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Intestinal epithelial barrier is critical for the maintenance of normal gut homeostasis
and disruption of this barrier may trigger or exaggerate mucosal inflammation. The
actin cytoskeleton is a key regulator of barrier structure and function, controlling
the assembly and permeability of epithelial adherens and tight junctions. Epithelial
cells express two actin isoforms: a β-cytoplasmic actin and γ-cytoplasmic actin. Our
previous in vitro studies demonstrated that these actin isoforms play distinctive roles
in establishing the intestinal epithelial barrier, by controlling the organization of different
junctional complexes. It remains unknown, whether β-actin and γ-actin have unique
or redundant functions in regulating the gut barrier in vivo. To address this question,
we selectively knocked out β-actin expression in mouse intestinal epithelium. Mice with
intestinal epithelial knockout of β-actin do not display gastrointestinal abnormalities or
gross alterations of colonic mucosal architecture. This could be due to compensatory
upregulation of γ-actin expression. Despite such compensation, β-actin knockout mice
demonstrate increased intestinal permeability. Furthermore, these animals show more
severe clinical symptoms during dextran sodium sulfate induced colitis, compared to
control littermates. Such exaggerated colitis is associated with the higher expression of
inflammatory cytokines, increased macrophage infiltration in the gut, and accelerated
mucosal cell death. Consistently, intestinal organoids generated from β-actin knockout
mice are more sensitive to tumor necrosis factor induced cell death, ex vivo. Overall,
our data suggests that β-actin functions as an essential regulator of gut barrier integrity
in vivo, and plays a tissue protective role during mucosal injury and inflammation.

Keywords: actin isoforms, cytoskeleton, barrier, tight junctions, adherens junctions, mucosal inflammation,
colitis, cells death

Frontiers in Cell and Developmental Biology | www.frontiersin.org 1 October 2020 | Volume 8 | Article 588836

https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/journals/cell-and-developmental-biology#editorial-board
https://www.frontiersin.org/journals/cell-and-developmental-biology#editorial-board
https://doi.org/10.3389/fcell.2020.588836
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3389/fcell.2020.588836
http://crossmark.crossref.org/dialog/?doi=10.3389/fcell.2020.588836&domain=pdf&date_stamp=2020-10-23
https://www.frontiersin.org/articles/10.3389/fcell.2020.588836/full
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


fcell-08-588836 October 19, 2020 Time: 19:16 # 2

Lechuga et al. Beta Actin-Dependent Regulation of Intestinal Barrier

INTRODUCTION

The actin cytoskeleton is a key regulator of epithelial homeostasis.
Assembly of prominent actin filament bundles is required
for the formation of diverse cellular structures, such as
intercellular junctions and apical microvilli in differentiated
epithelial cell monolayers, cell matrix adhesions in migrating
cells, and the cleavage furrow that separates dividing cells
(Ivanov, 2008; Crawley et al., 2014; Braga, 2016; Dekraker et al.,
2018; Rothenberg and Fernandez-Gonzalez, 2019). Additionally,
a dynamic network of actin filaments is associated with
cytoplasmic organelles and nuclear transcriptional complexes
(Plessner and Grosse, 2019; Ravichandran et al., 2020). The
actin cytoskeleton participates in virtually all housekeeping and
specialized epithelial functions. Importantly, it could control
these functions at different levels: from setting up the nuclear
transcriptional rheostat for cell stemness and differentiation,
to regulating the stability and dynamics of effector structures
and the cell cortex (Braga, 2016; Misu et al., 2017; Viita
and Vartiainen, 2017; Dekraker et al., 2018; Rothenberg and
Fernandez-Gonzalez, 2019).

The actin cytoskeleton is formed by self-association of the
most abundant cellular protein, actin (Dominguez and Holmes,
2011; Pollard, 2016). Actin reversibly polymerizes into polar
filaments, and this process is strictly controlled by different
actin-binding proteins (Dominguez, 2009; Barr-Gillespie, 2015;
Pollard, 2016; Buracco et al., 2019). Mammals have six actin genes
encoding different actin isoforms (Vandekerckhove and Weber,
1978). Two of them, β-cytoplasmic actin and γ-cytoplasmic actin
(referred to thereafter as β-actin and γ-actin), are expressed
in epithelial cells (Perrin and Ervasti, 2010; Kashina, 2020).
β-actin and γ-actin possess remarkable structural similarity,
being different only in 4 amino acid residues at the N-terminal
part of the molecule (Perrin and Ervasti, 2010). In spite of this
similarity, β-actin and γ-actin could play unique roles in cultured
fibroblasts, epithelial, and cancer cells by participating in different
molecular events during cell proliferation, differentiation, and
motility (Bunnell et al., 2011; Lechuga et al., 2014; Dugina
et al., 2015, 2018; Patrinostro et al., 2017; Malek et al., 2020).
Additionally, studies in mouse models with tissue specific
depletion of either β-actin, or γ-actin have demonstrated both
the unique and redundant functions of these actin isoforms
in the regulation of myogenesis, auditory cell function, brain
development, and synaptic transmission in vivo (Sonnemann
et al., 2006; Perrin et al., 2010; Cheever et al., 2012; Wu et al.,
2016; Madsen et al., 2018).

Through the control of the structure and stability of epithelial
tight junctions (TJ) and adherens junctions (AJ), the actin
cytoskeleton is a well-recognized regulator of epithelial barriers
(Ivanov, 2008; Ivanov et al., 2010; Mege and Ishiyama, 2017;

Abbreviations: AJ, adherens junctions; CCL, chemokine ligand; cKO, conditional
knockout; DSS, dextran sulfate sodium; FITC, fluorescein isothiocyanate; H&E,
hematoxylin and eosin; IBD, inflammatory bowel diseases; IFNγ, interferon γ;
IL, interleukin; JAM-A, junctional adhesion molecule-A; MPO, myeloperoxidase;
NM II, non-muscle myosin II; TJ, tight junctions; TNFα, tumor necrosis factor
alpha; TUNEL, terminal deoxynucleotidyl transferase dUTP nick end labeling; ZO,
zonula occludens.

Sluysmans et al., 2017). Epithelial junctions are formed at the
plasma membrane via multiple interactions between different
transmembrane and cytosolic plaque proteins (Troyanovsky,
2012; Suzuki, 2013; Takeichi, 2014; Van Itallie and Anderson,
2014). Transmembrane TJ and AJ proteins, such as claudins,
occludin, junctional adhesion molecule-A (JAM-A), E-cadherin,
and nectins, directly engage in homotypic adhesions to
their partners on the opposing epithelial plasma membrane
(Troyanovsky, 2012; Suzuki, 2013; Takeichi, 2014; Van Itallie
and Anderson, 2014). Cytosolic plaque constituents, including
zonula occludens (ZO) proteins, α-catenin, β-catenin and p120-
catenin, enhance the adhesive properties of transmembrane
TJ/AJ proteins and couple them to different intracellular
structures (Troyanovsky, 2012; Suzuki, 2013; Takeichi, 2014; Van
Itallie and Anderson, 2014).

Both AJ and TJ directly associate with the elaborate and
dynamic cortical actin cytoskeleton (Ivanov, 2008; Braga, 2016).
The perijunctional actin filaments generate the mechanical
forces that control all stages of junctional biogenesis, including
AJ/TJ assembly, maintenance, and disassembly (Ivanov, 2008;
Mege and Ishiyama, 2017; Sluysmans et al., 2017; Charras
and Yap, 2018; Varadarajan et al., 2019). An essential role of
the actin cytoskeleton in controlling junctional integrity and
function has been demonstrated with studies that utilized actin
filament depolymerizing drugs to trigger robust TJ and AJ
disassembly and epithelial barrier disruption (Madara et al.,
1986; Vasioukhin et al., 2000; Ivanov et al., 2005; Shen and
Turner, 2005). In model epithelial cell monolayers, both β-actin
and γ-actin participate in the formation of the perijunctional
actin cytoskeleton, though these actin isoforms appear to
be selectively associated with different junctional complexes
(Baranwal et al., 2012). For example, in intestinal epithelial cell
monolayers γ-actin predominantly incorporates into stable TJ-
associated F-actin bundles, whereas the more mobile β-actin-
based filaments primarily affiliate with AJ (Baranwal et al.,
2012). Remarkably, depletion of either β-actin, or γ-actin causes
selective disruption of AJ and TJ structure, respectively, and
leads to an increase in paracellular permeability (Baranwal
et al., 2012). A fraction of β-actin mRNA is accumulated and
locally translated at AJ in renal epithelial and myoblast cells
(Rodriguez et al., 2006; Gutierrez et al., 2014). Inhibition of
such local perijunctional synthesis of β-actin attenuates AJ
assembly (Gutierrez et al., 2014; Cruz et al., 2015). The described
studies suggest that β-actin and γ-actin cooperate during the
establishment of model epithelial barriers in vitro by controlling
the assembly and stability of different junctional complexes.
However, it remains unclear if similar functional interplay
between these two actin isoforms is essential for epithelial barrier
integrity in vivo. Importantly, elucidating the actin isoform-
dependent regulation of epithelial barriers could lend significant
insight into understanding the pathogenesis of human immune
disorders, including inflammatory bowel diseases (IBD). One of
the key manifestations of IBD is increased permeability of the
gut barrier, which is readily recapitulated in animal models of
experimental colitis (Marchiando et al., 2010; Lee et al., 2018;
Fasano, 2020; Schlegel et al., 2020). Interestingly, published
proteomic studies of the intestinal mucosa of IBD patients and
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animal models of colitis report a marked dysregulation in the
expression of β-actin and γ-actin in the inflamed gut (Shkoda
et al., 2007; Cooney et al., 2016; Moriggi et al., 2017). It is
possible that alterations to actin isoform levels could destabilize
the intestinal epithelial barrier, thereby contributing to the
development of mucosal inflammation. To gain insights into
the actin-dependent regulation of the gut barrier in normal
and inflamed intestinal mucosa, we generated and characterized
a mouse model with intestinal epithelial-specific knockout of
β-actin. Our data suggests that intestinal epithelial β-actin acts as
an essential regulator of mucosal barrier integrity in healthy gut,
and limits mucosal injury and inflammation during experimental
colitis in vivo.

MATERIALS AND METHODS

Antibodies and Other Reagents
Primary antibodies that were used to detect cytoskeletal,
junctional, and leukocyte proteins by immunofluorescence
labeling and immunoblotting analysis are listed in a
Supplementary Table 1. Alexa Fluor-488-conjugated donkey
anti-rabbit, donkey anti-mouse and donkey anti-goat, Alexa
Fluor-555-conjugated donkey anti-mouse and goat anti-rat
secondary antibodies, and Alexa Fluor-488-labeled phalloidin
were obtained from Thermo Fisher Scientific (Waltham,
MA). Horseradish peroxidase-conjugated goat anti-rabbit and
anti-mouse secondary antibodies were acquired from Bio-
Rad Laboratories (Hercules, CA). All other chemicals were
obtained from Thermo Fisher Scientific, or Millipore-Sigma
(Saint Louis, MO).

Animals
In order to establish a conditional knockout of β-actin in
the intestinal epithelium, Actb flox/flox mice on a C57BL/6
background (Sonnemann et al., 2006; Perrin et al., 2010)
were crossed with villin-Cre animals (Jackson Laboratory, stock
# 004586). In these villin-Cre mice, a 12.4 kb fragment of
mouse villin 1 promoter directs Cre recombinase expression
in both the small intestine and the colon (Madison et al.,
2002). The animal colony was maintained under pathogen-
free conditions in the vivarium of Virginia Commonwealth
University Medical Center and then Lerner Research Institute
of Cleveland Clinic. The mouse room was on a 12 h light/dark
cycle and standard feed and tap water were available, ad libitum.
At the beginning of colitis experiments, mice weighed 18–25 g,
with no significant difference between the body masses of mice of
different genotypes. All procedures were conducted under animal
research protocols approved by the Virginia Commonwealth
University and Lerner Research Institute Animal Care and Use
Committees in accordance with the National Institutes of Health
Animal Care and Use Guidelines.

Induction and Characterization of
Dextran Sulfate-Induced Colitis
Experimental colitis was induced in 8–10 week old β-actin cKO
mice by administering a 3% (w/v) solution of dextran sulfate,

sodium salt (DSS, Thermo Fisher Scientific), in drinking water,
ad libitum. Either Actb flox/flox or villin-Cre only littermates
were used as controls. Vehicle-treated animals received tap
water. Both male and female mice were used at roughly equal
numbers. Animals were weighed and monitored for symptoms
of gastrointestinal disorder daily. The disease activity index was
calculated as previously described, by averaging numerical scores
of body weight loss, stool consistency, and intestinal bleeding
(Rhee et al., 2012). With regards to body weight, no weight
loss was scored as 0, loss of 1–5% was scored as 1; 5–10%
and 10–15% weight loss was scored as 2 and 3, respectively,
whereas more than 15% weight loss was scored as 4. For stool
consistency, well-formed pellet was scored as 0, soft and semi-
formed stool as 2, and liquid stool or diarrhea was scored as 4.
For intestinal bleeding, no blood was scored as 0, hemoccult-
positive stool as 2, and gross rectal bleeding was scored as 4. On
day 7 of DSS administration, animals were euthanized, with their
colonic tissue harvested and separated into several segments. The
samples were either fixed in 10% formaldehyde solution, snap
frozen in liquid nitrogen, or embedded into an optimal cutting
temperature medium and snap frozen for subsequent histological
and biochemical examination. Formalin-fixed samples were
paraffin embedded, sectioned, and stained with hematoxylin and
eosin (H&E). The H&E stained slides were examined, “blind,”
by a gastrointestinal pathologist, and the tissue injury index was
calculated as previously described (D’Haens et al., 1998; Mahler
et al., 1998; Ding et al., 2012). The index represents the sum
of individual scores reflecting mucosal inflammation, leukocyte
infiltration, fibrosis and epithelial erosion. Briefly, inflammation
was graded as follows: 0, no evidence of inflammation; 1,
low level of inflammation with scattered infiltrating cells; 2,
moderate inflammation with multiple sites of infiltration; 3,
high level of inflammation with increased vascular density
and marked wall thickening; and 4, severe inflammation with
transmural leukocyte inflammation with loss of goblet cells.
Fibrosis was graded as follows: 1, no evidence of fibrosis (collagen
covering < 5% of area), 2, loose irregular connective tissue
(6–15%); 3, increase in number and density of focal collagen (16–
40%); and 4, severe presence of thick collagen layer (collagen
covering more than 40% of the area). Ulceration score was graded
as 0, no presence; 1, yes presence, less than 25%; 2, yes, 25–
50%; 3, yes, greater than 50%; and 4, yes, into muscularis propria.
Apoptosis score was graded as follows: 0, none; 1, mild superficial;
2, mild base of crypt; 3, confluent apoptosis; and 4, glandular
loss from apoptosis.

Measurement of Intestinal Epithelial
Barrier Permeability in vivo
In vivo intestinal permeability assay was performed in β-actin
cKO and control animals receiving either 3% DSS or water
for 7 days. Water and food was withdrawn for 3 h before the
start of the procedure. Animals were gavaged with fluorescein
isothiocyanate (FITC)-labeled dextran (4,000 Da; 60 mg/100 g
body weight) and euthanized 3 h later for blood collection via
cardiac puncture. Blood serum was obtained by centrifugation,
and FITC fluorescence intensity was measured using a Victor3
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V plate reader (Perkin Elmer, Waltham, MA) with excitation
and emission wavelengths at 485 and 544 nm, respectively.
The measured value of FITC-dextran-free serum was subtracted
from each individual measurement. The concentration of FITC-
dextran in blood serum was calculated using SigmaPlot v12.5
software, based on a plotted standard curve prepared via serial
dilutions of a 60 mg/ml stock solution of FITC-dextran in
phosphate buffered saline (PBS).

Immunoblotting Analysis
Mouse colonic segments were harvested, longitudinally
bisected, and washed with ice-cold PBS. Epithelial cells
were collected by gently scraping the exposed interior
with a razor blade, and snap frozen in liquid nitrogen
for further analysis. Intestinal epithelial scrapings were
lysed and homogenized in a RIPA buffer containing a
protease inhibitor cocktail and phosphatase inhibitor
cocktails 2 and 3 (Millipore-Sigma). Samples were diluted
with 2x SDS sample loading buffer and boiled. SDS-
polyacrylamide gel electrophoresis was conducted using
standard protocols with an equal amount of total protein
loaded per lane (10 or 20 µg), followed by immunoblotting
on nitrocellulose membrane. Protein expression was quantified
via densitometry using Image J software (National Institutes of
Health, Bethesda MD).

Quantitative Real-Time RT-PCR
Total RNA was isolated from whole colonic segments of
β-actin cKO and control animals using a mirVana miRNA
Isolation kit (Thermo Fisher Scientific) followed by DNase
treatment to remove genomic DNA. Total RNA (1 µg)
was reverse transcribed using an iScript cDNA synthesis kit
(Bio-Rad Laboratories). Quantitative real-time RT-PCR was
performed using iTaq Universal SYBR Green Supermix (Bio-Rad
Laboratories) in a 7900HT Fast Real-time PCR System (Applied
Biosystems, Foster City, CA). The primer sequences have been
published in our previous study (Naydenov et al., 2016). The
threshold cycle number (Ct) for specific genes of interest and a
housekeeping gene were determined based on the amplification
curve representing a plot of the fluorescent signal intensity vs. the
cycle number. The relative expression of each gene was calculated
by a comparative Ct method that is based on the inverse
proportionality between Ct and the initial template concentration
(2−11 Ct), as previously described (Ivanov et al., 2002). This
method is based on two-step calculations of 1Ct = Cttargetgene −

CtGAPDH and 11Ct = 1Cte−1Ctc, where index e refers to the
sample from any DSS or water-treated β-actin cKO, or control
mice, and index c refers to the sample from a water-treated
control animal assigned as an internal control.

Immunofluorescence Labeling, Cell
Death Assay, and Confocal Microscopy
Full thickness frozen colonic sections were fixed with 4%
paraformaldehyde and permeabilized with absolute methanol to
label for pSTAT and leukocyte markers. Paraformaldehyde-fixed
and Triton-X100-permeabilized frozen sections were utilized

for F-actin labeling. Formalin fixed and paraffin embedded
full thickness colonic sections were used to immunolabel
junctional proteins and actin isoforms. Following standard
deparaffinization and antigen retrieval, sections were blocked
for 60 min in Hanks HEPES-buffered salt solution containing
1% bovine serum albumin, followed by overnight incubation
at 4◦C with primary antibodies. Samples were then washed
and incubated with Alexa dye-conjugated secondary antibodies
for 60 min, and finally rinsed with blocking buffer. F-actin
was visualized after 60 min labeling with Alexa-555-labeled
phalloidin. Vector TrueView reagents mix (Vector Laboratories,
Burlingame, CA) was applied to quench tissue autofluorescence.
Labeled samples were mounted on slides using ProLong
Antifade mounting reagent with or without DAPI (Thermo
Fisher Scientific). Cell death in colonic tissue sections was
evaluated with a terminal deoxynucleotidyl transferase dUTP
nick end labeling (TUNEL) assay, using an ApopTag Fluorescein
in situ Apoptosis Detection Kit (Millipore-Sigma), according
to the manufacturer’s instructions. Fluorescently labeled tissue
sections were imaged using a Leica SP8 confocal microscope
(Wentzler, Germany). The Alexa Fluor 488 and 555 signals
were acquired sequentially in frame-interlace mode, to eliminate
cross talk between channels. Images were processed using
Adobe Photoshop.

To quantify CD4, F4/80, MPO, and pSTAT3 immunolabeling,
signal intensities were measured at the colonic surface and in
the crypt areas. For TUNEL assay, individual dead cells were
counted. Mean values were calculated by averaging the signal
intensities obtained from the tissue samples of 5–7 different
animals from each experimental group. The animal numbers for
each experimental group are presented in figure legends.

Culture of Intestinal Enteroids
Enteroids were generated from isolated small intestinal crypts
of β-actin cKO and control mice, as previously described
(Lechuga et al., 2017). Briefly, mice were euthanized and
their small intestinal segments were dissected, longitudinally
opened, and washed with ice-cold PBS. Crypts were released
using 30 min incubation with PBS containing 2 mM of
EDTA at 4◦C, with constant agitation, followed by mechanical
shaking. Debris and villous fragments were discarded, and
the resulting crypt fraction was collected by centrifugation
and resuspended in growth factor reduced Matrigel (BD
Bioscience). After Matrigel polymerization, DMEM/F12 medium
containing HEPES, glutamine, N2 and B27 supplements, and
growth factors [50 ng/ml epidermal growth factor, 500 ng/ml
R-spondin 1, and 100 ng/ml Noggin (R&D Systems)] were
added. Intestinal enteroids were allowed to differentiate for
7 days and were observed using a bright field microscope
(Olympus BX41, Japan). Cell death was induced by treating
enteroids with 100 ng/ml of murine tumor necrosis factor
(TNF)-α (PeproTech, Cranbury, NJ) for 12 h. Viable and
dead enteroids were distinguished by morphology, using a
bright-field microscope (Keyence, Osaka, Japan) and counted.
At least 50 enteroids per experimental group were examined.
The percentage of dead enteroids was calculated from 3
independent experiments.
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Statistical Analysis
Data are given as a mean ± SEM. The statistical significance
of the difference between 2 sets of data was evaluated
using the two tailed unpaired Student’s t-test when data
were distributed normally. Differences in body weight
loss and diseases activity index data were examined for
statistical significance using one-way ANOVA (SigmaPlot
12.5 package). Statistical significance was accepted at
p< 0.05.

RESULTS

Intestinal Epithelial Specific Knockout of
β-Actin Increases the Permeability of
Normal Gut Barrier in vivo
β-actin is known to be essential for the early stages of
development and its total knockout results in embryonic
lethality (Shawlot et al., 1998; Bunnell et al., 2011). In
order to study the physiological functions of this cytoskeletal
protein in the gastrointestinal tract, we generated a mouse
model with intestinal epithelium-specific knockout of β-actin.
β-actin floxed mice were crossed with mice that express
a Cre recombinase driven by a constitutively-active villin

promoter. Immunoblotting analysis and immunofluorescence
labeling were used to demonstrate the high efficiency and
specificity of β-actin knockout in the intestinal epithelium.
Expression of β-actin protein was undetectable in colonic
epithelial cell scrapings collected from β-actin flox/villin
Cre homozygous (referred hereafter as β-actin cKO) mice
(Figure 1A). Furthermore, according to immunofluorescence
labeling of whole thickness colonic sections, the targeted protein
was markedly depleted in E-cadherin-positive colonic epithelial
cells (Figure 1B), but was abundantly expressed in non-epithelial
compartments, such as the lamina propria and muscularis
propria (Supplementary Figure 1, arrows). Knockout of β-actin
resulted in a more than threefold upregulation of γ-actin level
(Figure 1A), but did not induce α-smooth muscle actin protein
expression in colonic epithelial scrapings (data not shown).
Since β-actin and γ-actin have similar cellular localization in the
intestinal mucosa of control mice (Figures 1B,C, arrows), the
increased accumulation of apical and junction-associated γ-actin
(Figure 1C) could serve as a compensatory response to the
loss of β-actin expression. Consistent with such compensatory
mechanism, F-actin labeling with a fluorescent phalloidin
probe did not display significant alterations of the actin
cytoskeletal architecture in β-actin-deficient intestinal epithelium
(Supplementary Figure 2, arrows). Upregulation of γ-actin can
explain the unchanged level of total actin in β-actin-depleted

FIGURE 1 | Intestinal epithelial-specific knockout of β-actin in mice results in a compensatory increase in γ-actin expression. (A) Immunoblotting analysis of the
expression of cytoplasmic actin isoforms (β-actin and γ-actin) and total actin in colonic epithelial scrapings obtained from control and β-actin cKO mice.
Representative immunoblots and densitometric quantification of β-actin and γ-actin expression are shown. Data is presented as a mean ± SE (n = 5); ∗∗p < 0.005,
∗∗∗p < 0.0005. (B,C) Dual immunofluorescence labeling of either β-actin (B) or γ-actin (C) (red) and E-cadherin (green) in full-thickness colonic tissue sections
obtained from control and β-actin cKO mice. Arrows indicate the predominant accumulation of both cytoplasmic actin isoforms at the apical pole of colonic epithelial
cells. Scale bar, 20 µm.
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epithelial cells (Figure 1A). This important observation rules
out the possibility that the altered gastrointestinal responses
of β-actin cKO animals, described below, reflect the non-
specific consequences of decreased actin concentration in
intestinal epithelial cells. β-actin cKO mice were born healthy
and did not show growth retardation or symptoms of
gastrointestinal inflammation, such as spontaneous diarrhea,
rectal prolapses, or bleeding (data not shown). Furthermore,
intestinal epithelium-specific knockout of β-actin did not cause
noticeable morphological abnormalities to the colonic and ileal
mucosa (Supplementary Figure 3).

Given our previous findings, that down-regulation of β-actin
expression disrupts the integrity of intestinal epithelial barrier
in vitro (Baranwal et al., 2012), we investigated the effects of
β-actin knockout on gut barrier permeability in vivo. Remarkably,
healthy β-actin cKO mice demonstrated an approximately
20-fold increase in the transmucosal flux of FITC-dextran
as compared to control animals (Figure 2A). The observed
leakiness of the β-actin-depleted epithelial barrier was not
accompanied by altered expression of key AJ and TJ proteins
(Figure 2B). Furthermore, immunofluorescence labeling did not
show distinct changes in junctional localization of E-cadherin,
β-catenin, p120-catenin, ZO-1, and occludin in the colonic
mucosa of β-actin cKO mice (Figures 1B,C, 2C, arrows).
This data suggests that the increase in gut permeability
caused by depletion of intestinal epithelial β-actin in vivo

FIGURE 2 | Intestinal epithelial-specific knockout of β-actin increases
intestinal permeability without causing significant alterations in the structure
and composition of epithelial junctions. (A) Intestinal permeability of control
and β-actin cKO mice in vivo was determined by measuring gut-to-blood
passage of FITC-dextran. Data is presented as a mean ± SE (n = 5);
∗p < 0.05. (B) Immunoblotting analysis of the expression of selected AJ and
TJ proteins in colonic epithelial scrapings obtained from control and β-actin
cKO mice. (C) Immunofluorescence labeling and confocal microscopy of AJ
(β-catenin and p120 catenin) and TJ (ZO-1, occludin) in colonic sections
obtained from control and β-actin cKO mice. Arrows indicate similar
localization of junctional proteins in β-actin cKO animals and their control
littermates. Scale bar, 20 µm.

is not mediated by the abnormal assembly of epithelial
apical junctions.

Intestinal Epithelial Specific Knockout of
β-Actin Exaggerates the Severity of
Experimental Colitis
Increased permeability of the epithelial barrier could result
in an exaggerated and prolonged inflammatory response in
the gut (Marchiando et al., 2010; Lee et al., 2018; Fasano,
2020). Thus, we next investigated whether destabilized gut
barrier in β-actin cKO mice affects the development of mucosal
injury and inflammation using a dextran sodium sulfate
(DSS) model of acute colitis. DSS administration caused more
severe intestinal disease in β-actin cKO mice, as compared
to control littermates (Figure 3). This effect was revealed
in their significantly higher body weight loss (Figure 3A),
and a higher disease activity index (Figure 3B). Despite
having more severe symptoms of gastrointestinal disorder,
β-actin cKO mice did not show more pronounced DSS-
induced abnormalities of the colonic mucosa, according to
examination of hematoxylin & eosin (H&E)-stained whole
thickness sections of distal colon. The cumulative tissue injury
index, which was calculated based on the extent of mucosal
inflammation, leukocyte infiltration, submucosal fibrosis and
epithelial erosion, was not significantly different in DSS-
treated β-actin cKO mice compared to their control littermates
(Figures 3C,D).

FIGURE 3 | Intestinal epithelial-specific knockout of β-actin exacerbates
disease severity during DSS-induced colitis. Control and β-actin cKO mice
were exposed to 3% DSS in drinking water, or regular drinking water as a
control, for 7 days. (A) Body weight loss and (B) the disease activity index
were calculated for the duration of DSS treatment. Distal colonic sections of
β-actin cKO mice and their controls were fixed, paraffin embedded, and
stained with hematoxylin & eosin. Representative images (C) and a calculated
tissue injury index (D) are shown. Number of animals of each group is shown
in parentheses. Data is presented as a mean ± SE, ∗p < 0.05, ∗∗p < 0.005,
∗∗∗p < 0.0005. Scale bar, 100 µm.
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Intestinal Epithelial Specific Knockout of
β-Actin Exacerbates the Inflammatory
Response in Colonic Mucosa
Since histochemical evaluation of H&E-stained tissue sections
provides just a general snapshot of the mucosal architecture,
we used more specific and sensitive assays to evaluate the
different aspects of tissue inflammation and injury in DSS-
treated animals. A quantitative RT-PCR analysis was utilized to
examine the expression of different proinflammatory cytokines
and chemokines in whole thickness colonic samples on day 7
of DSS administration. Expectedly, mRNA expression of the
tested cytokines [TNFα, interferon (IFN)-γ, interleukins (IL) 6,
10, and 12], and chemokines [chemokine ligands (CCL) 3 and
5, keratinocyte-derived chemokine (KC)] was upregulated by
DSS treatment of the murine colon (Figure 4). Interestingly,
expression of IFN-γ, TNFα, IL-6, IL-12, CCL5, and KC was
significantly higher in tissue samples of DSS-treated β-actin cKO
mice, as compared to their control littermates (Figure 4). It is
noteworthy that mRNA expression of the examined cytokines
and chemokines was not elevated in colonic tissue of normal
β-actin cKO mice lacking DSS treatment (Figure 4). This
indicates that leaky gut barrier in the knockout animals does not
lead to the development of spontaneous mucosal inflammation.

Next we sought to investigate if increased cytokine expression
leads to the exaggerated inflammatory signaling in the colonic
mucosa of DSS-exposed β-actin cKO mice. Expression of active
(phosphorylated) STAT3 was used as a biochemical readout
for inflammatory signaling events, since STAT3 is a common
signaling molecule activated by multiple cytokine receptors
(Ahmad et al., 2014; Serrano et al., 2019). Colonic tissue

FIGURE 4 | Intestinal epithelial-specific knockout of β-actin increases colonic
expression of proinflammatory cytokines and chemokines during DSS colitis.
Control and β-actin cKO mice were exposed to 3% DSS in drinking water, or
regular water as a control, for 7 days. mRNA was isolated from the collected
colonic samples. Real-time quantitative RT-PCR was used to analyze the
expression of different cytokines and chemokines. Data is presented as
mean ± SE (n = 5), ∗p < 0.05, ∗∗p < 0.01, ∗∗∗p < 0.005.

sections were immunofluorescently labeled for phospho-STAT3
to visualize STAT3 activation. The level of activated STAT3 was
markedly increased with DSS treatment, and such increase was
significantly higher in the colonic tissue of β-actin cKO mice,
compared to their control littermates (Figure 5).

We also examined whether loss of β-actin expression
exaggerates intestinal inflammation by enhancing the
accumulation of different classes of leukocytes in the
colonic mucosa. Immunofluorescence labeling of F4/80,
myeloperoxidase (MPO) and CD4 antigens was utilized to detect
macrophages, neutrophils, and T lymphocytes, respectively. DSS
administration upregulated the amounts of all three types of
leukocytes in mouse colonic tissue (Figure 6 and Supplementary
Figure 4). Interestingly, the number of macrophages was
significantly higher in the distal colon of DSS-treated β-actin KO
mice, compared to control animals (Figure 6). Conversely, no
significant differences in the colonic recruitment of neutrophils
and T cells was observed between knockout and control mice
(Supplementary Figure 4). Taken together, our data strongly
suggests that depletion of intestinal epithelial β-actin exaggerates
mucosal inflammation during acute experimental colitis in vivo.

Intestinal Epithelial Specific Knockout of
β-Actin Enhances Inflammation-Induced
Cell Death
Mucosal injury during DSS colitis is known to develop due to
excessive cell death caused by either direct toxic effects of DSS,
or by endogenously produced inflammatory mediators (Ahmad
et al., 2014; Naydenov et al., 2016). Therefore, we asked whether
the more severe colitis state observed in β-actin cKO mice is
associated with higher intestinal epithelial cell death. Because

FIGURE 5 | Intestinal epithelial-specific knockout of β-cytoplasmic actin
increases the activation of STAT3 in colonic mucosa during DSS colitis.
Control and β-actin cKO mice were exposed to 3% DSS in drinking water, or
regular water, for 7 days. Harvested colonic samples were
immunofluorescently labeled for phospho-(p)-STAT3 (red) and counter-labeled
with nuclear stain, DAPI (blue). Representative images (A) and quantification
of pSTAT3 labeling (B) are shown. Data is presented as a mean ± SE (n = 4),
*p < 0.05. Scale bar, 20 µm.
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FIGURE 6 | Loss of intestinal epithelial β-actin increases the accumulation of
macrophages in inflamed colonic mucosa. Control and β-actin cKO mice were
exposed to 3% DSS in drinking water, or regular water, for 7 days. Harvested
colonic samples were immunofluorescently labeled for a specific macrophage
marker, F4/80 (red), and counter-labeled with nuclear stain, DAPI (blue).
Representative images (A) and quantification of F4/80 labeling (B) are shown.
Data is presented as a mean ± SE (n = 6), ∗p < 0.05. Scale bar, 20 µm.

of its broad ability to detect both apoptotic and non-apoptotic
types of cell death, a TUNEL assay was utilized (Fink and
Cookson, 2005). DSS treatment caused a marked increase in
TUNEL labeling of murine colonic sections, indicating increased
cell death (Figure 7). The magnitude of this cell death was
significantly higher in DSS-treated β-actin cKO mice, compared
to their controls (Figure 7). Finally, we sought to investigate if
the increased cell death in β-actin-deficient intestinal mucosa
reflects increased sensitivity to the direct toxicity of DSS or
is due to the exaggerated response to cell-death inducing
inflammatory mediators. Enteroids derived from ileal crypts of
control and β-actin cKO mice were cultured ex vivo in Matrigel
and were exposed to known apoptosis-inducing cytokine
TNFα. Non-stimulated β-actin-deficient enteroids did not show
impaired growth and differentiation (budding), compared to
enteroids derived from control animals (Figure 8). However,
the loss of β-actin significantly increased the susceptibility
of enteroids to TNFα-induced cell death (Figure 8). Taken
together, this data indicates that β-actin plays protective roles
in the intestinal mucosa by attenuating inflammation-induced
epithelial cell death.

DISCUSSION

Intestinal epithelial cells express two nearly identical actin
isoforms, β-actin and γ-actin, which play non-redundant roles in
regulating the assembly of different apical junctional complexes
and the early stages of intestinal epithelial morphogenesis in vitro
(Baranwal et al., 2012; Gutierrez et al., 2014; Cruz et al., 2015).
The present study is the first to investigate the physiological
functions of β-actin in the intestinal epithelium in vivo. We report
that the specific loss of this cytoplasmic actin isoform in murine

FIGURE 7 | Intestinal epithelial-specific knockout of β-actin increases cell
death in intestinal mucosa during DSS colitis. Colonic sections of DSS and
water-exposed control, and β-actin cKO, mice were subjected to TUNEL
labeling (green) to visualize dead cells and counter-labeled with nuclear stain,
DAPI (blue). Representative images (A) and quantification of TUNEL labeling
(B) are shown. Data is presented as a mean ± SE (n = 5), ∗p < 0.05. Scale
bar, 20 µm.

FIGURE 8 | Loss of intestinal epithelial β-actin increases TNFα-induced cell
death ex vivo. Small intestinal crypts were isolated from β-actin cKO and
control mice and embedded into Matrigel to generate intestinal enteroids.
Differentiated enteroids were treated for 12 h with murine TNFα (100 ng/ml)
and the number of dead enteroids, as distinguished by their morphology, was
counted. Representative bright field images (A) and quantification of enteroid
survival after TNFα treatment (B) are shown. Data is presented as a
mean ± SE (n = 3), ∗p < 0.05. Scale bar, 50 µm.

intestinal epithelium results in subtle physiological changes that
include increased epithelial permeability, without causing gross
abnormalities in intestinal architecture or development. Such
β-actin knockout is accompanied by significant upregulation of
γ-actin protein expression (Figure 1), strongly suggesting that
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γ-actin could functionally compensate for the loss of β-actin in
normal intestinal epithelium in vivo. The notion of functional
compensation among actin isoforms is in line with published
studies that examined the effects of conditional knockout of
β-actin in different tissues. For example, conditional knockout of
β-actin in hair cells did not cause defects in stereocilia formation
or auditory function in mice due to compensation from γ-actin
(Perrin et al., 2010). Furthermore, mature adult mice with
muscle-specific knockout of β-actin did not show major defects
in glucose tolerance and insulin stimulated glucose transport
into muscle (Madsen et al., 2018). Finally, deletion of β-actin in
the central nervous system resulted in limited abnormalities of
tissue architecture, localized to the hippocampus and cerebellum
(Cheever et al., 2012).

Although intestinal epithelial specific knockout of β-actin
increases the permeability of the gut barrier, this barrier defect
is caused neither by altered structure or composition of tight
or adherens junctions, nor by gross abnormalities in the apical
F-actin cytoskeleton (Figure 2 and Supplementary Figure 2).
It is likely that the observed increase in barrier permeability
reflects the altered balance of β-actin and γ-actin in the
junction-associated cytoskeleton. Actin isoform-specific changes
in filament turnover and interactions with actin binding proteins
have been previously reported in vitro (Bergeron et al., 2010;
Baranwal et al., 2012; Muller et al., 2013; Lechuga et al., 2014;
Chen et al., 2017). Thus, in a cell-free assay, γ-actin displays a
slower polymerization rate and forms more stable filaments as
compared to β-actin (Bergeron et al., 2010). Furthermore, β-actin
selectively interacts with important regulators of actin filament
polymerization, such as diaphanous-related formin 3 and beta-
cap73 (Shuster et al., 1996; Chen et al., 2017). On the other hand,
γ-actin was shown to specifically bind the Arp2/3 complex and
a key actin filament depolymerizing protein, cofilin-1 (Dugina
et al., 2015). One could therefore suggest that barrier leakiness
in β-actin deficient intestinal epithelium is mediated by subtle
changes to the spatial organization, turnover rate, or contractility
of γ-actin-enriched junction-associated F-actin bundles.

The normal morphology of apical junctions in β-actin-
deficient intestinal epithelium in vivo contradicts our previous
in vitro finding that loss of this actin isoform disrupts AJ
assembly and the apico-basal cell polarity in cultured colonic
epithelial cell monolayers (Baranwal et al., 2012). However,
accumulating evidence suggests that genetic perturbations of
the actin cytoskeleton have much milder effects on intestinal
epithelial homeostasis and gut barrier permeability in mice, as
compared to their effects in model intestinal cell monolayers
in vitro. For example, Arp2/3 dependent actin polymerization
was implicated in the formation of epithelial junctions in
cultured colonic epithelial cells (Ivanov et al., 2005) but was
superfluous to the establishment of normal epithelial junctions
and cell polarity in the intestinal epithelium in vivo (Zhou
et al., 2015). Furthermore, mice with total knockout of the actin
depolymerizing factor did not display leakiness of the gut barrier,
though knockdown of this protein in cultured colonic epithelial
cell monolayers increased epithelial permeability (Wang et al.,
2016). These differing responses could be explained by the
different levels of mechanical stress applied to epithelial junctions

in vitro and in vivo. Specifically, epithelial cell monolayers
cultured on either glass coverslips or plastic membrane filters
are adapted to high tensile forces due to their attachment to
stiff substrates. Since the mechanical forces transduced by the
actomyosin cytoskeleton are key regulators of the assembly and
permeability of apical junctions (Mege and Ishiyama, 2017;
Sluysmans et al., 2017; Charras and Yap, 2018; Varadarajan
et al., 2019), even modest perturbation of actin cytoskeletal
tension and contractility could result in substantial changes in
junctional architecture. Contrastingly, the intestinal epithelial
barrier develops in a much softer tissue environment in vivo
with weaker mechanical forces applied to epithelial junctions. As
a result, epithelial junctions in vivo could be less responsive to
alterations in the weaker mechanical forces caused by perturbed
organization of the actin cytoskeleton.

Our study demonstrates that increased gut barrier
permeability in β-actin cKO mice does not result in the
development of spontaneous mucosal inflammation. This
finding is in keeping with prior studies that document
the absence of spontaneous colitis in other mouse models
characterizing by leaky gut barrier. These models include mice
with total knockout of either JAM-A (Laukoetter et al., 2007),
or cortactin (Citalan-Madrid et al., 2017), as well as mice with
intestinal epithelial specific loss of non-muscle myosin (NM)
IIA (Naydenov et al., 2016). Some compensatory mechanisms
should exist to prevent gut pathogens from taking advantage
of destabilized gut barrier, thus invading the intestinal mucosa.
While such mechanisms have not been investigated in β-actin
cKO mice, they could be similar to mechanisms reported in other
knockout animals with increased gut permeability. For example,
an immune protective mechanism that prevents spontaneous
gastrointestinal disease has been previously described in JAM-A
knockout mice (Khounlotham et al., 2012). This mechanism
involves the production of TGF-β by T cells, which in turn
stimulates the production of antibacterial IgA. Since similar
upregulation of this TGF-β/IgA pathway has been observed in
the colonic tissue of mice with intestinal epithelial knockout of
NM IIA (Naydenov et al., 2016), such adaptive immune response
may represent a common mucosal protective mechanism within
the context of increased gut permeability.

Our study shows for the first time that intestinal epithelial
β-actin plays a protective role during mucosal inflammation
in vivo. Indeed β-actin cKO mice display an exaggerated
pathophysiological manifestation of experimental colitis
(Figure 3) along with more pronounced inflammatory signaling
and tissue injury responses (Figures 4–7). Several mechanisms
can mediate the increased production of inflammatory cytokines
and chemokines in the intestinal tissue of β-actin cKO mice.
One such mechanism involves leaky epithelial barrier in
these animals, facilitating the influx of luminal pathogens and
leading to a stronger activation of the mucosal immune system.
A complementary mechanism may involve the direct modulation
of inflammatory mediator expression in intestinal epithelial cells
caused by a dramatic shift in their β-actin/γ-actins balance.
Indeed, actin is an important regulator of the transcriptional
program in different cells and tissues (Miyamoto and Gurdon,
2013; Percipalle and Vartiainen, 2019), and cytoplasmic
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actin-specific effects on gene expression are well-documented
(Bunnell et al., 2011; Tondeleir et al., 2012; Lechuga et al., 2014).

The observed exaggeration of DSS colitis in β-actin cKO
mice concurs with previous studies showing that perturbation
of either actin filament turnover (Wang et al., 2016; Citalan-
Madrid et al., 2017) or actomyosin contractility in the
intestinal epithelium (Su et al., 2009; Naydenov et al., 2016)
exaggerates the severity of intestinal inflammation in vivo.
These findings may also have significant clinical relevance.
The increased permeability of the gut barrier is a well-
recognized feature of different gastrointestinal and systemic
inflammatory disorders (Marchiando et al., 2010; Lee et al.,
2018; Fasano, 2020). However, whether or not such leaky
gut accelerates mucosal inflammation, or inhibits it due to
immune suppression remains under debate (Ahmad et al.,
2017). Since β-actin cKO mice and other mouse models with
selective perturbation of the intestinal epithelial cytoskeleton (Su
et al., 2009; Naydenov et al., 2016) possess two key common
features, a leaky gut barrier in otherwise healthy animals and
exaggerated mucosal inflammation during experimental colitis,
these models provide strong support for the idea that leaky
gut barrier could worsen the severity of gastrointestinal diseases
in human patients.

While the exact mechanisms of the exaggerated mucosal
inflammation β-actin-depleted intestinal mucosa are yet to be
investigated, this response could be at least partially mediated
by accelerated cell death. Increased cell death is a known factor
promoting mucosal injury and attenuating the repair processes
in both animal models of colitis and human IBD patients
(Blander, 2018; Thoo et al., 2019). Our data demonstrates a
markedly accelerated cell death in the colonic mucosa of DSS-
treated β-actin cKO animals (Figure 7). Furthermore, enteroids
developed from these knockout mice appear to be highly sensitive
to TNFα-induced cytotoxicity ex vivo (Figure 8). To the best of
our knowledge, this is the first direct data identifying β-actin as
a positive regulator of human epithelial cell survival. Previous
studies provided only indirect evidence linking β-actin with cell
death. For example, decreased β-actin expression was associated
with actinomycin D-induced apoptosis in a hematopoietic
cell line (Naora and Naora, 1995) and in TNFα-exposed
vascular endothelial cells (Kohno et al., 1993). Furthermore,
chemotherapy-induced apoptosis of leukemic cells was paralleled
by the selective phosphorylation and depolymerization of β-actin
filaments (Wang et al., 2008). Finally, a cell permeable β-actin-
targeting peptide was shown to trigger the death of several human
cancer cell lines (Arruda et al., 2012). Given the established
ability of β-actin filaments to regulate crucial signaling cascades
in different cellular compartments, it would be important to
determine the exact molecular events that mediate the described
prosurvival activity of β-actin in epithelial cells.
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Supplementary Figure 1 | Selective depletion of β-actin in the intestinal
epithelium of β-actin cKO mice. Whole thickness colonic sections of control and
β-actin cKO mice were dual immunofluorescently labeled for β-actin (red) and
E-cadherin (green). Confocal microscopy images show selective loss of β-actin
labeling in E-cadherin-positive epithelial cells and abundant expression of this
protein in subepithelial colonic compartments of β-actin cKO mice (arrows). Scale
bar, 20 µm.

Supplementary Figure 2 | Intestinal epithelial-specific knockout of β-actin does
not affect organization of the epithelial actin cytoskeleton. Fluorescence labeling of
F-actin in colonic tissue sections obtained from control and β-actin cKO mice.
Arrows indicate normal architecture of epithelial F-actin at the colonic surface and
in the crypts. Scale bar, 20 µm.

Supplementary Figure 3 | Intestinal epithelial-specific knockout of β-actin does
not affect normal architecture of the intestinal mucosa. Normal architecture of
colonic epithelium, as shown by H&E staining in the colonic and ileal sections of
wild-type and β-actin cKO mice. Scale bar, 100 µm.

Supplementary Figure 4 | Loss of intestinal epithelial β-actin does not affect T
lymphocyte and neutrophil infiltration in inflamed colonic mucosa. Control and
β-actin cKO mice were exposed to 3% DSS in drinking water, or regular water for
7 days. Whole thickness colonic sections were immunofluorescently labeled for
either a specific neutrophil marker, myeloperoxidase (MPO, A,B), or a specific T
cell marker, CD4 (C,D) and counter-labeled with stained nuclei (blue).
Representative images (A,C) and quantification of the immunolabeling (B,D) are
shown. Data is presented as mean ± SE (n = 5). Scale bar, 20 µm.

Frontiers in Cell and Developmental Biology | www.frontiersin.org 10 October 2020 | Volume 8 | Article 588836

https://www.frontiersin.org/articles/10.3389/fcell.2020.588836/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fcell.2020.588836/full#supplementary-material
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


fcell-08-588836 October 19, 2020 Time: 19:16 # 11

Lechuga et al. Beta Actin-Dependent Regulation of Intestinal Barrier

REFERENCES
Ahmad, R., Chaturvedi, R., Olivares-Villagomez, D., Habib, T., Asim, M., Shivesh,

P., et al. (2014). Targeted colonic claudin-2 expression renders resistance
to epithelial injury, induces immune suppression, and protects from colitis.
Mucosal. Immunol. 7, 1340–1353. doi: 10.1038/mi.2014.21

Ahmad, R., Sorrell, M. F., Batra, S. K., Dhawan, P., and Singh, A. B. (2017).
Gut permeability and mucosal inflammation: bad, good or context dependent.
Mucosal. Immunol. 10, 307–317. doi: 10.1038/mi.2016.128

Arruda, D. C., Santos, L. C., Melo, F. M., Pereira, F. V., Figueiredo, C. R., Matsuo,
A. L., et al. (2012). β-Actin-binding complementarity-determining region 2 of
variable heavy chain from monoclonal antibody C7 induces apoptosis in several
human tumor cells and is protective against metastatic melanoma. J. Biol. Chem.
287, 14912–14922. doi: 10.1074/jbc.M111.322362

Baranwal, S., Naydenov, N. G., Harris, G., Dugina, V., Morgan, K. G., Chaponnier,
C., et al. (2012). Nonredundant roles of cytoplasmic β- and γ-actin isoforms
in regulation of epithelial apical junctions. Mol. Biol. Cell 23, 3542–3553. doi:
10.1091/mbc.E12-02-0162

Barr-Gillespie, P. G. (2015). Assembly of hair bundles, an amazing problem for cell
biology. Mol. Biol. Cell 26, 2727–2732. doi: 10.1091/mbc.E14-04-0940

Bergeron, S. E., Zhu, M., Thiem, S. M., Friderici, K. H., and Rubenstein, P. A.
(2010). Ion-dependent polymerization differences between mammalian β- and
γ-nonmuscle actin isoforms. J. Biol. Chem. 285, 16087–16095. doi: 10.1074/jbc.
M110.110130

Blander, J. M. (2018). On cell death in the intestinal epithelium and its impact on
gut homeostasis. Curr. Opin. Gastroenterol. 34, 413–419. doi: 10.1097/MOG.
0000000000000481

Braga, V. (2016). Spatial integration of E-cadherin adhesion, signalling and the
epithelial cytoskeleton. Curr. Opin. Cell Biol. 42, 138–145. doi: 10.1016/j.ceb.
2016.07.006

Bunnell, T. M., Burbach, B. J., Shimizu, Y., and Ervasti, J. M. (2011). β-Actin
specifically controls cell growth, migration, and the G-actin pool. Mol. Biol. Cell
22, 4047–4058. doi: 10.1091/mbc.E11-06-0582

Buracco, S., Claydon, S., and Insall, R. (2019). Control of actin dynamics during
cell motility. F1000Res. 8:1977. doi: 10.12688/f1000research.18669.1

Charras, G., and Yap, A. S. (2018). Tensile Forces and Mechanotransduction at
Cell-Cell Junctions. Curr. Biol. 28, R445–R457. doi: 10.1016/j.cub.2018.02.003

Cheever, T. R., Li, B., and Ervasti, J. M. (2012). Restricted morphological and
behavioral abnormalities following ablation of β-actin in the brain. PLoS One
7:e32970. doi: 10.1371/journal.pone.0032970

Chen, A., Arora, P. D., McCulloch, C. A., and Wilde, A. (2017). Cytokinesis
requires localized β-actin filament production by an actin isoform specific
nucleator. Nat. Commun. 8:1530. doi: 10.1038/s41467-017-01231-x

Citalan-Madrid, A. F., Vargas-Robles, H., Garcia-Ponce, A., Shibayama, M.,
Betanzos, A., Nava, P., et al. (2017). Cortactin deficiency causes increased
RhoA/ROCK1-dependent actomyosin contractility, intestinal epithelial barrier
dysfunction, and disproportionately severe DSS-induced colitis. Mucosal.
Immunol. 10, 1237–1247. doi: 10.1038/mi.2016.136

Cooney, J. M., Barnett, M. P., Dommels, Y. E., Brewster, D., Butts, C. A., McNabb,
W. C., et al. (2016). A combined omics approach to evaluate the effects of
dietary curcumin on colon inflammation in the Mdr1a(-/-) mouse model of
inflammatory bowel disease. J. Nutr. Biochem. 27, 181–192. doi: 10.1016/j.
jnutbio.2015.08.030

Crawley, S. W., Mooseker, M. S., and Tyska, M. J. (2014). Shaping the intestinal
brush border. J. Cell Biol. 207, 441–451. doi: 10.1083/jcb.201407015

Cruz, L. A., Vedula, P., Gutierrez, N., Shah, N., Rodriguez, S., Ayee, B.,
et al. (2015). Balancing spatially regulated β-actin translation and dynamin-
mediated endocytosis is required to assemble functional epithelial monolayers.
Cytoskeleton 72, 597–608. doi: 10.1002/cm.21265

D’Haens, G. R., Geboes, K., Peeters, M., Baert, F., Penninckx, F., and Rutgeerts,
P. (1998). Early lesions of recurrent Crohn’s disease caused by infusion of
intestinal contents in excluded ileum. Gastroenterology 114, 262–267. doi: 10.
1016/s0016-5085(98)70476-7

Dekraker, C., Boucher, E., and Mandato, C. A. (2018). Regulation and Assembly of
Actomyosin Contractile Rings in Cytokinesis and Cell Repair. Anat. Rec. 301,
2051–2066. doi: 10.1002/ar.23962

Ding, S., Walton, K. L., Blue, R. E., McNaughton, K., Magness, S. T., and Lund, P. K.
(2012). Mucosal healing and fibrosis after acute or chronic inflammation in wild

type FVB-N mice and C57BL6 procollagen alpha1(I)-promoter-GFP reporter
mice. PLoS One 7:e42568. doi: 10.1371/journal.pone.0042568

Dominguez, R. (2009). Actin filament nucleation and elongation factors–structure-
function relationships. Crit. Rev. Biochem. Mol. Biol. 44, 351–366. doi: 10.3109/
10409230903277340

Dominguez, R., and Holmes, K. C. (2011). Actin structure and function. Annu. Rev.
Biophys. 40, 169–186. doi: 10.1146/annurev-biophys-042910-155359

Dugina, V., Khromova, N., Rybko, V., Blizniukov, O., Shagieva, G., Chaponnier,
C., et al. (2015). Tumor promotion by γ and suppression by β non-muscle actin
isoforms. Oncotarget 6, 14556–14571. doi: 10.18632/oncotarget.3989

Dugina, V., Shagieva, G., Khromova, N., and Kopnin, P. (2018). Divergent impact
of actin isoforms on cell cycle regulation. Cell Cycle 17, 2610–2621. doi: 10.1080/
15384101.2018.1553337

Fasano, A. (2020). All disease begins in the (leaky) gut: role of zonulin-mediated
gut permeability in the pathogenesis of some chronic inflammatory diseases.
F1000Res. 9:69. doi: 10.12688/f1000research.20510.1

Fink, S. L., and Cookson, B. T. (2005). Apoptosis, pyroptosis, and necrosis:
mechanistic description of dead and dying eukaryotic cells. Infect. Immun. 73,
1907–1916. doi: 10.1128/IAI.73.4.1907-1916.2005

Gutierrez, N., Eromobor, I., Petrie, R. J., Vedula, P., Cruz, L., and Rodriguez,
A. J. (2014). The β-actin mRNA zipcode regulates epithelial adherens junction
assembly but not maintenance. RNA 20, 689–701. doi: 10.1261/rna.043208.113

Ivanov, A. I. (2008). Actin motors that drive formation and disassembly of epithelial
apical junctions. Front. Biosci. 13, 6662–6681. doi: 10.2741/3180

Ivanov, A. I., Hunt, D., Utech, M., Nusrat, A., and Parkos, C. A. (2005). Differential
roles for actin polymerization and a myosin II motor in assembly of the
epithelial apical junctional complex. Mol. Biol. Cell. 16, 2636–2650. doi: 10.
1091/mbc.e05-01-0043

Ivanov, A. I., Parkos, C. A., and Nusrat, A. (2010). Cytoskeletal regulation of
epithelial barrier function during inflammation. Am. J. Pathol. 177, 512–524.
doi: 10.2353/ajpath.2010.100168

Ivanov, A. I., Pero, R. S., Scheck, A. C., and Romanovsky, A. A. (2002).
Prostaglandin E(2)-synthesizing enzymes in fever: differential transcriptional
regulation. Am. J. Physiol. Regul. Integr. Comp. Physiol. 283, R1104–R1117.
doi: 10.1152/ajpregu.00347.2002

Kashina, A. S. (2020). Regulation of actin isoforms in cellular and developmental
processes. Semin. Cell Dev. Biol. 102, 113–121. doi: 10.1016/j.semcdb.2019.
12.003

Khounlotham, M., Kim, W., Peatman, E., Nava, P., Medina-Contreras, O., Addis,
C., et al. (2012). Compromised intestinal epithelial barrier induces adaptive
immune compensation that protects from colitis. Immunity 37, 563–573. doi:
10.1016/j.immuni.2012.06.017

Kohno, K., Hamanaka, R., Abe, T., Nomura, Y., Morimoto, A., Izumi, H., et al.
(1993). Morphological change and destabilization of β-actin mRNA by tumor
necrosis factor in human microvascular endothelial cells. Exp. Cell Res. 208,
498–503. doi: 10.1006/excr.1993.1272

Laukoetter, M. G., Nava, P., Lee, W. Y., Severson, E. A., Capaldo, C. T., Babbin,
B. A., et al. (2007). JAM-A regulates permeability and inflammation in the
intestine in vivo. J. Exp. Med. 204, 3067–3076. doi: 10.1084/jem.20071416

Lechuga, S., Baranwal, S., Li, C., Naydenov, N. G., Kuemmerle, J. F., Dugina, V.,
et al. (2014). Loss of γ-cytoplasmic actin triggers myofibroblast transition of
human epithelial cells. Mol. Biol. Cell 25, 3133–3146. doi: 10.1091/mbc.E14-03-
0815

Lechuga, S., Naydenov, N. G., Feygin, A., Jimenez, A. J., and Ivanov, A. I. (2017).
A vesicle trafficking protein αSNAP regulates Paneth cell differentiation in vivo.
Biochem. Biophys. Res. Commun. 486, 951–957. doi: 10.1016/j.bbrc.2017.03.135

Lee, J. Y., Wasinger, V. C., Yau, Y. Y., Chuang, E., Yajnik, V., and Leong,
R. W. (2018). Molecular Pathophysiology of Epithelial Barrier Dysfunction in
Inflammatory Bowel Diseases. Proteomes 6:17. doi: 10.3390/proteomes6020017

Madara, J. L., Barenberg, D., and Carlson, S. (1986). Effects of cytochalasin D
on occluding junctions of intestinal absorptive cells: further evidence that the
cytoskeleton may influence paracellular permeability and junctional charge
selectivity. J. Cell Biol. 102, 2125–2136. doi: 10.1083/jcb.102.6.2125

Madison, B. B., Dunbar, L., Qiao, X. T., Braunstein, K., Braunstein, E., and
Gumucio, D. L. (2002). Cis elements of the villin gene control expression in
restricted domains of the vertical (crypt) and horizontal (duodenum, cecum)
axes of the intestine. J. Biol. Chem. 277, 33275–33283. doi: 10.1074/jbc.
M204935200

Frontiers in Cell and Developmental Biology | www.frontiersin.org 11 October 2020 | Volume 8 | Article 588836

https://doi.org/10.1038/mi.2014.21
https://doi.org/10.1038/mi.2016.128
https://doi.org/10.1074/jbc.M111.322362
https://doi.org/10.1091/mbc.E12-02-0162
https://doi.org/10.1091/mbc.E12-02-0162
https://doi.org/10.1091/mbc.E14-04-0940
https://doi.org/10.1074/jbc.M110.110130
https://doi.org/10.1074/jbc.M110.110130
https://doi.org/10.1097/MOG.0000000000000481
https://doi.org/10.1097/MOG.0000000000000481
https://doi.org/10.1016/j.ceb.2016.07.006
https://doi.org/10.1016/j.ceb.2016.07.006
https://doi.org/10.1091/mbc.E11-06-0582
https://doi.org/10.12688/f1000research.18669.1
https://doi.org/10.1016/j.cub.2018.02.003
https://doi.org/10.1371/journal.pone.0032970
https://doi.org/10.1038/s41467-017-01231-x
https://doi.org/10.1038/mi.2016.136
https://doi.org/10.1016/j.jnutbio.2015.08.030
https://doi.org/10.1016/j.jnutbio.2015.08.030
https://doi.org/10.1083/jcb.201407015
https://doi.org/10.1002/cm.21265
https://doi.org/10.1016/s0016-5085(98)70476-7
https://doi.org/10.1016/s0016-5085(98)70476-7
https://doi.org/10.1002/ar.23962
https://doi.org/10.1371/journal.pone.0042568
https://doi.org/10.3109/10409230903277340
https://doi.org/10.3109/10409230903277340
https://doi.org/10.1146/annurev-biophys-042910-155359
https://doi.org/10.18632/oncotarget.3989
https://doi.org/10.1080/15384101.2018.1553337
https://doi.org/10.1080/15384101.2018.1553337
https://doi.org/10.12688/f1000research.20510.1
https://doi.org/10.1128/IAI.73.4.1907-1916.2005
https://doi.org/10.1261/rna.043208.113
https://doi.org/10.2741/3180
https://doi.org/10.1091/mbc.e05-01-0043
https://doi.org/10.1091/mbc.e05-01-0043
https://doi.org/10.2353/ajpath.2010.100168
https://doi.org/10.1152/ajpregu.00347.2002
https://doi.org/10.1016/j.semcdb.2019.12.003
https://doi.org/10.1016/j.semcdb.2019.12.003
https://doi.org/10.1016/j.immuni.2012.06.017
https://doi.org/10.1016/j.immuni.2012.06.017
https://doi.org/10.1006/excr.1993.1272
https://doi.org/10.1084/jem.20071416
https://doi.org/10.1091/mbc.E14-03-0815
https://doi.org/10.1091/mbc.E14-03-0815
https://doi.org/10.1016/j.bbrc.2017.03.135
https://doi.org/10.3390/proteomes6020017
https://doi.org/10.1083/jcb.102.6.2125
https://doi.org/10.1074/jbc.M204935200
https://doi.org/10.1074/jbc.M204935200
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


fcell-08-588836 October 19, 2020 Time: 19:16 # 12

Lechuga et al. Beta Actin-Dependent Regulation of Intestinal Barrier

Madsen, A. B., Knudsen, J. R., Henriquez-Olguin, C., Angin, Y., Zaal, K. J.,
Sylow, L., et al. (2018). β-Actin shows limited mobility and is required only
for supraphysiological insulin-stimulated glucose transport in young adult
soleus muscle. Am. J. Physiol. Endocrinol. Metab. 315, E110–E125. doi: 10.1152/
ajpendo.00392.2017

Mahler, M., Bristol, I. J., Leiter, E. H., Workman, A. E., Birkenmeier, E. H., Elson,
C. O., et al. (1998). Differential susceptibility of inbred mouse strains to dextran
sulfate sodium-induced colitis. Am. J. Physiol. 274, G544–G551. doi: 10.1152/
ajpgi.1998.274.3.G544

Malek, N., Mrowczynska, E., Michrowska, A., Mazurkiewicz, E., Pavlyk, I., and
Mazur, A. J. (2020). Knockout of ACTB and ACTG1 with CRISPR/Cas9(D10A)
Technique Shows that Non-Muscle beta and gamma Actin Are Not Equal in
Relation to Human Melanoma Cells’. Motility and Focal Adhesion Formation.
Int. J. Mol. Sci. 21:2746. doi: 10.3390/ijms21082746

Marchiando, A. M., Graham, W. V., and Turner, J. R. (2010). Epithelial barriers in
homeostasis and disease. Annu. Rev. Pathol. 5, 119–144. doi: 10.1146/annurev.
pathol.4.110807.092135

Mege, R. M., and Ishiyama, N. (2017). Integration of Cadherin Adhesion
and Cytoskeleton at Adherens Junctions. Cold Spring Harb. Perspect. Biol.
9:a028738. doi: 10.1101/cshperspect.a028738

Misu, S., Takebayashi, M., and Miyamoto, K. (2017). Nuclear Actin in Development
and Transcriptional Reprogramming. Front. Genet. 8:27. doi: 10.3389/fgene.
2017.00027

Miyamoto, K., and Gurdon, J. B. (2013). Transcriptional regulation and nuclear
reprogramming: roles of nuclear actin and actin-binding proteins. Cell Mol. Life
Sci. 70, 3289–3302. doi: 10.1007/s00018-012-1235-7

Moriggi, M., Pastorelli, L., Torretta, E., Tontini, G. E., Capitanio, D., Bogetto,
S. F., et al. (2017). Contribution of Extracellular Matrix and Signal
Mechanotransduction to Epithelial Cell Damage in Inflammatory Bowel
Disease Patients: A Proteomic Study. Proteomics 17:1700164. doi: 10.1002/pmic.
201700164

Muller, M., Diensthuber, R. P., Chizhov, I., Claus, P., Heissler, S. M., Preller,
M., et al. (2013). Distinct functional interactions between actin isoforms
and nonsarcomeric myosins. PLoS One 8:e70636. doi: 10.1371/journal.pone.
0070636

Naora, H., and Naora, H. (1995). Differential expression patterns of β-actin mRNA
in cells undergoing apoptosis. Biochem. Biophys. Res. Commun. 211, 491–496.
doi: 10.1006/bbrc.1995.1840

Naydenov, N. G., Feygin, A., Wang, D., Kuemmerle, J. F., Harris, G., Conti, M. A.,
et al. (2016). Nonmuscle Myosin IIA Regulates Intestinal Epithelial Barrier
in vivo and Plays a Protective Role During Experimental Colitis. Sci. Rep.
6:24161. doi: 10.1038/srep24161

Patrinostro, X., O’Rourke, A. R., Chamberlain, C. M., Moriarity, B. S., Perrin,
B. J., and Ervasti, J. M. (2017). Relative importance of βcyto- and γcyto-
actin in primary mouse embryonic fibroblasts. Mol. Biol. Cell 28, 771–782.
doi: 10.1091/mbc.E16-07-0503

Percipalle, P., and Vartiainen, M. (2019). Cytoskeletal proteins in the cell nucleus:
a special nuclear actin perspective. Mol. Biol. Cell 30, 1781–1785. doi: 10.1091/
mbc.E18-10-0645

Perrin, B. J., and Ervasti, J. M. (2010). The actin gene family: function follows
isoform. Cytoskeleton 67, 630–634. doi: 10.1002/cm.20475

Perrin, B. J., Sonnemann, K. J., and Ervasti, J. M. (2010). β-actin and γ-actin are
each dispensable for auditory hair cell development but required for Stereocilia
maintenance. PLoS Genet. 6:e1001158. doi: 10.1371/journal.pgen.1001158

Plessner, M., and Grosse, R. (2019). Dynamizing nuclear actin filaments. Curr.
Opin. Cell Biol. 56, 1–6. doi: 10.1016/j.ceb.2018.08.005

Pollard, T. D. (2016). Actin and Actin-Binding Proteins. Cold Spring Harb Perspect
Biol 8:a018226. doi: 10.1101/cshperspect.a018226

Ravichandran, Y., Goud, B., and Manneville, J. B. (2020). The Golgi apparatus and
cell polarity: Roles of the cytoskeleton, the Golgi matrix, and Golgi membranes.
Curr. Opin. Cell Biol. 62, 104–113. doi: 10.1016/j.ceb.2019.10.003

Rhee, L., Murphy, S. F., Kolodziej, L. E., Grimm, W. A., Weber, C. R., Lodolce, J. P.,
et al. (2012). Expression of TNFAIP3 in intestinal epithelial cells protects from
DSS- but not TNBS-induced colitis. Am. J. Physiol. Gastrointest. Liver Physiol.
303, G220–G227. doi: 10.1152/ajpgi.00077.2012

Rodriguez, A. J., Shenoy, S. M., Singer, R. H., and Condeelis, J. (2006). Visualization
of mRNA translation in living cells. J. Cell Biol. 175, 67–76. doi: 10.1083/jcb.
200512137

Rothenberg, K. E., and Fernandez-Gonzalez, R. (2019). Forceful closure:
cytoskeletal networks in embryonic wound repair. Mol. Biol. Cell 30, 1353–
1358. doi: 10.1091/mbc.E18-04-0248

Schlegel, N., Borner, K., and Waschke, J. (2020). Targeting desmosomal
adhesion and signalling for intestinal barrier stabilization in inflammatory
bowel diseases-Lessons from experimental models and patients. Acta Physiol.
2020:e13492. doi: 10.1111/apha.13492

Serrano, C., Galan, S., Rubio, J. F., Candelario-Martinez, A., Montes-Gomez, A. E.,
Chanez-Paredes, S., et al. (2019). Compartmentalized Response of IL-6/STAT3
Signaling in the Colonic Mucosa Mediates Colitis Development. J. Immunol.
202, 1239–1249. doi: 10.4049/jimmunol.1801060

Shawlot, W., Deng, J. M., Fohn, L. E., and Behringer, R. R. (1998). Restricted β-
galactosidase expression of a hygromycin-lacZ gene targeted to the β-actin locus
and embryonic lethality of β-actin mutant mice. Transgenic Res. 7, 95–103.
doi: 10.1023/a:1008816308171

Shen, L., and Turner, J. R. (2005). Actin depolymerization disrupts tight junctions
via caveolae-mediated endocytosis. Mol. Biol. Cell 16, 3919–3936. doi: 10.1091/
mbc.e04-12-1089

Shkoda, A., Werner, T., Daniel, H., Gunckel, M., Rogler, G., and Haller, D. (2007).
Differential protein expression profile in the intestinal epithelium from patients
with inflammatory bowel disease. J. Proteome Res. 6, 1114–1125. doi: 10.1021/
pr060433m

Shuster, C. B., Lin, A. Y., Nayak, R., and Herman, I. M. (1996). Beta cap73: a
novel β actin-specific binding protein. Cell Motil. Cytoskeleton 35, 175–187.
doi: 10.1002/(SICI)1097-0169199635

Sluysmans, S., Vasileva, E., Spadaro, D., Shah, J., Rouaud, F., and Citi, S.
(2017). The role of apical cell-cell junctions and associated cytoskeleton in
mechanotransduction. Biol. Cell 109, 139–161. doi: 10.1111/boc.201600075

Sonnemann, K. J., Fitzsimons, D. P., Patel, J. R., Liu, Y., Schneider, M. F., Moss,
R. L., et al. (2006). Cytoplasmic γ-actin is not required for skeletal muscle
development but its absence leads to a progressive myopathy. Dev. Cell 11,
387–397. doi: 10.1016/j.devcel.2006.07.001

Su, L., Shen, L., Clayburgh, D. R., Nalle, S. C., Sullivan, E. A., Meddings, J. B., et al.
(2009). Targeted epithelial tight junction dysfunction causes immune activation
and contributes to development of experimental colitis. Gastroenterology 136,
551–563. doi: 10.1053/j.gastro.2008.10.081

Suzuki, T. (2013). Regulation of intestinal epithelial permeability by tight junctions.
Cell Mol. Life Sci. 70, 631–659. doi: 10.1007/s00018-012-1070-x

Takeichi, M. (2014). Dynamic contacts: rearranging adherens junctions to drive
epithelial remodelling. Nat. Rev. Mol. Cell Biol. 15, 397–410. doi: 10.1038/
nrm3802

Thoo, L., Noti, M., and Krebs, P. (2019). Keep calm: the intestinal barrier at the
interface of peace and war. Cell Death Dis 10:849. doi: 10.1038/s41419-019-
2086-z

Tondeleir, D., Lambrechts, A., Muller, M., Jonckheere, V., Doll, T., Vandamme, D.,
et al. (2012). Cells lacking β-actin are genetically reprogrammed and maintain
conditional migratory capacity. Mol. Cell Proteom. 11, 255–271. doi: 10.1074/
mcp.M111.015099

Troyanovsky, S. (2012). Adherens junction assembly. Subcell Biochem. 60, 89–108.
doi: 10.1007/978-94-007-4186-7_5

Van Itallie, C. M., and Anderson, J. M. (2014). Architecture of tight junctions
and principles of molecular composition. Semin Cell Dev. Biol. 36, 157–165.
doi: 10.1016/j.semcdb.2014.08.011

Vandekerckhove, J., and Weber, K. (1978). At least six different actins are expressed
in a higher mammal: an analysis based on the amino acid sequence of the
amino-terminal tryptic peptide. J. Mol. Biol. 126, 783–802. doi: 10.1016/0022-
2836(78)90020-7

Varadarajan, S., Stephenson, R. E., and Miller, A. L. (2019). Multiscale dynamics of
tight junction remodeling. J. Cell Sci. 132:cs229286. doi: 10.1242/jcs.229286

Vasioukhin, V., Bauer, C., Yin, M., and Fuchs, E. (2000). Directed actin
polymerization is the driving force for epithelial cell-cell adhesion. Cell 100,
209–219. doi: 10.1016/s0092-8674(00)81559-7

Viita, T., and Vartiainen, M. K. (2017). From Cytoskeleton to Gene Expression:
Actin in the Nucleus. Handb. Exp. Pharmacol. 235, 311–329. doi: 10.1007/164_
2016_27

Wang, D., Naydenov, N. G., Feygin, A., Baranwal, S., Kuemmerle, J. F., and
Ivanov, A. I. (2016). Actin-Depolymerizing Factor and Cofilin-1 Have Unique
and Overlapping Functions in Regulating Intestinal Epithelial Junctions and

Frontiers in Cell and Developmental Biology | www.frontiersin.org 12 October 2020 | Volume 8 | Article 588836

https://doi.org/10.1152/ajpendo.00392.2017
https://doi.org/10.1152/ajpendo.00392.2017
https://doi.org/10.1152/ajpgi.1998.274.3.G544
https://doi.org/10.1152/ajpgi.1998.274.3.G544
https://doi.org/10.3390/ijms21082746
https://doi.org/10.1146/annurev.pathol.4.110807.092135
https://doi.org/10.1146/annurev.pathol.4.110807.092135
https://doi.org/10.1101/cshperspect.a028738
https://doi.org/10.3389/fgene.2017.00027
https://doi.org/10.3389/fgene.2017.00027
https://doi.org/10.1007/s00018-012-1235-7
https://doi.org/10.1002/pmic.201700164
https://doi.org/10.1002/pmic.201700164
https://doi.org/10.1371/journal.pone.0070636
https://doi.org/10.1371/journal.pone.0070636
https://doi.org/10.1006/bbrc.1995.1840
https://doi.org/10.1038/srep24161
https://doi.org/10.1091/mbc.E16-07-0503
https://doi.org/10.1091/mbc.E18-10-0645
https://doi.org/10.1091/mbc.E18-10-0645
https://doi.org/10.1002/cm.20475
https://doi.org/10.1371/journal.pgen.1001158
https://doi.org/10.1016/j.ceb.2018.08.005
https://doi.org/10.1101/cshperspect.a018226
https://doi.org/10.1016/j.ceb.2019.10.003
https://doi.org/10.1152/ajpgi.00077.2012
https://doi.org/10.1083/jcb.200512137
https://doi.org/10.1083/jcb.200512137
https://doi.org/10.1091/mbc.E18-04-0248
https://doi.org/10.1111/apha.13492
https://doi.org/10.4049/jimmunol.1801060
https://doi.org/10.1023/a:1008816308171
https://doi.org/10.1091/mbc.e04-12-1089
https://doi.org/10.1091/mbc.e04-12-1089
https://doi.org/10.1021/pr060433m
https://doi.org/10.1021/pr060433m
https://doi.org/10.1002/(SICI)1097-0169199635
https://doi.org/10.1111/boc.201600075
https://doi.org/10.1016/j.devcel.2006.07.001
https://doi.org/10.1053/j.gastro.2008.10.081
https://doi.org/10.1007/s00018-012-1070-x
https://doi.org/10.1038/nrm3802
https://doi.org/10.1038/nrm3802
https://doi.org/10.1038/s41419-019-2086-z
https://doi.org/10.1038/s41419-019-2086-z
https://doi.org/10.1074/mcp.M111.015099
https://doi.org/10.1074/mcp.M111.015099
https://doi.org/10.1007/978-94-007-4186-7_5
https://doi.org/10.1016/j.semcdb.2014.08.011
https://doi.org/10.1016/0022-2836(78)90020-7
https://doi.org/10.1016/0022-2836(78)90020-7
https://doi.org/10.1242/jcs.229286
https://doi.org/10.1016/s0092-8674(00)81559-7
https://doi.org/10.1007/164_2016_27
https://doi.org/10.1007/164_2016_27
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


fcell-08-588836 October 19, 2020 Time: 19:16 # 13

Lechuga et al. Beta Actin-Dependent Regulation of Intestinal Barrier

Mucosal Inflammation. Am. J. Pathol. 186, 844–858. doi: 10.1016/j.ajpath.2015.
11.023

Wang, S., Zheng, Y., Yu, Y., Xia, L., Chen, G. Q., Yang, Y. Z., et al. (2008).
Phosphorylation of β-actin by protein kinase C-delta in camptothecin analog-
induced leukemic cell apoptosis. Acta Pharmacol. Sin 29, 135–142. doi: 10.1111/
j.1745-7254.2008.00753.x

Wu, X. S., Lee, S. H., Sheng, J., Zhang, Z., Zhao, W. D., Wang, D., et al. (2016). Actin
Is Crucial for All Kinetically Distinguishable Forms of Endocytosis at Synapses.
Neuron 92, 1020–1035. doi: 10.1016/j.neuron.2016.10.014

Zhou, K., Sumigray, K. D., and Lechler, T. (2015). The Arp2/3 complex has essential
roles in vesicle trafficking and transcytosis in the mammalian small intestine.
Mol. Biol. Cell 26, 1995–2004. doi: 10.1091/mbc.E14-10-1481

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.

Copyright © 2020 Lechuga, Naydenov, Feygin, Cruise, Ervasti and Ivanov.
This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction
in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this
journal is cited, in accordance with accepted academic practice. No use,
distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Cell and Developmental Biology | www.frontiersin.org 13 October 2020 | Volume 8 | Article 588836

https://doi.org/10.1016/j.ajpath.2015.11.023
https://doi.org/10.1016/j.ajpath.2015.11.023
https://doi.org/10.1111/j.1745-7254.2008.00753.x
https://doi.org/10.1111/j.1745-7254.2008.00753.x
https://doi.org/10.1016/j.neuron.2016.10.014
https://doi.org/10.1091/mbc.E14-10-1481
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

	Loss of -Cytoplasmic Actin in the Intestinal Epithelium Increases Gut Barrier Permeability in vivo and Exaggerates the Severity of Experimental Colitis
	Introduction
	Materials and Methods
	Antibodies and Other Reagents
	Animals
	Induction and Characterization of Dextran Sulfate-Induced Colitis
	Measurement of Intestinal Epithelial Barrier Permeability in vivo
	Immunoblotting Analysis
	Quantitative Real-Time RT-PCR
	Immunofluorescence Labeling, Cell Death Assay, and Confocal Microscopy
	Culture of Intestinal Enteroids
	Statistical Analysis

	Results
	Intestinal Epithelial Specific Knockout of -Actin Increases the Permeability of Normal Gut Barrier in vivo
	Intestinal Epithelial Specific Knockout of -Actin Exaggerates the Severity of Experimental Colitis
	Intestinal Epithelial Specific Knockout of -Actin Exacerbates the Inflammatory Response in Colonic Mucosa
	Intestinal Epithelial Specific Knockout of -Actin Enhances Inflammation-Induced Cell Death

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References


