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Zusammenfassung des wissenschaftlichen Inhalts
Dr. Muhammad Umair Latif

Non-alcoholic fatty liver disease (NAFLD) can persist in the stage of simple hepatic steatosis or progress
to steatohepatitis (NASH) with an increased risk for cirrhosis and cancer. We examined the mechanisms
controlling the progression to severe NASH in order to develop future treatment strategies for this
disease.

NFATc1 activation and regulation was examined in livers from NAFLD patients, cultured and primary
hepatocytes and in transgenic mice with differential hepatocyte-specific expression of the transcription
factor (Alb-cre, NFATc1%2 and NFATc144). Animals were fed with high-fat western diet (WD) alone or
in combination with tauroursodeoxycholic acid (TUDCA), a candidate drug for NAFLD treatment.
NFATcl-dependent ER stress-responses, NLRP3 inflammasome activation and disease progression

were assessed both in vitro and in vivo.



NFATc1 expression was weak in healthy livers but strongly induced in advanced NAFLD stages, where
it correlates with liver enzyme values as well as hepatic inflammation and fibrosis. Moreover, high-fat
western diet (WD) increased NFATc1 expression, nuclear localization and activation to promote NAFLD
progression, whereas hepatocyte-specific depletion of the transcription factor can prevent mice from
disease acceleration. Mechanistically, NFATc1 drives liver cell damage and inflammation through ER
stress sensing and activation of the PERK-CHOP unfolded protein response (UPR). Finally, NFATc1-
induced disease progression towards NASH can be blocked by TUDCA administration.

NFATc1 stimulates NAFLD progression through chronic ER stress sensing and subsequent activation
of terminal UPR signaling in hepatocytes. Interfering with ER stress-responses, e.g., by TUDCA,

protects fatty livers from progression towards manifest NASH.
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NFATc1 signaling drives chronic ER stress responses
to promote NAFLD progression
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ABSTRACT

Objectives Non-alcoholic fatty liver disease (NAFLD)
can persist in the stage of simple hepatic steatosis or
progress to steatohepatitis (NASH) with an increased risk
for cirrhosis and cancer. We examined the mechanisms
controlling the progression to severe NASH in order to
develop future treatment strategies for this disease.
Design NFATc1 activation and regulation was examined
in livers from patients with NAFLD, cultured and primary
hepatocytes and in transgenic mice with differential
hepatocyte-specific expression of the transcription factor
(Alb-cre, NFATC1%%. and NFATC1*®). Animals were fed
with high-fat western diet (WD) alone or in combination
with tauroursodeoxycholic acid (TUDCA), a candidate
drug for NAFLD treatment. NFATc1-dependent ER stress-
responses, NLRP3 inflammasome activation and disease
progression were assessed both in vitro and in vivo.
Results NFATc1 expression was weak in healthy

livers but strongly induced in advanced NAFLD stages,
where it correlates with liver enzyme values as well as
hepatic inflammation and fibrosis. Moreover, high-fat
WD increased NFATcT expression, nuclear localisation
and activation to promote NAFLD progression, whereas
hepatocyte-specific depletion of the transcription

factor can prevent mice from disease acceleration.
Mechanistically, NFATc1 drives liver cell damage and
inflammation through ER stress sensing and activation of
the PERK-CHOP unfolded protein response (UPR). Finally,
NFATc1-induced disease progression towards NASH can
be blocked by TUDCA administration.

Conclusion NFATc1 stimulates NAFLD progression
through chronic ER stress sensing and subsequent
activation of terminal UPR signalling in hepatocytes.
Interfering with ER stress-responses, for example, by
TUDCA, protects fatty livers from progression towards
manifest NASH.

INTRODUCTION

Non-alcoholic liver disease (NAFLD) is emerging
as the leading cause of chronic liver disease with
an estimated worldwide prevalence of more than
25%." > NAFLD is often associated with metabolic
disorders, for example, insulin resistance, type-2
diabetes or obesity, and usually presents as simple
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Significance of this study

What is already known on this subject?

» Non-alcoholic fatty liver disease (NAFLD) is a
major cause of chronic liver disease.

» Exposure to lipotoxic fatty acids can cause
endoplasmic reticulum (ER) stress in
hepatocytes.

» Chronic unresolved ER stress drives NAFLD
progression.

What are the new findings?

» NFATc1 is highly activated in advanced NAFLD.

» Lipotoxic fatty acids stimulate NFATc1
expression, nuclear localisation and activation
in hepatocytes.

» NFATc1 activation drives liver cell damage and
inflammation through chronic ER stress sensing
and activation of the terminal PERK-CHOP
unfolded protein response (UPR) pathway.

» Inhibition of chronic ER stress responses by
tauroursodeoxycholic acid (TUDCA) blocks
NFATc1 mediated terminal UPR signalling and
prevents NAFLD progression.

How might it impact on clinical practice in the

foreseeable future?

» Our findings indicate a critical role of NFATc1
in chronic ER stress responses and NAFLD
progression. Targeting unrestricted ER stress
alleviates NFATc1-driven cell damage and
therefore, our study provides the rational for
current clinical trials aiming at the potential of
TUDCA treatment in NAFLD.

AUTHOR PROOF

hepatic steatosis (NAFL). However, in about 20%,
the disease can progress to non-alcoholic steato-
hepatitis (NASH), which carries an increased risk
of developing cirrhosis, liver failure and hepatocel-
lular carcinoma.’® * In recent years, enormous efforts
have been made to develop drug strategies for the
treatment of NAFLD, but until now there are no
approved drugs for the prevention or therapy of
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The lack of effective treatment is largely due to a still incom-
plete understanding of the molecular mechanisms responsible
for the development and progression of the disease. Excessive
accumulation of fatty acids and lipotoxic metabolites in hepato-
cytes is considered a key event in the initiation of NAFLD.” It
has been shown, for example, that sustained exposure to lipo-
toxic fatty acids can cause hepatocyte cell damage via induction
of chronic endoplasmic reticulum (ER) stress and subsequent
activation of the terminal unfolded protein response (UPR)
pathway. UPR in turn activates the NLRP3 multiprotein inflam-
masome complex to foster hepatocyte cell death and inflam-
ation in response to unresolved ER stress.”'’ Accordingly,
gh expression of NLRP3 inflammasome markers (NLRP3,
aspase-1, Caspase-11, interleukin (IL)-1B and IL-18) are
und in liver biopsies from patients with NASH.'! > However,
e endogenous pathways responsible for chronic ER stress
ensing and NLRP3 activation in fatty liver remain largely
unknown.

Nuclear factor of activated T cells (NFAT) proteins comprises
family of calcium responsive transcription factors (NFATc1-
FATc4) involved in the regulation of adaptive cellular func-
tions within and outside the immune system.'? * Activation
f NFAT proteins result in response to extracellular stimuli
d in adaptation to multiple cellular stress signals. More-
er, ectopic activation of individual family members has
been described in metabolic (eg, diabetes mellitus), inflam-
atory (eg, psoriasis) and malignant diseases (eg, pancreatic
ncer and melanoma).'? "**! When inactive, NFAT proteins
reside in the cytosol in a hyperphosphorylated state. Following
cumulation of cytosolic calcium, NFAT proteins become
ephosphorylated by the phosphatase calcineurin and shuttle
into the nucleus, where they regulate target gene signatures
concert with other site-specific transcription factors and
chromatin remodelling proteins.'? Some recent investigations
ve reported higher NFAT expression and activation levels
chronic hepatitis and in liver cancer as well. It has been
shown, for instance, that NFATc4 promotes PPARa expression
hepatocytes and stimulates liver fibrosis through activation
of hepatic stellate cells.”>*

Here, we describe for the first time a causal role of NFATc1
NAFLD progression. We show that NFATc1 fosters chronic
ER stress sensing and cell damage responses via the NLRP3
inflammasome pathway. Furthermore, we provide experimental
evidence that pharmacological interference with terminal ER
stress responses may oppose NFATc1-driven progression of
AFLD.
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MATERIALS AND METHODS

uman samples

Formalin-fixed, paraffin-embedded human tissues identified
om patients with NASH were retrieved from the biobank of
the Institute of Pathology, University Medical Center, Goet-
tingen. Normal liver sections from patients with early steatosis
were used as controls. All samples were used for immunohisto-
chemical analysis of NFATc1 and analysed using image] software.
Briefly, percentage of nuclear NFATc1 positive hepatocytes in 10
images per sample (Scale bar=50 pm) was calculated manually.
NAFLD activity score (NAS) and degree of fibrosis were deter-
mined as described before.” NFATc1 expression in patients with
NASH was correlated with the NAS, the degree of fibrosis and
serum levels of liver enzymes (ALT and AST) by simple linear
regression.

A

Animal model

All animal experiments were approved and carried out
according to the regulations of Federation of European Labo-
ratory Animal Science Associations (Laves approval No.
33.9-42502-04-16/2189 and 33.9-42502-04-14/1633). Alb-
Cre, NFATc1 and NFATc1** mice have been described previ-
ously.” 22 The c.a.NFATc1 knock-in strain was generated
by cloning an N-terminal hemagglutinin (HA)-tagged consti-
tutively active version of NFATc1 containing serine to alanine
substitutions in the conserved serine-rich domain and all three
serine-proline repeats into the ROSA26 promoter locus (Artemis
Pharmaceuticals). The strains were interbred to generate Alb-
Cre;NFATc 1™ and Alb-Cre;NFATc19°. (hereafter referred to
as NFAT¢1%* and NFATc1°., respectively) mice. All mice were
genotyped by PCR as explained before."’

RNA-Seq

Total RNA was isolated from AML12 cells transfected with
either HA-tagged c.n.NFATc1 or control plasmid. Purity and
integrity of RNA samples were validated by gel electrophoresis.
TruSeq RNA Library Prep Kits (RS-122-2001 and RS-122-2002)
from Illumina were used to prepare libraries following instruc-
tions from manufacturer and sequencing was performed by NGS
Integrative Genomics Core Unit, University Medical Center
Goettingen, Germany.

Obtained FastQ files were analysed by using usegalaxy.
eu,” FastQ files were analysed for quality control followed
by mapping to murine transcriptome (mm9) using TopHat
tool (V.2.1.1),%® with very sensitive bowtie2 settings, followed
by HTSeq (V.0.9.1; -f bam -r pos -s reverse -a 10 -t exon -m
union).”' Differential gene expression analysis was performed
with DESeq2 (V.2.11.40.6),>* as well as principal compo-
nent analysis (PCA). Heat maps were generated in GraphPad
prims V.7.0. NFATc1-dependent differentially expressed genes
(log2fold values=0.5/<—0.5; p=<0.05; base mean>10) were
analysed in reactome (reactome.org) pathway database.

Detailed description of animal treatments and further materials
and methods is included in the online supplemental information.

RESULTS

Nuclear NFATc1 activation in progressive human and murine
NAFLD

To assess NFATc1 expression and activation in NAFLD progres-
sion, we performed immunohistochemical analyses in tissue
samples from patients with healthy liver (n=8) and progressive
NAFLD (n=46). These studies revealed absent or weak NFATc1
expression in healthy livers and a robust induction of nuclear
NFATc1 expression in liver biopsies of patients with progres-
sive disease, characterised by macrovesicular steatosis and
pronounced lobular inflammation (figure 1A,B). Consistent with
a role of NFATc1 in disease acceleration, we observed a signifi-
cant correlation of intrahepatic NFATc1 expression with NAFLD
progression, determined by the NAS, the degree of fibrosis and
the levels of liver enzymes in blood samples from patients with
NASH (figure 1C-F). Prompted by these findings, we expanded
our analysis on NFATc1 activation in NAFLD progression and
studied NFATc1 induction and nuclear localisation in a mouse
model of progressive NAFLD. For this purpose, we fed mice
with a high-fat western diet (WD) for 20 weeks (figure 2A). This
model is an excellent tool for studying the incremental steps of
NAFLD progression.” In line with previous reports, WD treated
mice developed hepatic steatosis with ballooned hepatocytes and
amild-to-moderate form of lobular inflammation with significant

2

Latif MU, et al. Gut 2022;0:1-13. doi:10.1136/gutjnl-2021-325013


https://dx.doi.org/10.1136/gutjnl-2021-325013

Percentage of nuclear NFATe!
positive cell (F.O.V)

Healthy  MASH
Liver
c D
57r=040
p=0.002
o e 3 3
e
B 3
& Fa . s
2 &
= -ﬁ 2 . .
&
[ 1 - - . smes - 8
v L T Lind T 1
0 10 20 30 40 50
NFATet
(n=54)
E F
250 r= 056 1501 /= p57

p=0.0001

Figure 1 Hepatocyte-specific NFATC1 activation in progressive non-
alcoholic liver disease (NAFLD). (A) Sections of healthy human liver
(n=8) and non-alcoholic steatohepatitis (NASH) (n=46) were analysed
by H&E staining and immunohistochemistry for NFATc1. Representative
images are shown, scale bar=50 pm. (B) Percentage of nuclear NFATc1-
positive hepatocytes per field of view in samples from healthy liver and
NASH. Statistical analysis was performed by unpaired t-test. Data are
shown as mean+SD, ****p<0.0001. Simple linear regression analysis
revealed a significant correlation of hepatic NFATc1 expression levels
with (A) NAS (NAFLD activity score), (B) the degree of fibrosis, (C) ALT
levels and (D) AST levels.

recruitment of CD45-positive immune cells and marked fibrosis
(figure 2B-D). Moreover, and consistent with our findings in
progressive human NAFLD, immunohistochemistry and western
blot analysis confirmed a strong induction and nuclear accumu-
lation of NFATc1 in hepatocytes of NASH livers (figure 2E,F).
Taken together, these studies performed in progressive human
and murine NAFLD provided first experimental evidence for a
role of NFATc1 activation in disease acceleration.

NFATc1 activation drives fatty acids-induced steatohepatitis
(NASH) and fibrosis

To study whether nuclear NFATc1 activation is indeed causally
involved in the initiation and progression of NAFLD, we gener-
ated genetically modified mice with either hepatocyte-specific
nuclear activation (Alb-Cre; NFATc17?. (NFATc1°.)) or deple-
tion (Alb-Cre; NFATc1Y* (NFATc1*%) of NFATcl. Animals
with endogenous NFATc1 expression (Alb-Cre) were used as
controls. Eight-weeks old mice of all genotypes were fed with
control diet (CD) or WD for defined treatment periods up to
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20 weeks (figure 3A). As expected, treatment of Alb-Cre control
mice with WD resulted in (1) increased liver and body weight
(online supplemental figure 1A-C), (2) progressive steatosis
with accumulation of intrahepatic triglycerides (figure 3B,
(online supplemental figure 1D) and (3) an increasing inflam-
matory response with recruitment of CD45-positive immune
cells and pronounced collagen deposition (figure 3B-H). Impor-
tantly, however, a comparable increase in inflammation, CD45-
positive cell recruitment and collagen deposition was observed
(figure 3B-F) in transgenic mice with hepatocyte-specific acti-
vation of nuclear NFATc1 (NFATc1%?.), and this damage agai
increased on feeding with high-fat WD. Importantly and consi
tent with our observations in patients with NASH, we als
measured elevated serum ALT levels in mice with NFATc1“%
driven NAFLD progression (online supplemental figure 1E). 1
contrast, disease progression was greatly reduced in mice wi
hepatocyte-specific NFATc1 deficiency (NFATc1*) and henc
NFATc1 depletion reduced the extent of liver fibrosis and inflam-
mation and almost completely abolished the recruitment o,
CD45-positive cells (figure 3B-F). Of note, we could not obser
NFATc1 addiction in the development of hepatic steatosis, suc
that neither ectopic expression nor genetic deletion of the tran-
scription factor had a significant effect on the extent of hepati
fat accumulation after WD (figure 3G,H, online supplement
figure 1D,F). Collectively, these findings substantiate a caus
role of NFATc1 in the progression of NAFLD and show that
activation of the transcription factor in liver cells, for exampl
as a consequence of high-fat diet, results in pronounced infla
mation and fibrosis.
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Lipotoxic fatty acids induce NFATc1 signaling activation in
hepatocytes

Free fatty acids (FFAs) are main contributors to the intrahe-
patic triglyceride pool and recent studies suggest that lipotoxi
FFAs play a particularly important role in the development a
progression of NAFLD. This applies in particular to the sat
rated FFA palmitate, which has a pronounced cell-damaging
effect on liver cells and is found in particularly high conce
trations in the blood of patients with NASH.** To directly test
whether exposure to palmitate induces NFATc1 expression i
liver cells, we treated primary hepatocytes and AML12 cells
with increasing concentrations of the highly lipotoxic fatty aci
(online supplemental figure 2A and figure 4A-G). In fact, trea
ment with palmitate led to a remarkable and dose-depende
increase of NFATc1 expression in both cell models and o
mRNA and protein levels as well (online supplemental figure 2
and figure 4A-D). By contrast, incubation with oleate, a no
lipotoxic FFA failed to induce NFATc1 expression in prima
hepatocytes even at high doses and despite significant accumu-
lation of liver cell steatosis, as evidenced by Oil-Red-O staining
(online supplemental figure 2A,B). Palmitate and oleate a
among the most abundant FFAs, accounting for more than half
of total plasma FFAs, and it has been shown that the cell toxic
effects of palmitate can be counteracted by coexposure to oleate.
In line with this, coadministration of non-lipotoxic oleate in
liver cells inhibited NFATc1 induction by palmitate, supporting
the idea that induction of the Ca®*-regulated transcription
factor in NAFLD progression is primarily a consequence of
FFA-induced lipotoxicity—rather than fat accumulation per se.
A close connection between lipotoxicity-induced cell stress and
impaired Ca** signalling homeostasis has already been demon-
strated in liver cells. Here, we extend these findings and show
that exposure to palmitate initiates a dose-dependent shift of
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Ca’* from ER stores to the cytosol of fatty liver cells (online that reflects the hypophosphorylated active status of the tran-

supplemental figure 2C-E). A rise in cytosolic Ca®* causes scription factor (figure 4C,D, online supplemental figure 2A).
activation of various cell-type dependent stress response path- Accordingly, reporter gene assays and immunofluorescence
ways,”® most notably the NFATc1 signalling and transcription staining confirmed nuclear accumulation and increased tran-
factor. In fact, palmitate-induced accumulation of cytosolic scriptional activity of NFATc1 in response to palmitate treat-
Ca®" is paralleled by robust NFATc1 activation in hepatocytes, ment in both cell lines (figure 4E-G; online supplemental figure
evidenced by a particularly strong increase of the lower band 2F).
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Figure 3 NFATc1 activation in hepatocytes drives liver inflammation and fibrosis. (A) Schematic depiction of genetically modified mice with
hepatocyte-specific NFATC1 expression (Alb-Cre; NFATc1. (NFATC1%.) or deletion Alb-Cre; NFATCT?2 (NFATc12)) along with the feeding schedule
for 4, 12 and 20 weeks, respectively. (B) H&E analysis of liver sections from CD (left) and WD (right) treated mice are shown (n=5). Scale bar=100 p
Representative images of immunohistochemical analysis and quantification for (C-D) CD45, (E-F) picrosirius red staining and (G—H) oil-red-o stainin
in the livers of 20-week CD-treated and WD-treated NFATc14, Alb-Cre and NFATc1%?. mice (n=5). Statistical analysis was performed by two-way
analysis of variance and data are shown as mean+SD where p values are *p<0.05, **p<0.005, ***p<0.0005.

NFATc1 promotes ER stress-induced UPR and immune
signaling in liver

To explore the underlying mechanisms by which NFATc1 regu-
lates NAFLD progression, we next studied NFATc1-dependent
gene expression and performed transcriptome analysis in
AML12 cells. For this purpose, we extracted mRNA from
(HA-tagged) c.n.NFATc1 or control plasmid transfected AML12
cells and carried out RNA-Seq analysis. For transfection control,
we performed western blot and qRT-PCR analysis (figure 5A).
PCA demonstrated distinct clustering of NFATc1-induced and
control profiles (online supplemental figure 3A). RNA-Seq anal-
ysis revealed 636 differentially expressed genes, of which 471
genes were upregulated following nuclear activation of NFATc1
(figure 5B). Moreover, reactome pathway analysis further
demonstrated that the most significantly enriched pathways are
involved in either interferon and cytokine/chemokine signal-
ling, cell death regulation or cell stress responses (figure 5C).
Specifically, NFATc1 activation led to a highly significant and
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reproducible induction of proinflammatory cytokines (eg, Ccrl
and Ccl5) and chemokines (eg, Cxcl2, Cxcl9 Cxcl10, Cxcl11),
inflammatory transcription factors (eg, Stat1 and Stat2) and ce
death marker genes (eg, Bak1, Casp7 and Tnfsf10) (figure 5D).
Noteworthy, we confirmed NFATc1-dependent regulation of the
identified inflammatory cytokines and chemokines, for examplé;
IL-1B, CclS, Cxcl9, Cxcl10 and Cxcl11 in the murine NAFLD
progression model (online supplemental figure 3B,C).

Most importantly, our transcriptome analysis also uncov-
ered a strong and highly reproducible link between NFATc1
activation and induction of ER stress pathways, particularly
the terminal PERK (protein-kinase RNA-like ER kinase) UPR.
In fact, we found a significant (20-fold) induction of various
signalling components, for example, eif2ak2, Atf3 and Ddit3
(Chop) on NFATc1 activation (figure 5C,D). The UPR can be
induced by activation of the three canonical ER-resident stress
sensor proteins ATF6, IRE1 and PERK following perturbation
of protein homeostasis in the ER lumen. On activation, UPR
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Figure 4 Lipotoxic fatty acids cause NFATc1 activation. (A-B) Expression of NFATc1 mRNA in (A) primary mouse hepatocytes and (B) AML12

cells following treatment with 100 uM (+) and 200 uM (++) palmitate (pal.) for 12 hours. NFATc1 gene expression was analysed by qRT-PCR and is
shown as relative mRNA levels' compared with untreated control. (C-D) Induction of NFATc1 protein expression in (C) primary mouse hepatocytes
and (D) AML12 cells treated with 100 uM (+) and 200 pM (++) palmitate (pal.) for 12 hours. The lower band represents the active state of NFATcI.

(E) Dual luciferase reporter gene assay was performed in hepatocytes from Alb-cre mice to verify palmitate induced transcriptional activation of
NFATc1. Cells were cotransfected with an NFAT responsive promoter luciferase reporter construct in combination with either an empty vector or
NFATc1 wild-type (NFATCT") expression vector, and subsequently treated with 200 pM palmitate (pal.) for 24 hours. (F) NFATc1 immunofluorescence
in AML12 cells demonstrating nuclear translocation of the transcription factor following treatment with 200 pM palmitate for 12 hours. Scale bar=100
pm. (G) Quantitative analysis of palmitate-induced nuclear NFATc1 localisation in AML12 cells. Statistical analysis was performed by one-way analysis
of variance (ANOVA) (A,B), two-way ANOVA (E) and by unpaired t-test (G). Data are shown as mean=SD, *p<0.05, **p<0.005 and ****p<0.0001.

Signalling controls multiple cell mechanisms to reduce protein
synthesis and increase the protein folding capacity. However,
while physiological UPR signalling allows cells to maintain
Gellular homeostasis, excessive UPR activation can lead to patho-
logical changes, such as cell damage and death. It has been
shown, for instance, that chronic ER stress sensing and UPR
signalling can result from lipotoxic cell damage (eg, palmitate)
and subsequently triggers cell death and inflammation in NAFLD
progression.**=® This is particularly true for PERK kinase-driven
signalling through the eif20-ATF4-CHOP pathway.*® ** ** High
levels of PERK and CHOP, for instance, are found in patients
with NASH and specifically in those patients with a deleterious
course of the disease.*® Here, we show that NFATc1 activation
indeed induces PERK kinase signalling but also phosphorylation
of PKR, another member of the eif2a kinase family, involved in
cellular stress responses and UPR signalling (figure 6). In detail,
NFATc1 activation—either genetically or following stimulation
by palmitate—caused increased PERK (pPERK), PKR (pPKR)
and eif2o (peif20) phosphorylation and subsequent induction
of the core downstream signalling components, for example,
CHOP, both in cultured AML12 cells and primary hepatocytes

(online supplemental figure 4A, figure 6A-E). Similar results
were found in WD-treated mice (figure 6F).

Moreover, terminal UPR responses were strongly impaired
following NFATc1 silencing (figure 6A-E, (online supplemental
figure 4B-D) in vitro and in the murine NAFLD progression
model, even on prolonged exposure to WD (figure 6F). Of
note, NFATc1 activation appears not to be relevant for the
activation of the other two ER stress sensors (IRE-1/XBP1
and ATF6) in liver cells and accordingly we could not observe
NFATc1-dependent expression differences (online supple-
mental figure 4E,F) on palmitate treatment. This observa-
tion is also in line with previous reports demonstrating that
although IRE-1/XBP1 and ATF6 pathways can also up-reg-
ulate CHOP, the PERK pathway predominates in NAFLD
progression through selective upregulation of ATF4 transla-
tion, which subsequently induces transcription of CHOP to
promote cell death.® *!

Together, these studies provide compelling evidence for a
mechanistic link between lipotoxic fatty acids-induced NFATc1
activation in liver cells and the induction of the deleterious
PERK/PKR-CHOP UPR pathway in progressive NAFLD.
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Figure 5 NFATc1 regulated gene signatures and signalling mechanisms. (A) Representative western blot and qRT-PCR showing successful NFATc1
transfection and expression in AML12 cells. (B) Heatmap depicting z-scores of significantly differentially expressed genes in RNA-Seq analysis on
NFATc1 overexpression in AML12 cells. (C) Reactome pathway classification analysis demonstrating the most significantly regulated NFATc1 gene
signatures in AML12 cells identified by RNA-Seq (log2fold values=0.5/<—0.5; p<0.05; base mean>10). (D) qRT-PCR validation of differentially
regulated candidate genes on NFATc1 activation in AML12 cells. Data are shown in mean=SD, p values are *p<0.05, **p<0.005. Statistical analysis
was performed by unpaired t-test.
NFATc1 depletion protects liver cells from ER-stress-induced (figure 7A-F, online supplemental figure 4G,H). Importantly, UP
inflammasome activation and apoptosis driven inflammasome activation and cell death initiation requi
Recent studies have unequivocally shown that chronic ER stress  the presence of NFATc1 and therefore, genetic depletion of t

uses the PERK-CHOP signalling pathway to promote apoptosis
and activation of the NOD-like receptor family pyrin domain
containing 3 (NLRP3) inflammasome.”” NLRP3 is a multimeric
protein complex that stimulates caspase-1 dependent cleavage of
pro-interleukin-1f (pro-IL-1B) and gasdermin-D for induction of
inflammation and a proinflammatory form of cell death, termed
pyroptosis. Here, we examined whether terminal PERK-CHOP
signalling activation promotes hepatocyte death and activation of
NLRP3 driven pyroptosis in progressive NAFLD and if so, whether
this is NFATc1 dependent. To this end, we analysed ER stress-
induced NLRP3 inflammasome activation as well as caspase-1
mediated IL-1B and gasdermin cleavage in primary hepatocytes,
AML-12 cells and transgenic mice livers with differential NFATc1
expression. Together, western blot, immunofluorescence and
immunohistochemical analysis confirmed that lipotoxicity-induced
UPR signalling promotes apoptosis (indicated by cleaved caspase-3)
as well as NLRP3 inflammasome-induced cytokine release (indi-
cated by cleaved IL-1B) and pyroptosis, as indicated by cleaved
caspase-1 and increased gasdermin-D activation (C.GSDMD))

transcription factor prevented palmitate-induced caspase-3 acti-
vation and blocked NLRP3-driven pyroptosis and IL-1P cleava
both in vitro and in the NAFLD progression model (figure 7A-F,
online supplemental figure 4G,H). By contrast, and in line with o
findings illustrated in online supplemental figure 2, non-lipotoxic
oleate treatment neither induces NFATc1 activation nor terminal
UPR signalling and subsequent NRLP3-inflammasome-induc
cell death in primary hepatocytes (online supplemental figure 5).

Collectively, these experiments performed in primary hepato-
cytes and transgenic mice emphasise a key role of nuclear NFATc1 in
driving terminal ER stress responses to foster NAFLD progression.

AU

Inhibition of chronic ER stress responses attenuates NFATc1-
induced NAFLD progression

Based on these results, we tested whether pharmacological
inhibition of ER stress can impede NFATc1-triggered disease
progression in NAFLD. To this end, we analysed the impact of
tauroursodeoxycholic acid (TUDCA), a well-established inhib-
itor of ER stress responses on NFATc1-dependent mechanisms
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Figure 6 Nuclear NFATc1 promotes terminal unfolded protein response (UPR) signalling. (A) Inmunoblot examination showing protein levels of
FATc1, pPERK, PERK, pPKR, PKR, ATF4, TRB3, p-Eif20, Eif2cc and CHOP in AML12 cells following 12 hours of palmitate (+=200 uM) exposure either
alone or in combination with knock-down for NFATc1 (siNFATc1). (B) Densitometry graphs for pPERK/PERK and pPKR/PKR in AML12 cells treated
with palmitate (200 pM) alone or in combination with siNFATc1. (C) Schematic illustration of primary hepatocytes isolation from transgenic mice
with differential NFATc1 expression and subsequent palmitate treatment. (D) Representative western blot showing NFATc1-dependent protein levels
of pPERK, PERK, pPKR, PKR, ATF4, TRB3, p-Eif2c,, Eif20. and CHOP in primary hepatocytes. (E) Primary mouse hepatocytes were exposed to palmitate
(+=100 pM and ++=200 uM) for 12 hours and alterations in pPERK, PERK, pPKR, PKR, ATF4, TRB3, p-Eif20, Eif2oc and CHOP levels were analysed
by immunoblot. (F) Western blot analysis were conducted using liver tissue lysates from CD-treated and WD-treated genetically modified mice (GEM)
models to determine fat-induced and NFATc1-dependent expression of pPERK, PERK, pPKR, PKR, ATF4, TRB3,p-eif20,, eif2o and CHOP.

A

and cell functions, both in primary hepatocytes and AML12 cells Consistent with results presented in figures 6 and 7, ER stress
and in WD fed transgenic mice as well (figure 8, online supple- induction by either palmitate treatment or following c.n.NFATc1
mental figure 6A-C). transfection resulted in terminal UPR signalling (eg, CHOP)
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Figure 7 NFATc1-dependent cell death and inflammasome activation in vitro and in vivo. (A) Representative immunoblot displaying NFATc1-
dependent changes in NLRP3, cleaved caspase-1 (CC-1), cleaved caspase 3 (CC-3), cleaved interleukin (IL)-183, C.GSDMD and GSDMD (Gasdermin
D) in primary hepatocytes following 12 hours of palmitate treatment (+=100 pM and ++=200 pM). (B) Immunofluorescence analysis of NLRP3 and
(C) CC-3 in primary mouse hepatocytes after palmitate treatment. Scale bar=100 pym. (D) Graphs represent fluorescence intensity of NLRP3 and
percentage of CC-3 positive hepatocytes (F.0.V). (E) Inmunohistochemical analysis of CC-3 staining in liver sections of 20-week-treated mice. Scale
bar=100 pym. (F) Quantitative analysis of CC-3 positive hepatocytes (F.0.V). Data are shown in mean=SD; p-values are *p<0.05, ****p<0.0001.
Statistical analysis was performed using one-way analysis of variance (ANOVA) (D) and two-way ANOVA (F). CD, control diet; WD, western diet.

activation and subsequent induction of the NRLP3 inflam-
masome effector pathway both in vitro and in vivo. Intriguingly,
however, application of TUDCA sufficiently blocked ER stress-
induced terminal UPR signalling responses and inflammasome
activation. In detail, we observed a significant blockade of
terminal UPR (indicated by loss of CHOP expression), inhibi-
tion of cell death induction (reflected by cleaved-caspase-3) and
inactivation of NRLP3-inflammasome mediated cytokine release
(eg, IL-1B), even in the presence of active NFATc1 (figure 8A,B,

online supplemental figure 6A). Similar effects were confirmed
in the NAFLD progression model, in which TUDCA-mediated
inhibition of terminal UPR signalling and subsequent NLRP3
activation was associated with a tremendous reduction of
inflammation, recruitment of CD45-positive immune cells and
hepatic fibrosis despite expression of constitutive active NFATc1
(figure 8D-I, online supplemental figure 6D-E).

Together, this study strongly supports an important role of
NFATc1 in NAFLD progression and demonstrates that this
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A

function is based on the regulation of chronic ER stress responses
and subsequent NLRP3 inflammasome activation. Moreover,
we provide evidence that pharmacological inhibition of ER
stress responses (eg, via TUDCA) can overcome NFATc1-driven
progression of the disease.

DISCUSSION

This study was designed to decipher key molecular mechanisms
of NAFLD progression and hence to provide a rational basis for
the development of new treatment strategies. We thereby focused
on the calcium-responsive NFAT transcription factor family,
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which controls a plethora of cellular processes in inflammation-
associated and metabolic disorders, for example, insulin resis-
tance and diabetes, obesity and cancer.’? ' 17 ¥ 20 Here, we
uncover an essential role of NFATc1 in the progression of NAFLD
to NASH. Accordingly, NFATc1 expression and nuclear localisa-
tion are weak to absent in healthy livers but strongly induced
in progressive NASH. Moreover, treatment with fatty acids, for
example, palmitate or WD induces expression, nuclear translo-
cation and transcriptional activity of NFATc1 both in primary
and established hepatocytes as well as in mouse liver tissues.
Furthermore, hepatocyte-specific activation of nuclear NFATc1
in mice livers—either following WD feeding or through genetic
induction of the transcription factor (NFATc1%".)—fosters rapid
acceleration of liver damage, as evidenced by increased tissue
inflammation with recruitment of CD4S5-positive cells and
progressive formation of hepatic fibrosis. These results, together
with the observation that hepatocyte-specific genetic depletion
of NFATc1 prevents fatty acids-induced NAFLD progression
beyond the stage of hepatic steatosis, provided strong experi-
mental evidence for a critical role of the Ca?* responsive tran-
scription factor in progressive NAFLD.

Mechanistically, NFATc1 promotes NAFLD acceleration
through unrestricted ER stress signalling responses in liver cells.
The ER is responsible for proper protein folding,® ** and it has
been shown that defects in the calcium homeostasis or the ER
protein folding machinery can cause ER stress and subsequent
activation of the UPR pathway. The UPR pathway orchestrates
a multitude of key regulatory mechanisms to repair ER stress
including inhibition of protein synthesis and acceleration of ER
protein degradation. In general, UPR activation is highly suffi-
cient to repair transient and mild forms of ER stress.® 37 #7
However, if ER stress is severe and unresolved, it can cause
persistent activation of the UPR signalling pathway and even-
tually leads to cell death, inflammasome activation and accel-
erated organ damage. Recent studies demonstrated that fat
accumulation can trigger chronic ER stress and subsequent
activation of the terminal UPR signalling cascade in hepato-
cytes.’ 7 11374748 Here, we show for the first time a fundamental
role of the Ca*" responsive transcription factor NFATc1 in ER
stress-induced NAFLD progression. In detail, prolonged expo-
sure to fatty acids induces expression, nuclear localisation and
activity of NFATc1 in hepatocytes both in vitro and in mice
with progressive NAFLD. Mechanistically, NFATc1 promotes
ER stress sensing through terminal PERK-CHOP signalling and
subsequently induces activation of NLRP3,*7*! a macromolec-
ular inflammasome complex involved in cell death initiation and
inflammation.” *¢ 3* ¥ The prominent function of the terminal
PERK-CHOP pathway in chronic ER stress-driven NLRP3
inflammasome activation and apoptosis has been demonstrated
in various disorders and especially in diseases related to meta-
bolic disturbances.*” #3233 [n NAFLD, for instance, CHOP acti-
vation induces the NRLP3 inflammasome complex to promote
hepatocyte death and inflammation in response to unresolved
ER stress.’ 7 *® Our results not only confirm these previous
observations, but in addition, demonstrate that NFATc1 activa-
tion is mandatory for fat-induced ER stress signalling through
the PERK-CHOP branch and subsequent activation of the
NRLP3 inflammasome pathway. Accordingly, genetic deple-
tion of NFATc1 prevents liver cells from terminal UPR signal-
ling, NRLP3 activation and cell death initiation both in primary
hepatocytes and in liver tissues, even on longtime stimulation
with high-fat diet.

Lastly, we assessed whether inhibition of chronic ER stress
signalling can protect fatty livers from NFATc1-induced disease

Hepatology

progression. For this purpose, we combined prolonged high-fat
stimulation with application of TUDCA, a naturally occurring
hydrophilic bile acid and taurine conjugate of ursodeoxycholic
acid (UDCA), which is approved by Food and Drug Adminis-
tration for the treatment of primary biliary cholangitis (PBC).
Recent multicentre randomised clinical trials have shown that
TUDCA presents the same level of safety and tolerability as
UDCA for the treatment of PBC and may be even better to relieve
symptoms of the disease, suggesting higher effectiveness of
taurine conjugate in treatment of PBC.>* The efficacy of TUDCA
in cholestatic diseases was primarily attributed to its choleret
and cytoprotective effects on hepatocytes by increasing bile flo
and biliary acid secretion.’® Importantly, numerous preclinic
studies have also demonstrated a remarkable therapeutic poten-
tial of TUDCA in non-cholestatic liver diseases and particularl
in NAFLD, where it exerts strong cytoprotective effects throu
its ability to alleviate ER stress and to block terminal PER
CHOP signalling.” *¢°® Our results strongly support these efforts
and provide a mechanistic rationale for the proposed efficacy o,
TUDCA in the prevention of NAFLD progression. We show th
application of TUDCA effectively interferes with acceleratio
of the disease through inhibition of NFATc1-mediated ER stress
sensing and terminal UPR signalling activation. Consistently,
TUDCA treatment blocked NFATc1-induced CHOP-NRLP
inflammasome activation and consequently reduced the degr
of inflammation, apoptosis and fibrosis in the liver, even on
long-term feeding with high-fat diet.

Taken together, this study identifies the calcium signa
ling responsive transcription factor NFATc1 as a key player i
NAFLD progression. We show that NFATc1 drives fat-induced
NASH through promotion of chronic ER stress responses and
activation of the NRLP3 inflammasome. This study not onl
contributes to a better understanding of NFATc1 signalling i
NAFLD but provides a mechanistic rationale for recent clinical
trials aiming at pharmacological interference with chronic E
stress responses to prevent disease progression.
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