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Abstract
Mechanosensitive genes regulate multiple cardiovascular pathophysiological processes and

disorders; however, the role of flow-sensitive genes in atherosclerosis is still unknown. In this

study, we identify LIM Zinc Finger Domain Containing 2 (LIMS2) that acts as a mechanosen-

sitive gene downregulated by disturbed flow (d-flow) both in human endothelial cells (ECs)

in vitro and in mice in vivo. Mechanistically, d-flow suppresses LIMS2 expression, which

leads to endothelial inflammation by upregulating typical inflammatory factors, VCAM-1,

and ICAM-1 in human ECs. The findings indicate that LIMS2, the new flow-sensitive gene,

may help us to find a new insight to explain how d-flow caused endothelial inflammation and

provide a new therapeutic approach for atherosclerosis in the future.
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Introduction

Atherosclerosis is the most common reason of death all
over the world1 and thus has been studied extensively; it
is a complex chronic disorder and the mechanisms by
which it attacks are still being analyzed. So far, what is
known is that it usually occurs in the arterial wall and the
endothelial layer is attacked primarily in atherosclerosis by
inflammation, which induces the endothelium to become
more permeable to lipids associated with low-density lip-
oproteins (LDL). Once the accumulation of these lipids is
observed, immune cells such as monocytes migrate across
the endothelium and reach the intima, whereupon LDL
particles promote the appearance of foam cells to create
lesions, which may progressively enlarge with age.2

Interestingly, it is to be noted that atherosclerotic plaques
commonly form at sites experiencing flow separation, like
branch, curvature or cross-sectional expansion.3 At these

regions, the flow departs from pulsatile, unidirectional
flow to chaotic, disturbed flow (d-flow) characterized by
flow-associated zones including reflux, turbulent flow
and oscillatory flow.4–7 d-Flow is known to regulate endo-
thelial cell function via a process known as mechano-
transduction. The mechanisms by which d-flow induces
pro-atherogenic responses predominantly involve endothe-
lial gene expression, including differential flow-sensitive
genes expression.

Recently, many flow-sensitive genes have previously
been identified as playing a role in atherosclerosis by
their actions in the endothelium, smooth muscle cells, mac-
rophages, or in cholesterol transport.8–10 Here, we identify
that d-flow causes atherosclerosis formation in vivo and
modulates endothelial inflammation via changing inflam-
matory factors expression, such as VCAM-1 and ICAM-1.
Furthermore, in this study, we demonstrate that LIM Zinc
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Finger Domain Containing 2 (LIMS2), a new member of
PINCH family, is a novel mechanosensitive gene that is
reduced by low endothelial shear stress in endothelial
cells (ECs), both in vitro and in vivo. And then, we demon-
strated that the inhibition of LIMS2 expression upregulates
VCAM-1 and ICAM-1 level in human ECs. Hence, our
findings suggest that LIMS2 is a mechanosensitive and
anti-inflammatory gene; it may provide a new possible
therapeutic approach to clarify the mechanism of endothe-
lial inflammation and act as a new biomarker of atheroscle-
rosis in the future.

Materials and methods

Partial carotid ligation and endothelial flushing

Two types of mice (C57BL/6 mice and ApoE�/� mice from
Jackson Laboratories, eightweeks old, male) were used for
all animal experiments. After 2% isoflurane anesthesia, the
carotid arteries were ligated partially, and the ineluctable
d-flow conditions in the LCA were validated by animal
ultrasound (Vevo3100, Visualsonics) with a 30 MHz probe.

For partial carotid ligation of mice, internal carotid,
external carotid, and occipital artery of LCA were ligated
with 6–0 silk suture except the superior thyroid artery left.
Then, mice were sacrificed by CO2 inhalation. After 48-h
ligation, carotids were separated and perfused with hepa-
rinized saline for 5min subsequently. Total intimal RNA of
RCA and LCA were isolated and flushed 48 h later with
150mL QIazol reagent, by previous method that people
have demonstrated to be mainly endothelial enriched.11–13

Cell culture

Human aortic endothelial cells (HAEC, Lonza CC-2535)
were maintained in EGMTM-2 BulletKit (CC-3162), which
contains fetal bovine serum (FBS) SDS-attached, multiple
growth factors (human fibroblast growth factor basic,
h-FGFb; human vascular endothelial growth factor,
h-VEGF; analog of human insulin-like growth factor-1,
long R3-IGF-1; human epidermal growth factor, hEGF),
penicillin/streptomycin (P/S), hydrocortisone solution
and Ascorbic Acid Solution (AA). Cells at passages 5–7
were cultured in 10 cm dishes (Falcon 353003) coated with
0.1% gelatin (Sigma Aldrich G9391) at 37�C for following
experiments.

Cone and plate viscometer

Briefly, cells were cultured to >90% confluency and then
exposed to shear stress in the cone and plate viscometer for
24 h. Cells subjected to laminar shear (LS) stress experi-
enced a one-way shear stress of 20 dyn/cm2, whereas
cells subjected to oscillatory shear (OS) stress experienced
one-way shear stress of �5 dyn/cm2. Alignment of ECs
under LS was visually confirmed by microscopy. Cells
were scraped in 600 mL HBSS (Corning 45000–462) and pel-
leted by centrifugation at 1700 r/min for 3min. One quarter
was resuspended with QIazol (Qiagen 79306) for RNA iso-
lation and the rest was resuspended in phosphate-buffered
RIPA with glycerol (Boston Bioproducts BP-421) and

protease inhibitor (Sigma Aldrich 11697498001) for
protein extraction.

qPCR for target genes

Total RNAwas purified using the Qiagen miREasy kit and
reverse transcribed using the high-capacity cDNA Reverse
Transcription Kit (Applied Biosystems 4368814). The cDNA
was programmed to ABI StepOne Plus qPCR system
(10min at 95�C, followed by 45 cycles of 95�C for 5 s, and
60�C for 30 s) using the target gene primers (LIMS2, KLF2,
TSP-1, VCAM-1, ICAM-1) and SYBR Master Mix
(ThermoFisher 4472903). 18S was chosen as a housekeeping
control. Finally, DDCt method was used to determine the
fold changes for all target genes between samples.

BCA and Western blotting

Cell lysate was collected and centrifuged (12,000� g,
10min, 4�C). The protein-containing supernatant was col-
lected in a separate tube and 2 mL was added to a 96-well
plate. Bicinchoninic acid (BCA) was diluted 1:50 in Reagent
A (Pierce 23225) and 98 mL of the mixed reagent was added
to each protein-containing well. Protein standards were
prepared by diluting bovine serum albumin (2mg/mL,
Pierce 23209) to concentrations of 0, 0.05, 0.1, 0.25, 0.5,
0.75, 1.0 and 1.5mg/mL solutions. After 30min incubation
at 37�C, absorbance was recorded by a microplate reader at
562 nm, and a linear calibration curve was established.

Each protein sample was diluted in 1� RIPA and 6�
reducing loading dye (Boston Bioproducts) to achieve a
total protein amount of 15 mg, and then subsequently
boiled at 95�C for 5min. Proteins were electrophoresed in
1� running buffer (Tris-Glycine pH 8.8) using a 10% poly-
acrylamide gel. Then, the proteins were transferred to a
polyvinylidene fluoride (PVDF) membrane (BioRad) and
blocked in 5% (w/v) non-fat milk in tris-buffered saline
with 0.1% Tween (TBST) for 1 h at room temperature.
After removing the extra blocking buffer by TBST buffer,
the membranes were incubated with the specific primary
antibody solution (1:1000) overnight at 4�C cold room
(human-LIMS2, Abcam ab272666; mouse-LIMS2, Sigma-
Aldrich SAB1302074; VCAM-1, Abcam ab134047;
ICAM-1, Abcam ab109361). Following primary antibody
exposure, the membrane was incubated with secondary
antibody (1:5000) at room temperature (goat anti-mouse
or goat anti-rabbit HRP, Santa Cruz SC-2004 or SC-2005) for
1h. Then, the membrane was filmed by Immobilon Western
Chemiluminescent HRP (EMD Millipore, WBKLS0500) and
Blue Lite Autorad Film (VWR, 490001–950).

Immunofluorescence staining

Frozen sections of mice carotids were permeabilized in
0.1% Triton-X in PBS for 5–10min, followed by blocking
in either 20% donkey serum or goat serum (Jackson
ImmunoResearch, 005–000-121 or 017–000-121) in PBS for
1 h at room temperature. Blocked sides were incubated in
the primary antibody (1:100) (mouse-LIMS2, Sigma-
Aldrich SAB1302074) overnight at 4�C cold room and
followed by next incubation with secondary antibody
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(1:250 v/v) (Alexa Fluor 568 conjugated goat anti-rabbit or
donkey anti-goat, Life Technologies).

Hematoxylin and eosin staining

Frozen sections were stained using the American
MasterTech kit. As per manufacturer’s protocol, slides
were rinsed in running ddH2O for 2min, incubated in
Harris hematoxylin for 5 min, rinsed and incubated in dif-
ferentiating solution for 1min, rinsed and incubated with
Bluing solution for 30 s, rinsed and incubated in 70% etha-
nol for 1min, followed by direct incubation in eosin in
1min. Finally, the slides were dehydrated in three changes
of 100% ethanol and xylene. Slides were mounted and
imaged on the Hamamatsu Nanozoomer. Arterial diameter
was quantified using ImageJ software.

Statistical analysis

Graph-Pad Prism 5 Software was used for statistical anal-
yses in this study. Generally, all error bars measured are
SEM unless special instruction. One-way Student’s t-tests
were used to verify pairwise comparisons. Tukey’s multi-
ple comparison tests were used to check multiple compar-
isons. Differences were considered significant at P-values
<0.05.

Results

d-Flow causes atherosclerosis in ApoE2/2 mice and
active inflammation via upregulating VCAM-1 and
ICAM-1 expression both in human and mouse ECs

Initially, we built d-flow model via partial carotid ligation
approach in ApoE�/�mice. After 28-day ligation, we found
that atherosclerosis was induced, and there were plenty of
atherosclerotic plaque formation in left carotid artery
(Figure 1(a) and (b)). And then, we tested inflammatory
factors, VCAM-1 gene, and ICAM-1 gene expression in
endothelial RNA derived from our animal model of acute
d-flow-induced atherosclerosis. In ligated C57BL/6 mice,
VCAM-1 was increased by six-fold in the flow-disturbed
LCAs intima as compared to the RCAs post 48 h ligation.
ICAM-1 was increased by more than three-fold in the flow-
disturbed LCAs intima as compared to the RCAs post 48 h
ligation. Similarly, VCAM-1 was increased by seven-fold in
the flow-disturbed LCAs media and adventitia. ICAM-1
was increased by more than four-fold in the flow-
disturbed media and adventitia of LCAs (Figure 1(c)).
Furthermore, given the well-established link between d-
flow-related shear stress and endothelial inflammation,
HAECs were subjected to either LS or OS condition for
24 h. VCAM-1 gene level was increased in OS conditions

Figure 1. D-flow induces atherosclerotic plaque formation in ApoE�/� mice and causes inflammation in human and ECs. (a) Left carotid artery (LCA) showed

atherosclerotic plaque formation compared with right carotid artery (RCA) after 28-day partial carotid ligation (PCL) in ApoE2/2mice. (b) HE staining showed unbroken

RCA and obvious atherosclerotic plaque accumulation in LCA after 28-day PCL surgery for ApoE2/2 mice (N¼ 4). (c) C57BL/6 mice were partially ligated for 48 h and

then sacrificed. Endothelial-enriched total RNA (eRCA, eLCA) and total RNA of media and adventitia (RCA left over, RCA-L/O; LCA left over, LCA-L/O) were obtained

from the LCA and RCA. VCAM-1 and ICAM-1 gene expression were measured and normalized to 18S (N¼ 4, *¼p< 0.05, **¼p< 0.01, ***¼p< 0.001). (d) HAEC were

exposed to LS or OS for 24 h. Following shear, RNA was collected for qPCR and VCAM-1 and ICAM-1 gene level were measured and normalized to 18S. (N¼ 4,

**¼p< 0.01, ***¼p< 0.001). (A color version of this figure is available in the online journal.)
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by nearly six-fold as compared to LS condition; ICAM-1
gene level was increased in OS conditions by nearly four-
fold (Figure 1(d)). Thus, these results indicated that d-flow
was related to atherosclerosis and endothelial inflamma-
tion both in human and mouse ECs.

LIMS2 is a novel mechanosensitive gene and a
conserved target in human and mice

To figure out how d-flow could affect endothelial inflam-
mation, we found a new mechanosensitive gene, LIMS2,
modulated by d-flow both in human and mice. Firstly,
we tested LIMS2 levels in endothelial RNA derived from
our animal model of acute d-flow-induced atherosclerosis
(PCL) and in the chronically flow-disturbed LCA (Figure 2
(a)). Two classic flow-sensitive genes, KLF2 and TSP-1,
were treated as positive controls, and their expressions in
LCA after 48-h ligation were similar as previous studies
(Figure 2(b)). It is represented that d-flow were induced
in LCA. Then, in acute d-flow model, LIMS2 was sup-
pressed by 80% in the flow-disturbed intima and more
than 70% in the flow-disturbed media and adventitia of
LCAs as compared to the RCAs 48 h post-ligation.
Moreover, in the chronically flow-disturbed LCAs, LIMS2
was suppressed by more than 70% both in the flow-
disturbed intima and media and adventitia (Figure 2(c)).
In addition, we also found that LIMS2 protein signal was
disappeared in flow-disturbed LCA compared to the RCAs

(Figure 2(d)). These in vivo results indicated that LIMS2 is a
flow-sensitive gene. For further validation, we tested
LIMS2 in HAECs and subjected to either OS or LS by
cone-and-plate device for 24 h. We noticed that the
HAECs pointed in the same direction and were arranged
linearly and tightly under LS condition, whereas OS
induced chaotic arrangement and abnormal cell morphol-
ogy (Figure 3(a)). Then, we validated that KLF2 were
reduced by OS but TSP-1 were upregulated by OS (Figure
3(b)). Moreover, we identified that LIMS2 gene expression
was inhibited in OS conditions by 70% as compared to LS
condition (Figure 3(c)). LIMS2 protein level was also
decreased in OS-induced HAECs by more than 60%
(Figure 3(d) and (e)). These results, taken together, show
that LIMS2 is mechanosensitive in both human and
mouse endothelium and that LIMS2 may decrease over
longer periods of exposure to d-flow.

LIMS2 silencing induces endothelial
inflammation in human ECs

The previous results indicated that d-flow induced athero-
sclerosis and endothelial inflammation. To test whether the
loss of LIMS2 may drive d-flow-related endothelial inflam-
mation in atherosclerosis or not, first of all, we exposed
HAECs in different doses of siLIMS2 with static condition
to ensure an effective dose of siLIMS2. We noticed that the
effect of siLIMS2 showed dose-dependent character in

Figure 2. LIMS2 is a novel mechanosensitive gene that is inhibited by d-flow in mice. (a) For building PCL animal model, C57BL/6 mice left carotid artery were partial

ligated by suture, included internal carotid artery (ICA), external carotid artery (ECA), occipital artery (OA). (b) C57BL/6 mice were partially ligated for 48 h and then

sacrificed. Endothelial-enriched total RNA (eRCA, eLCA) and total RNA of media and adventitia (RCA-L/O, LCA-L/O) were obtained from the LCA and RCA. KLF2 gene

and TSP-1 gene level as positive control were measured and normalized to 18S (N¼ 4, **¼p< 0.01, ***¼p< 0.001). (c) C57BL/6 mice were partially ligated for 48 h

(acute PCL group) or 2week (chronic PCL group) and then sacrificed. Endothelial-enriched total RNA (eRCA, eLCA) and total RNA of media and adventitia (RCA-L/O,

LCA-L/O) were obtained from the LCA and RCA. LIMS2 gene level was measured and normalized to 18S (N¼ 4, ***¼p< 0.001). (d) C57BL/6 mice were partially ligated

for 48 h (acute PCL group) and then sacrificed. RCA and LCA were separated and stained for LIMS2. (A color version of this figure is available in the online journal.)
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HAECs, 150 nM siLIMS2 could inhibit 80% LIMS2 level,
and was treated as an effective dose in following steps
(Figure 4(a)). Then, HAECs were treated with siLIMS2 for
48 h, subjected to LS condition, and either lysed for RNA or
protein to determine the expression of LIMS2 and inflam-
matory factors, such as VCAM-1 and ICAM-1. Finally, the
treatment with 150 nM siLIMS2 in LS condition significant-
ly decreased LIMS2 gene expression by more than 70%
(Figure 4(b)), whereas VCAM-1 and ICAM-1 were upregu-
lated separately by more than four-fold and two-fold
(Figure 4(c)). Certainly, we also mentioned that LIMS2 pro-
tein level was suppressed by more than 60%, whereas
VCAM-1 and ICAM-1 were upregulated separately by
more than four-fold and three-fold (Figure 4(d) and (e)).
Hence, as LIMS2 is lost by d-flow and induces endothelial
inflammation, these results indicate that the loss of LIMS2
can replicate the effects seen by d-flow. Furthermore, it
represents that rescuing LIMS2 in d-flow-related area of
artery may blunt endothelial inflammation and LIMS2
may act as a possible biomarker for atherosclerosis in the
future.

Discussion

It is well accepted that atherosclerosis is an inflammatory,
chronic and fibroproliferative disease. Increasingly, evi-
dence demonstrates that d-flow plays a major role in ath-
erosclerotic plaque initiation and aggressive progression
and plaque activation.14,15 Previous studies indicated that
the whole arterial network was not implicated in athero-
sclerosis; the most common site of atherosclerosis is d-flow

susceptible area, including branch point, bifurcation of
arteries.13 In addition, endothelial cells attached to blood
flow directly and were influenced by d-flow primarily.16–18

In this study, we validated that d-flow induced atheroscle-
rosis formation in ligated LCA of ApoE�/� mice and endo-
thelial inflammation was activated via upregulating some
inflammatory factors, VCAM-1 and ICAM-1 in OS condi-
tion both in human and mice ECs.19,20 These findings
proved that flow-dependent endothelial inflammation
may be the typical mechanism of atherosclerosis.

Then, to figure out the connection between d-flow and
endothelial inflammation, we mentioned that there are
many endothelial genes that have mechanosensitive fea-
tures and these genes were affected by d-flow in atheroscle-
rosis. Some of flow-sensitive genes were reduced by d-flow
in ECs, and loss of them would cause endothelial dysfunc-
tion and break the normal, healthy vessel microenviron-
ment.10,21 KLF2, a classic flow-sensitive gene, has already
been reported as a main atheroprotective master molecule
in vivo and in vitro. Silencing KLF2 in endothelial cells by d-
flow could lead to inflammation via inhibiting activated
NF-kB signaling pathway and suppressing anti-
inflammatory factors such as eNOS secretion.10,22,23 For
TIMP3, NOS3, KLF4, and other flow-downregulated
genes, they also possessed similar beneficial functions to
atherosclerosis.24–26 On the contrary, some other genes
like TSP-1, BMP-4, HIF-1a, etc.27–29 were increased by d-
flow in ECs and improved endothelial inflammation via
modulating multiple signaling pathways, including NF-
kB signaling pathway, PI3K/AKT signaling pathway,

Figure 3. LIMS2 expression are suppressed by oscillatory shear (OS) in human ECs. (a) HAEC were subjected to laminar shear (LS, 20 dyn/cm2) or oscillatory shear

(OS,�5dyn/cm2) for 24 h. (b) HAECwere exposed to LS or OS for 24 h. Following shear, RNA was collected for qPCR and KLF2 gene and TSP-1 gene acted as positive

control were measured and normalized to 18S. (N¼ 4, ***¼p< 0.001). (C) HAEC were exposed to LS or OS for 24 h. Following shear, RNA was collected for qPCR and

LIMS2 gene was measured and normalized to 18S. (N¼4, ***¼p< 0.001). (d and e) HAEC were exposed to LS or OS for 24 h. Following shear, LIMS2 protein level was

measured by western blot (N¼ 4, ***¼p< 0.001). (A color version of this figure is available in the online journal.)
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Notch signaling pathway, etc.30–32 In this study, we used
KLF2 and TSP-1 as positive controls to ensure that d-flow
has been built in animal model and cell experiment. We
found that decreasing KLF2 and increasing TSP-1 expres-
sion in OS condition were as similar as previous studies.
Furthermore, we demonstrated for the first time that LIMS2
was reduced by OS in human ECs as well as acute and
chronically flow-disturbed regions in mice. The result rep-
resents that LIMS2 is a novel mechanosensitive gene both
in human and mouse ECs. We also discovered that silenc-
ing LIMS2 expression in ECs by siLIMS2 profoundly
induced EC inflammation by upregulating VCAM-1 and
ICAM-1. VCAM-1 and ICAM-1 are two classic inflamma-
tory factors related to atherosclerosis and modulated by
multiple inflammatory signaling pathways.33–35 The loss
of LIMS2 in normal shear stress condition caused upregu-
lation of VCAM-1 and ICAM-1, suggesting that LIMS2 is an
anti-inflammatory target for flow-dependent endothelial
inflammation. In addition, the limitation also should be
mentioned because the anti-inflammatory function of
LIMS2 never been reported before, the specific mechanism
of LISM2 in endothelial inflammation should be clarified,
and the connection between LIMS2 and atherosclerosis
should be confirmed in the next step.

So far, there are a few researches that have been reported
about LIMS2; we just known that LIMS2 is a new member
of PINCH family and is a cytoskeletal-associated protein
localized in focal adhesions.36 Some reports showed that
the loss of LIMS2 could modulate tumor cells migration
in gastric cancer and colon cancer37,38; silencing LIMS2

could also cause severe cardiomyopathy and heart failure
in mice,39 whereas the mechanism of LIMS2 in these dis-
orders has never been reported. In this study, LIMS2 is
firstly mentioned as a novel mechanosensitive gene in
endothelial cells and has a potential anti-inflammatory
effect in endothelial inflammation. In the following steps,
we will try to clarify the mechanism of LIMS2 in flow-
dependent endothelial inflammation. We hope that LIMS2
will help us to find a new insight to explain how d-flow
caused endothelial inflammation and provide a new ther-
apeutic approach for flow-associated diseases in the future.

Conclusions

In this study, we validate that LIMS2 is a novel mechano-
sensitive gene and is downregulated by d-flow or OS both
in human and mice. The loss of LIMS2 in human ECs acti-
vates endothelial inflammation via upregulating inflamma-
tory factors such as VCAM-1 and ICAM-1 expression.
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Figure 4. Silencing LIMS2 expression modulates endothelial inflammation via upregulating VCAM-1 and ICAM-1 in human ECs. (a) HAECs were transfected with

different dose of siLIMS2 for 48 h. Then, the cells were lysed and RNA was collected for determination of the LIMS2 gene level. (N¼ 4, **¼p< 0.01, ***¼p< 0.001).

(b) HAECs were transfected with 150 nM of siLIMS2 and subjected to LS 24 h later. 24-h post shear, the cells were lysed and RNA was collected for determination of

the LIMS2 gene level. (N¼ 4, ***¼p< 0.001). (c) Alternatively, the cells were lysed at 24 h and RNA was collected for determination of the inflammatory markers

VCAM-1 and ICAM-1. (N¼ 4, **¼p< 0.01, ***¼p< 0.001). (d and e) The protein was collected and measured by western blot for determination of the VCAM-1 and

ICAM-1 protein expression. (N¼ 4, *¼p< 0.05, **¼p< 0.01). (A color version of this figure is available in the online journal.)

Wang and Zhang FSS modulating inflammation in ECs by targeting LIMS2 1661
...............................................................................................................................................................



FUNDING

The author(s) received no financial support for the research,
authorship, and/or publication of this article.

ORCID iD

Junyao Wang https://orcid.org/0000-0002-2011-422X

REFERENCES

1. Domanski M, Lloyd-Jones D, Fuster V, Grundy S. Can we dramatically

reduce the incidence of coronary heart disease? Nat Rev Cardiol
2011;8:721–5

2. Glaser R, Selzer F, Faxon DP, Laskey WK, Cohen HA, Slater J, Detre

KM, Wilensky RL. Clinical progression of incidental, asymptomatic

lesions discovered during culprit vessel coronary intervention.

Circulation 2005;111:143–9

3. Spain DM. Atherosclerosis. Sci Am 1966;215:48–56

4. Suo J, Oshinski JN, Giddens DP. Blood flow patterns in the proximal

human coronary arteries: relationship to atherosclerotic plaque occur-

rence. Mol Cell Biomech 2008;5:9–18

5. Steinman DA, Taylor CA. Flow imaging and computing: large artery

hemodynamics. Ann Biomed Eng 2005;33:1704–9

6. Davies PF, Polacek DC, Handen JS, Helmke BP, DePaola N. A spatial

approach to transcriptional profiling: mechanotransduction and the

focal origin of atherosclerosis. Trends Biotechnol 1999;17:347–51
7. Chu M, von Birgelen C, Li Y, Westra J, Yang J, Holm NR, Reiber JHC,

Wijns W, Tu S. Quantification of disturbed coronary flow by disturbed

vorticity index and relation with fractional flow reserve. Atherosclerosis
2018;273:136–44

8. Cattaruzza M, Lattrich C, Hecker M. Focal adhesion protein zyxin is a

mechanosensitive modulator of gene expression in vascular smooth

muscle cells. Hypertension 2004;43:726–30

9. Xu S, Liu B, Yin M, Koroleva M, Mastrangelo M, Ture S, Morrell CN,

Zhang DX, Fisher EA, Jin ZG. A novel TRPV4-specific agonist inhibits

monocyte adhesion and atherosclerosis. Oncotarget 2016;7:37622–35
10. Souilhol C, Serbanovic-Canic J, Fragiadaki M, Chico TJ, Ridger V,

Roddie H, Evans PC. Endothelial responses to shear stress in athero-

sclerosis: a novel role for developmental genes. Nat Rev Cardiol
2020;17:52–63

11. Geovanini GR, Libby P. Atherosclerosis and inflammation: overview

and updates. Clin Sci 2018;132:1243–52
12. Marchio P, Guerra-Ojeda S, Vila JM, Aldasoro M, Victor VM, Mauricio

MD. Targeting early atherosclerosis: a focus on oxidative stress and

inflammation. Oxid Med Cell Longev 2019;2019:8563845

13. Chistiakov DA, Orekhov AN, Bobryshev YV. Effects of shear stress on

endothelial cells: go with the flow. Acta Physiol (Oxf) 2017;219:382–408
14. Davies PF. Hemodynamic shear stress and the endothelium in cardio-

vascular pathophysiology. Nat Clin Pract Cardiovasc Med 2009;6:16–26

15. Dunzendorfer S, Lee HK, Tobias PS. Flow-dependent regulation of

endothelial toll-like receptor 2 expression through inhibition of SP1

activity. Circ Res 2004;95:684–91
16. Doddaballapur A, Michalik KM,Manavski Y, Lucas T, Houtkooper RH,

You X, ChenW, Zeiher AM, Potente M, Dimmeler S, Boon RA. Laminar

shear stress inhibits endothelial cell metabolism via KLF2-mediated

repression of PFKFB3. Arterioscler Thromb Vasc Biol 2015;35:137–45
17. Wang W, Ha CH, Jhun BS, Wong C, Jain MK, Jin ZG. Fluid shear stress

stimulates phosphorylation-dependent nuclear export of HDAC5 and

mediates expression of KLF2 and eNOS. Blood 2010;115:2971–9

18. Siasos G, Sara JD, Zaromytidou M, Park KH, Coskun AU, Lerman LO,

Oikonomou E, Maynard CC, Fotiadis D, Stefanou K, Papafaklis M,

Michalis L, Feldman C, Lerman A, Stone PH. Local low shear stress

and endothelial dysfunction in patients with nonobstructive coronary

atherosclerosis. J Am Coll Cardiol 2018;71:2092–102
19. Bailey KA, Haj FG, Simon SI, Passerini AG. Atherosusceptible shear

stress activates endoplasmic reticulum stress to promote endothelial

inflammation. Sci Rep 2017;7:8196

20. Seo Y, Park J, Choi W, Ju Son D, Sung Kim Y, Kim MK, Yoon BE, Pyee J,

Tae Hong J, Go YM, Park H. Antiatherogenic effect of resveratrol attrib-

uted to decreased expression of ICAM-1 (intercellular adhesion mole-

cule-1). Arterioscler Thromb Vasc Biol 2019;39:675–84
21. Nakatsuka H, Sokabe T, Yamamoto K, Sato Y, Hatakeyama K, Kamiya

A, Ando J. Shear stress induces hepatocyte PAI-1 gene expression

through cooperative Sp1/ets-1 activation of transcription. Am J
Physiol Gastrointest Liver Physiol 2006;291:G26–34

22. Fledderus JO, van Thienen JV, Boon RA, Dekker RJ, Rohlena J, Volger

OL, Bijnens AP, Daemen MJ, Kuiper J, van Berkel TJ, Pannekoek H,

Horrevoets AJ. Prolonged shear stress and KLF2 suppress constitutive

proinflammatory transcription through inhibition of ATF2. Blood
2007;109:4249–57

23. Schrimpf C, Koppen T, Duffield JS, Boer U, David S, Ziegler W,

Haverich A, Teebken OE, Wilhelmi M. TIMP3 is regulated by pericytes

upon shear stress detection leading to a modified endothelial cell

response. Eur J Vasc Endovasc Surg 2017;54:524–33

24. He M, Huang TS, Li S, Hong HC, Chen Z, Martin M, Zhou X, Huang

HY, Su SH, Zhang J, Wang WT, Kang J, Huang HD, Zhang J, Chien S,

Shyy JY. Atheroprotective flow upregulates ITPR3 (inositol 1,4,5-

Trisphosphate receptor 3) in vascular endothelium via KLF4

(Kruppel-Like factor 4)-mediated histone modifications. Arterioscler
Thromb Vasc Biol 2019;39:902–14

25. Zhang Y, Liao B, Li M, Cheng M, Fu Y, Liu Q, Chen Q, Liu H, Fang Y,

Zhang G, Yu F. Shear stress regulates endothelial cell function through

SRB1-eNOS signaling pathway. Cardiovasc Ther 2016;34:308–13
26. Anderson CR, Hastings NE, Blackman BR, Price RJ. Capillary sprout

endothelial cells exhibit a CD36 low phenotype: regulation by shear

stress and vascular endothelial growth factor-induced mechanism for

attenuating anti-proliferative thrombospondin-1 signaling. Am J Pathol
2008;173:1220–8

27. Sucosky P, Balachandran K, Elhammali A, Jo H, Yoganathan AP.

Altered shear stress stimulates upregulation of endothelial VCAM-1

and ICAM-1 in a BMP-4- and TGF-beta1-dependent pathway.

Arterioscler Thromb Vasc Biol 2009;29:254–60
28. Feng S, Bowden N, Fragiadaki M, Souilhol C, Hsiao S, Mahmoud M,

Allen S, Pirri D, Ayllon BT, Akhtar S, Thompson AAR, Jo H, Weber C,

Ridger V, Schober A, Evans PC. Mechanical activation of hypoxia-

inducible factor 1alpha drives endothelial dysfunction at atheroprone

sites. Arterioscler Thromb Vasc Biol 2017;37:2087–101
29. Yang QW, Mou L, Lv FL, Wang JZ, Wang L, Zhou HJ, Gao D. Role of

toll-like receptor 4/NF-kappaB pathway in monocyte-endothelial

adhesion induced by low shear stress and ox-LDL. Biorheology
2005;42:225–36

30. Kim S, Woo CH. Laminar flow inhibits ER stress-induced endothelial

apoptosis through PI3K/Akt-dependent signaling pathway. Mol Cells
2018;41:964–70

31. Ji Q, Wang YL, Xia LM, Yang Y, Wang CS, Mei YQ. High shear stress

suppresses proliferation and migration but promotes apoptosis of

endothelial cells co-cultured with vascular smooth muscle cells via

down-regulating MAPK pathway. J Cardiothorac Surg 2019;14:216

32. Wang D, Prakash J, Nguyen P, Davis-Dusenbery BN, Hill NS, Layne

MD, Hata A, Lagna G. Bone morphogenetic protein signaling in vas-

cular disease: anti-inflammatory action through myocardin-related

transcription factor A. J Biol Chem 2012;287:28067–77

33. Li X, Chen W, Li P, Wei J, Cheng Y, Liu P, Yan Q, Xu X, Cui Y, Gu Z,

Simoncini T, Fu X. Follicular stimulating hormone accelerates athero-

genesis by increasing endothelial VCAM-1 expression. Theranostics
2017;7:4671–88

34. Cybulsky MI, Iiyama K, Li H, Zhu S, Chen M, Iiyama M, Davis V,

Gutierrez-Ramos JC, Connelly PW, Milstone DS. A major role for

VCAM-1, but not ICAM-1, in early atherosclerosis. J Clin Invest
2001;107:1255–62

35. Vogel ME, Idelman G, Konaniah ES, Zucker SD. Bilirubin

prevents atherosclerotic lesion formation in low-density lipoprotein

receptor-deficient mice by inhibiting endothelial VCAM-1 and

ICAM-1 signaling. J Am Heart Assoc 2017;6:
36. Xu H, Cao H, Xiao G. Signaling via PINCH: functions, binding partners

and implications in human diseases. Gene 2016;594:10–5

1662 Experimental Biology and Medicine Volume 245 December 2020
...............................................................................................................................................................

https://orcid.org/0000-0002-2011-422X
https://orcid.org/0000-0002-2011-422X


37. Kim SK, Jang HR, Kim JH, Noh SM, Song KS, Kim MR, Kim SY, Yeom

YI, Kim NS, Yoo HS, Kim YS. The epigenetic silencing of LIMS2 in

gastric cancer and its inhibitory effect on cell migration. Biochem
Biophys Res Commun 2006;349:1032–40

38. Park CH, Rha SY, Ahn JB, Shin SJ, Kwon WS, Kim TS, An S, Kim NK,

Yang WI, Chung HC. PINCH-2 presents functional copy number var-

iation and suppresses migration of Colon cancer cells by paracrine

activity. Int J Cancer 2015;136:2273–83

39. Chardon JW, Smith AC,Woulfe J, Pena E, Rakhra K, Dennie C, Beaulieu

C, Huang L, Schwartzentruber J, Hawkins C, Harms MB, Dojeiji S,

Zhang M, Consortium FC, Majewski J, Bulman DE, Boycott KM,

Dyment DA. LIMS2 mutations are associated with a novel muscular

dystrophy, severe cardiomyopathy and triangular tongues. Clin Genet
2015;88:558–64

(Received May 18, 2020, Accepted June 27, 2020)

Wang and Zhang FSS modulating inflammation in ECs by targeting LIMS2 1663
...............................................................................................................................................................


