) and Key Laboratory Foundation of Structural Deformities of 
Suzhou City (SZS2022018).

Data availability
No datasets were generated or analysed during the current study.

Declarations

Ethical approval and consent to participate
This study was approved by the Ethics Committee of Soochow University.

Competing interests
The authors declare no competing interests.

Received: 12 January 2024 / Accepted: 10 June 2024

References
1.	 Eelen G, Treps L, Li X, Carmeliet P. Basic and Therapeutic aspects of Angiogen-

esis updated. Circ Res. 2020;127:310–29.
2.	 Augustin HG, Koh GY. Organotypic vasculature: from descriptive heterogene-

ity to functional pathophysiology. Science 2017, 357.
3.	 Betz C, Lenard A, Belting HG, Affolter M. Cell behaviors and dynamics during 

angiogenesis. Development. 2016;143:2249–60.
4.	 Potente M, Gerhardt H, Carmeliet P. Basic and therapeutic aspects of angio-

genesis. Cell. 2011;146:873–87.
5.	 Isogai S, Lawson ND, Torrealday S, Horiguchi M, Weinstein BM. Angiogenic 

network formation in the developing vertebrate trunk. Development. 
2003;130:5281–90.

6.	 Potente M, Carmeliet P. The Link between angiogenesis and endothelial 
metabolism. Annu Rev Physiol. 2017;79:43–66.

7.	 Marcu R, Zheng Y, Hawkins BJ. Mitochondria and Angiogenesis. Adv Exp Med 
Biol. 2017;982:371–406.

8.	 Oyewole AO, Birch-Machin MA. Mitochondria-targeted antioxidants. FASEB J. 
2015;29:4766–71.

9.	 Nunnari J, Suomalainen A. Mitochondria: in sickness and in health. Cell. 
2012;148:1145–59.

10.	 Porporato PE, Filigheddu N, Bravo-San Pedro JM, Kroemer G, Galluzzi L. Mito-
chondrial metabolism and cancer. Cell Res. 2018;28:265–80.

11.	 Bhat AH, Dar KB, Anees S, Zargar MA, Masood A, Sofi MA, Ganie SA. Oxidative 
stress, mitochondrial dysfunction and neurodegenerative diseases; a mecha-
nistic insight. Biomed Pharmacother. 2015;74:101–10.

12.	 Trushina E, McMurray CT. Oxidative stress and mitochondrial dysfunction in 
neurodegenerative diseases. Neuroscience. 2007;145:1233–48.

13.	 Quiles JM, Gustafsson AB. The role of mitochondrial fission in cardiovascular 
health and disease. Nat Rev Cardiol. 2022;19:723–36.

14.	 Eldeeb MA, Thomas RA, Ragheb MA, Fallahi A, Fon EA. Mitochondrial quality 
control in health and in Parkinson’s disease. Physiol Rev. 2022;102:1721–55.

15.	 Dong T, Chen X, Xu H, Song Y, Wang H, Gao Y, Wang J, Du R, Lou H, Dong T. 
Mitochondrial metabolism mediated macrophage polarization in chronic 
lung diseases. Pharmacol Ther. 2022;239:108208.

16.	 Reichard A, Asosingh K. The role of mitochondria in angiogenesis. Mol Biol 
Rep. 2019;46:1393–400.

17.	 Wang C, Dai X, Wu S, Xu W, Song P, Huang K. FUNDC1-dependent 
mitochondria-associated endoplasmic reticulum membranes are involved in 
angiogenesis and neoangiogenesis. Nat Commun. 2021;12:2616.

18.	 Ren R, Guo J, Shi J, Tian Y, Li M, Kang H. PKM2 regulates angiogenesis of VR-
EPCs through modulating glycolysis, mitochondrial fission, and fusion. J Cell 
Physiol. 2020;235:6204–17.

19.	 Lugus JJ, Ngoh GA, Bachschmid MM, Walsh K. Mitofusins are required for 
angiogenic function and modulate different signaling pathways in cultured 
endothelial cells. J Mol Cell Cardiol. 2011;51:885–93.

20.	 Ma ZR, Li HP, Cai SZ, Du SY, Chen X, Yao J, Cao X, Zhen YF, Wang Q. The mito-
chondrial protein TIMM44 is required for angiogenesis in vitro and in vivo. 
Cell Death Dis. 2023;14:307.

21.	 Li SP, Ou L, Zhang Y, Shen FR, Chen YG. A first-in-class POLRMT specific 
inhibitor IMT1 suppresses endometrial carcinoma cell growth. Cell Death Dis. 
2023;14:152.

22.	 Wang Y, Ou L, Li X, Zheng T, Zhu WP, Li P, Wu L, Zhao T. The mitochondrial RNA 
polymerase POLRMT promotes skin squamous cell carcinoma cell growth. 
Cell Death Discov. 2022;8:347.

23.	 Inatomi T, Matsuda S, Ishiuchi T, Do Y, Nakayama M, Abe S, Kasho K, Wanrooij 
S, Nakada K, Ichiyanagi K, et al. TFB2M and POLRMT are essential for mam-
malian mitochondrial DNA replication. Biochim Biophys Acta Mol Cell Res. 
2022;1869:119167.

24.	 Yu HJ, Xiao GL, Zhao YY, Wang XX, Lan R. Targeting mitochondrial metabolism 
and RNA polymerase POLRMT to overcome Multidrug Resistance in Cancer. 
Front Chem. 2021;9:775226.

25.	 Kuhl I, Miranda M, Posse V, Milenkovic D, Mourier A, Siira SJ, Bonekamp NA, 
Neumann U, Filipovska A, Polosa PL, et al. POLRMT regulates the switch 
between replication primer formation and gene expression of mammalian 
mtDNA. Sci Adv. 2016;2:e1600963.

26.	 Bonekamp NA, Peter B, Hillen HS, Felser A, Bergbrede T, Choidas A, Horn M, 
Unger A, Di Lucrezia R, Atanassov I, et al. Small-molecule inhibitors of human 
mitochondrial DNA transcription. Nature. 2020;588:712–6.

27.	 Bergbrede T, Hoberg E, Larsson NG, Falkenberg M, Gustafsson CM. An adapt-
able high-Throughput Technology enabling the identification of specific 
transcription modulators. SLAS Discov. 2017;22:378–86.

https://doi.org/10.1186/s12964-024-01712-9
https://doi.org/10.1186/s12964-024-01712-9


Page 17 of 17Huan et al. Cell Communication and Signaling          (2024) 22:343 

28.	 Shi Y, Dierckx A, Wanrooij PH, Wanrooij S, Larsson NG, Wilhelmsson LM, 
Falkenberg M, Gustafsson CM. Mammalian transcription factor A is a core 
component of the mitochondrial transcription machinery. Proc Natl Acad Sci 
U S A. 2012;109:16510–5.

29.	 Larsson NG, Wang J, Wilhelmsson H, Oldfors A, Rustin P, Lewandoski M, Barsh 
GS, Clayton DA. Mitochondrial transcription factor A is necessary for mtDNA 
maintenance and embryogenesis in mice. Nat Genet. 1998;18:231–6.

30.	 Posse V, Al-Behadili A, Uhler JP, Clausen AR, Reyes A, Zeviani M, Falkenberg M, 
Gustafsson CM. RNase H1 directs origin-specific initiation of DNA replication 
in human mitochondria. PLoS Genet. 2019;15:e1007781.

31.	 Fuste JM, Wanrooij S, Jemt E, Granycome CE, Cluett TJ, Shi Y, Atanassova 
N, Holt IJ, Gustafsson CM, Falkenberg M. Mitochondrial RNA polymerase is 
needed for activation of the origin of light-strand DNA replication. Mol Cell. 
2010;37:67–78.

32.	 Zhou T, Sang YH, Cai S, Xu C, Shi MH. The requirement of mitochondrial 
RNA polymerase for non-small cell lung cancer cell growth. Cell Death Dis. 
2021;12:751.

33.	 Xu G, Qi LN, Zhang MQ, Li XY, Chai JL, Zhang ZQ, Chen X, Wang Q, Li KR, Cao 
C. Galphai1/3 mediation of Akt-mTOR activation is important for RSPO3-
induced angiogenesis. Protein Cell. 2023;14:217–22.

34.	 Yao J, Wu XY, Yu Q, Yang SF, Yuan J, Zhang ZQ, Xue JS, Jiang Q, Chen MB, Xue 
GH, Cao C. The requirement of phosphoenolpyruvate carboxykinase 1 for 
angiogenesis in vitro and in vivo. Sci Adv. 2022;8:eabn6928.

35.	 Sun J, Huang W, Yang SF, Zhang XP, Yu Q, Zhang ZQ, Yao J, Li KR, Jiang Q, Cao 
C. Galphai1 and Galphai3mediate VEGF-induced VEGFR2 endocytosis, signal-
ing and angiogenesis. Theranostics. 2018;8:4695–709.

36.	 Zhang XP, Li KR, Yu Q, Yao MD, Ge HM, Li XM, Jiang Q, Yao J, Cao C. Gin-
senoside Rh2 inhibits vascular endothelial growth factor-induced corneal 
neovascularization. FASEB J. 2018;32:3782–91.

37.	 Li Y, Chai JL, Shi X, Feng Y, Li JJ, Zhou LN, Cao C, Li KR. Galphai1/3 medi-
ate Netrin-1-CD146-activated signaling and angiogenesis. Theranostics. 
2023;13:2319–36.

38.	 Wang Y, Liu YY, Chen MB, Cheng KW, Qi LN, Zhang ZQ, Peng Y, Li KR, Liu 
F, Chen G, Cao C. Neuronal-driven glioma growth requires Galphai1 and 
Galphai3. Theranostics. 2021;11:8535–49.

39.	 Liu YY, Chen MB, Cheng L, Zhang ZQ, Yu ZQ, Jiang Q, Chen G, Cao C. 
microRNA-200a downregulation in human glioma leads to Galphai1 
over-expression, akt activation, and cell proliferation. Oncogene. 
2018;37:2890–902.

40.	 Shao NY, Wang DX, Wang Y, Li Y, Zhang ZQ, Jiang Q, Luo W, Cao C. MicroRNA-
29a-3p downregulation causes Gab1 upregulation to promote Glioma Cell 
Proliferation. Cell Physiol Biochem. 2018;48:450–60.

41.	 Cai S, Li Y, Bai JY, Zhang ZQ, Wang Y, Qiao YB, Zhou XZ, Yang B, Tian Y, Cao C. 
Galphai3 nuclear translocation causes irradiation resistance in human glioma 
cells. Oncotarget. 2017;8:35061–8.

42.	 Pattamatta U, McPherson Z, White A. A mouse retinal explant model for use 
in studying neuroprotection in glaucoma. Exp Eye Res. 2016;151:38–44.

43.	 Osborne A, Hopes M, Wright P, Broadway DC, Sanderson J. Human organo-
typic retinal cultures (HORCs) as a chronic experimental model for investiga-
tion of retinal ganglion cell degeneration. Exp Eye Res. 2016;143:28–38.

44.	 Shan HJ, Jiang K, Zhao MZ, Deng WJ, Cao WH, Li JJ, Li KR, She C, Luo WF, Yao 
J, et al. SCF/c-Kit-activated signaling and angiogenesis require Galphai1 and 
Galphai3. Int J Biol Sci. 2023;19:1910–24.

45.	 Xu G, Qi L-n, Zhang M-q, Li X-y, Chai J-l, Zhang Z-q, Chen X, Wang Q, Li K. -r, 
Cao C: Gαi1/3 mediation of Akt-mTOR activation is important for RSPO3-
induced angiogenesis. Protein & Cell; 2022.

46.	 Barshad G, Marom S, Cohen T, Mishmar D. Mitochondrial DNA transcrip-
tion and its regulation: an evolutionary perspective. Trends Genet. 
2018;34:682–92.

47.	 Arnold JJ, Smidansky ED, Moustafa IM, Cameron CE. Human mitochondrial 
RNA polymerase: structure-function, mechanism and inhibition. Biochim 
Biophys Acta. 2012;1819:948–60.

48.	 Han QC, Zhang XY, Yan PH, Chen SF, Liu FF, Zhu YR, Tian Q. Identification of 
mitochondrial RNA polymerase as a potential therapeutic target of osteosar-
coma. Cell Death Discov. 2021;7:393.

49.	 Bralha FN, Liyanage SU, Hurren R, Wang X, Son MH, Fung TA, Chingcuanco 
FB, Tung AY, Andreazza AC, Psarianos P, et al. Targeting mitochondrial RNA 
polymerase in acute myeloid leukemia. Oncotarget. 2015;6:37216–28.

50.	 Chen Y, Li S, Zhang Y, Wang M, Li X, Liu S, Xu D, Bao Y, Jia P, Wu N, et al. The 
lncRNA Malat1 regulates microvascular function after myocardial infarction 
in mice via miR-26b-5p/Mfn1 axis-mediated mitochondrial dynamics. Redox 
Biol. 2021;41:101910.

51.	 Herkenne S, Ek O, Zamberlan M, Pellattiero A, Chergova M, Chivite I, Novotna 
E, Rigoni G, Fonseca TB, Samardzic D, et al. Developmental and Tumor 
Angiogenesis requires the Mitochondria-Shaping protein Opa1. Cell Metab. 
2020;31:987–e10031008.

52.	 Mennuni M, Filograna R, Felser A, Bonekamp NA, Giavalisco P, Lytovchenko O, 
Larsson NG. Metabolic resistance to the inhibition of mitochondrial transcrip-
tion revealed by CRISPR-Cas9 screen. EMBO Rep. 2022;23:e53054.

53.	 Wang W, Lo ACY. Diabetic Retinopathy: pathophysiology and treatments. Int 
J Mol Sci 2018, 19.

54.	 Bahrami B, Hong T, Gilles MC, Chang A. Anti-VEGF therapy for Diabetic Eye 
diseases. Asia Pac J Ophthalmol (Phila). 2017;6:535–45.

55.	 Stitt AW, Curtis TM, Chen M, Medina RJ, McKay GJ, Jenkins A, Gardiner TA, 
Lyons TJ, Hammes HP, Simo R, Lois N. The progress in understanding and 
treatment of diabetic retinopathy. Prog Retin Eye Res. 2016;51:156–86.

56.	 Capitao M, Soares R. Angiogenesis and inflammation crosstalk in Diabetic 
Retinopathy. J Cell Biochem. 2016;117:2443–53.

57.	 Krick TW, Bressler NM. Recent clinically relevant highlights from the 
Diabetic Retinopathy Clinical Research Network. Curr Opin Ophthalmol. 
2018;29:199–205.

58.	 Tremolada G, Del Turco C, Lattanzio R, Maestroni S, Maestroni A, Bandello 
F, Zerbini G. The role of angiogenesis in the development of proliferative 
diabetic retinopathy: impact of intravitreal anti-VEGF treatment. Exp Diabetes 
Res. 2012;2012:728325.

59.	 Osaadon P, Fagan XJ, Lifshitz T, Levy J. A review of anti-VEGF agents for prolif-
erative diabetic retinopathy. Eye (Lond). 2014;28:510–20.

60.	 Jardeleza MS, Miller JW. Review of anti-VEGF therapy in proliferative diabetic 
retinopathy. Semin Ophthalmol. 2009;24:87–92.

61.	 Abdallah W, Fawzi AA. Anti-VEGF therapy in proliferative diabetic retinopathy. 
Int Ophthalmol Clin. 2009;49:95–107.

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


	﻿Identification of the central role of RNA polymerase mitochondrial for angiogenesis
	﻿Abstract
	﻿Introduction
	﻿Materials and methods
	﻿Reagents, chemicals and antibodies
	﻿Cells
	﻿POLRMT silencing
	﻿POLRMT knockout (KO)
	﻿POLRMT overexpression
	﻿Functional assays and gene/protein detections
	﻿Animal studies
	﻿Human tissues
	﻿Statistical analyses

	﻿Results
	﻿Genetic depletion of POLRMT induces anti-angiogenic activity in cultured endothelial cells
	﻿Genetic depletion of POLRMT impairs mitochondrial functions in cultured endothelial cells
	﻿Genetic depletion of POLRMT induces moderate but significant apoptosis in cultured endothelial cells
	﻿The POLRMT inhibitor IMT1 induces anti-angiogenic activity in cultured endothelial cells
	﻿Forced POLRMT overexpression induces pro-angiogenic activity in cultured endothelial cells
	﻿Endothelial knockdown of POLRMT inhibits retinal angiogenesis in vivo
	﻿Intravitreous injection of IMT1 inhibits retinal angiogenesis in vivo
	﻿POLRMT upregulation participates in pathological retinal angiogenesis in diabetic retinopathy mice
	﻿POLRMT expression is increased in proliferative membrane tissues of proliferative diabetic retinopathy (PDR) patients

	﻿Discussion
	﻿References


