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RING finger protein 13 protects against
nonalcoholic steatohepatitis by targeting
STING-relayed signaling pathways

Zhibin Lin1,3, Peijun Yang1,3, Yufeng Hu2,3, Hao Xu1, Juanli Duan1, Fei He1,
Kefeng Dou1 & Lin Wang 1

Nonalcoholic fatty liver disease (NAFLD) is the most common liver disorder
worldwide. Recent studies show that innate immunity-related signaling path-
ways fuel NAFLD progression. This study aims to identify potent regulators of
innate immunity during NAFLD progression. To this end, a phenotype-based
high-content screening is performed, and RING finger protein 13 (RNF13) is
identified as an effective inhibitor of lipid accumulation in vitro. In vivo gain-
and loss-of-function assays are conducted to investigate the role of RNF13 in
NAFLD. Transcriptome sequencing and immunoprecipitation-mass spectro-
metry are performed to explore the underlying mechanisms. We reveal that
RNF13 protein is upregulated in the liver of individuals with NASH. Rnf13
knockout in hepatocytes exacerbate insulin resistance, steatosis, inflamma-
tion, cell injury and fibrosis in the liver of diet-induced mice, which can be
alleviated by Rnf13 overexpression. Mechanically, RNF13 facilitates the pro-
teasomal degradation of stimulator of interferon genes protein (STING) in a
ubiquitination-dependent way. This study provides a promising innate
immunity-related target for NAFLD treatment.

Nonalcoholic fatty liver disease (NAFLD), the most common liver dis-
order worldwide, encompasses a spectrum of diseases spanning from
simple steatosis or nonalcoholic fatty liver (NAFL) to nonalcoholic
steatohepatitis (NASH), NASH-associated fibrosis, cirrhosis, and
hepatocellular carcinoma1–3. Left untreated, NAFL may progress into
NASH, resulting in ahigh risk of liver failure. It is estimated thatNASH is
likely to become the leading indication for liver transplantation within
a decade1. Despite the tremendous socioeconomic burden NAFLD
imposes, effective therapeutic interventions for NAFLD/NASH have
not been approved4. Hence, a full understanding of the disease
pathogenesis is urgently needed.

Emerging evidence proves that the activation of signaling path-
ways associated with innate immunity is one of the driving forces in
NAFLD5–7. The initiation of these pathways begins with the recognition
of pathogen- or damage-associated molecular patterns (PAMPs/

DAMPs) by membrane-bound and intracellular pattern-recognition
receptors (PRRs), such as toll-like receptors (TLRs) and nucleotide-
binding oligomerization domain (NOD)-like receptors (NLRs)8. Then,
several key adaptor proteins such as myeloid differentiation factor-88
(MyD88), mitochondrial antiviral signaling protein (MAVS), and sti-
mulator of interferon genes protein (STING) could relay the signaling,
triggering the activation of transcription factors and production of
proinflammatory cytokines6. Components of the innate immune sys-
tem have been proven to widely engage in the pathophysiology of
NAFLD5–7. In the latest study, multispecies transcriptome profiling of
NASH liver reveals a dominant role of innate immune signaling path-
ways in NASH pathogenesis9. Moreover, similar to conventional
inflammatory cells, hepatocytes and liver sinusoidal endothelial cells
(LSECs) can exert immunological functions upon metabolic
disturbance10. Therefore, restricting the abnormal activation of innate
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immunity-related signaling pathways confers great importance to
NAFLD treatment.

Ubiquitination has beenwell documented to control the signaling
cascades of innate immunity and fine-tune the production of proin-
flammatory cytokines11–13. Hence, it is tempting to speculate that the
main conductors of ubiquitination (E3 ubiquitin ligases and deubi-
quitinating enzymes,DUBs) that have been reported to regulate innate
immune signaling, can also control NAFLD progression. To dig out
such regulators, we performed a phenotype-based high-content
screening and analysis. Finally, we identified an E3 ligase RING finger
protein 13 (RNF13) as a potent regulator of lipogenesis and inflam-
mation response in hepatocytes.

RNF13 and eight other proteins belong to the Goliath family,
based on their high similarity in the PA-TM-RING structure — a
protease-associated domain (PA), a transmembrane domain (TM), and
a RING finger domain14. Studies have proved that most of the family
members are involved in the regulation of the immune system15–18. In
the present study, we prove that RNF13 can control lipid deposition
and inflammation response in NAFLD by regulating the level of two
components of the innate immunity system,which are tripartitemotif-
containing 29 (TRIM29) and STING.

Results
RNF13 protects hepatocytes from PAOA-induced lipid accumu-
lation and inflammation
In order to dig out potent innate immunity-associated E3 ligases or
DUBs inNAFLDprogression,we constructed 50plasmids, according to
current literatures11,12,15. Then we transfected them into HepG2 and
Huh7 cell lines, followed by palmitic acid and oleic acid (PAOA)
treatment. After Nile Red staining, we analyzed the impacts of these
plasmids on PAOA-induced lipid deposition in hepatocytes via a high-
content imaging system. Results showed that 11 plasmids significantly
affected lipid accumulation in HepG2 cell line (Supplementary Fig. 1a),
while 23 plasmids significantly mitigated lipid accumulation in Huh7
cell line (Supplementary Fig. 1b). After integrating the results, wenoted
that an E3 ligase RNF13, which have not been investigated in NAFLD,
played an obvious protective role in lipid deposition (Supplementary
Fig. 1c). Hence, we selected RNF13 as the candidatemolecule. Next, we
evaluated the role of RNF13 in mouse primary hepatocytes (MPHs) by
the use of Rnf13-overexpressing adenovirus (AdRnf13) and knockdown
adenovirus (AdshRnf13). Nile Red staining indicated that PAOA-
induced lipid accumulation in hepatocytes was intensified in
AdshRnf13-infected hepatocytes but not AdshRNA-infected ones
(Supplementary Fig. 2c, d). Consistently, RNF13 knockdown sig-
nificantly increased the triglyceride (TG) concentration in PAOA-
treated primary hepatocytes (Supplementary Fig. 2e). The expression
of lipogenic and proinflammatory genes in PAOA-challenged hepato-
cytes was also upregulated after RNF13 knockdown (Supplementary
Fig. 2f, g). While RNF13 overexpression attenuated the lipid deposition
and inflammatory response in PAOA-treated hepatocytes (Supple-
mentary Fig. 2h–n). Overall, RNF13 exerts a protective role in hepato-
cytes upon PAOA treatment.

Hepatic RNF13 expression is induced in NASH pathogenesis
Next, we detected RNF13 expression in NASH livers. Immunohis-
tochemistry staining showed an increase of RNF13 expression in
hepatocytes from the liver sections exhibiting pathological features of
NASH (Fig. 1a), which was confirmed by western blot analysis (Fig. 1b).
And RNF13 protein level positively correlated with NAFLD activity
score (NAS) (Fig. 1c). However, RNF13 mRNA level remained unchan-
ged in the NASH livers (Fig. 1d). Thereafter, we investigated the RNF13
expression in different NAFLD-associated models. We observed an
increased tendency of RNF13 protein in the livers of mice fed with a
high-fat diet (HFD) and a high-fat and high-cholesterol (HFHC) diet,
with the HFHC group presenting the highest RNF13 protein level

(Fig. 1e). Whereas the mRNA level was not upregulated (Fig. 1f). We
further specified which cell type contributing to the upregulation of
RNF13 in NASH. We observed that RNF13 protein but not mRNA was
significantly increased in MPHs and the HepG2 cell line treated with
PAOA (Fig. 1g-j), with no obvious alteration in nonparenchymal cells
after corresponding pathogenic stimulation (Fig. 1k, l). Collectively,
RNF13 protein is induced in hepatocytes during NASH progression.

RNF13 protein becomes more stable upon PAOA stimulation
We then investigated themechanisms accounting for the upregulation
of RNF13 during NAFLD progression. Considering that RNF13 mRNA
did not increase in NASH, and previous study indicates that RNF13
protein undergoes extensive post-translational proteolysis in both
lysosome and proteasome, which makes it rather unstable14, we first
compared the stability of RNF13 in the setting of BSA or PAOA treat-
ment by cycloheximide (CHX) chase assays. As shown in Fig. 2a, RNF13
protein underwent less severe degradation and had a longer half-life in
PAOA-treated hepatocytes than in BSA-treated hepatocytes. And
RNF13 degradation was primarily governed by lysosome, since the
lysosome inhibitor (chloroquine, CQ) but not the 26 S proteasome
inhibitor (MG132) could rescue RNF13 protein level in the setting of
PAOA (Fig. 2b, c). Therefore, it is plausible that the lysosomal degra-
dation of RNF13 is inhibited upon PAOA treatment. In testifying it, we
confirmed that RNF13 co-localizes well with lysosomal-associated
membrane protein 1 (LAMP1) in BSA-treated hepatocytes, whereas this
colocalizationwas reduced by PAOA treatment (Fig. 2d); CQ treatment
increased RNF13 protein abundance in BSA-treated hepatocytes to the
level in PAOA-treated ones (Fig. 2e). Since previous studies have indi-
cated the intense auto-ubiquitination of RNF1314,19, and ubiquitination
has been documented to directs internalized proteins toward
lysosome20, we wondered whether the lysosomal degradation of
RNF13 was governed by ubiquitination. Therefore, we compared
RNF13 ubiquitination with BSA and PAOA treatment. Result showed
that obvious ubiquitination happened on RNF13 in BSA treatment,
whichmarkedly decreased upon PAOA stimulation (Fig. 2f). Screening
for potential lysine ubiquitination types revealed that PAOA primarily
inhibited the attachment of K63O (ubiquitin with the intact Lys63
residue alone) to RNF13 (Fig. 2g). Similarly, other studies have revealed
the positive impact of K63-linked ubiquitination on lysosomal
degradation20–22. To further confirm it, we constructed the RNF13
mutant (C258A/H260A) plasmid, in which cysteine (C258) and histi-
dine (H260) in the ring-finger domain were mutated to alanine,
resulting in the loss of its E3 ligase activity (Fig. 2h). RNF13mutant has a
longer half-life than RNF13 wild type in BSA-treated MPHs, and the
PAOA stimulation did not affect the half-life of RNF13 mutant (Fig. 2i).
Consistently, RNF13 mutant did not co-localize with LAMP1 in BSA or
PAOA setting (Fig. 2j). In summary, we prove that RNF13 undergoes
extensive K63-linked auto-ubiquitination and subsequent lysosomal
degradation in normal circumstances, whereas PAOA stimulation can
alleviate the auto-ubiquitination and degradation,making RNF13more
stable (Fig. 2k).

Rnf13HKO mice present more severe insulin resistance, hepatic
steatosis and liver injury in the HFD model
To detect the functions of RNF13 in vivo, we generated RNF13
hepatocyte-specific knockout (Rnf13HKO) mice as well as their coun-
terparts Rnf13Flox/Flox by application of CRISPR-Cas9 (Supplementary
Fig. 3a–c). Rnf13HKO and Rnf13Flox/Flox micewere fed with either a NCD or
a HFD for 24 weeks (Fig. 3a). Despite no significant difference in body
weight was observed inNCD- orHFD-fedRnf13HKO andRnf13Flox/Flox mice
(Fig. 3b), Rnf13HKO mice presented abnormal glucose metabolism after
HFD feeding. As shown in Fig. 3c–d, no grossly visible hyperglycemia
was shown in Rnf13HKO mice before HFD feeding, whereas Rnf13HKO

mice showed higher glucose levels compared with Rnf13Flox/Flox litter-
mates after HFD feeding. Moreover, Rnf13HKO mice manifested worse
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Fig. 1 | Induced RNF13 in NAFLD progression. a Immunohistochemistry staining
of RNF13 in liver biopsies from non-NASH and NASH individuals (n= 4). Scale bars,
50 μm. RNF13 protein (b) and mRNA (d) expression in human liver samples from
non-NASH (n= 17) andNASH (n = 15) individuals. Human samples were derived from
the same experiment and blots were processed in parallel. c Correlation analysis for
RNF13 protein levels and NAFLD activity score (NAS) in human liver samples
(n = 32). RNF13 protein (e) and mRNA level (f) in liver samples from NCD, HFD, and
HFHC-fedmice (For e, n = 4, 6; for f, n = 6 in the NCD group, n = 7 in the HFD group,
n = 8 in HFHC group). RNF13 protein (g) and mRNA expression (h) in HepG2 cells

treated with PAOA for indicated hour. RNF13 protein (i) andmRNA expression (j) in
murine primary hepatocytes (MPHs) treated with PAOA for indicated hour (For
g and i, n = 3; for h, n = 5 in 0h group, n = 4 in other groups; for j, n = 5 in 12 h group,
n = 6 in other groups). RNF13 protein expression in murine primary LSECs treated
with PAOA (k) and Kupffer cells treated with TNF-α (l) for indicated hour (n = 3).
Data were expressed as mean ± SD. Two-tailed Student’s t-test for b, d, and f, one-
way ANOVA with Bonferroni post hoc analysis for e and g–j, Spearman correlation
analysis for c. Source data are provided as a Source Data file.
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glucose tolerance, as indicated by the glucose tolerance test (GTT)
(Fig. 3e, f), and impaired insulin resistance, as indicated by the insulin
tolerance test (ITT) (Fig. 3g, h). Rnf13 knockout also caused a dis-
turbanceof lipidmetabolism.Onone hand, weobserved an increase in
serum total cholesterol (TC) and triglyceride (TG) in Rnf13HKO mice
after HFD feeding (Fig. 3i, j). On the other hand, HFD feeding induced
more obvious steatosis in the liver of Rnf13HKO mice compared with

Rnf13Flox/Flox littermates, as shown by higher liver weight or liver-to-
body weight ratio (Fig. 3k, l), and more lipid droplets in the liver
(Fig. 3m–o). Analysis of lipometabolic gene expression also validated
the impact of RNF13 on hepatic steatosis (Fig. 3p). Furthermore,
Rnf13HKO mice challenged with HFD suffered more serious liver injury
than the controlmice, sincehigher alanine aminotransferase (ALT) and
aspartate aminotransferase (AST) levels were detected in Rnf13HKO
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mice (Fig. 3q, r). Overall, RNF13 suppression aggravates HFD-induced
insulin resistance, hepatic steatosis, and liver injury.

Rnf13HKO mice present more severe hepatic steatosis, inflam-
mation and fibrosis in the HFHC model
We further examined whether RNF13 participates in NASH etiology
by challenging Rnf13HKO and Rnf13Flox/Flox mice with a HFHC diet
(Fig. 4a). Consistent with the phenotypes in the HFD-induced model,
Rnf13 knockout intensified insulin resistance, hepatic steatosis, and
liver injury in the HFHC-induced NASH model (Figs. 4b–n and 4s–t).
Given that HFHC diet-induced NASH model can drive more severe
inflammation response and fibrosis than HFD2, we measured the
inflammation- and fibrosis-related indicators. CD11b staining of liver
sections revealed more intensified infiltration of inflammatory cells
in the liver of Rnf13HKO mice than the Rnf13Flox/Flox mice after HFHC
feeding (Fig. 4o). And Rnf13 knockout statistically activated the
expression of proinflammatory gene (Fig. 4p). On the other side,
Rnf13 slicing favoredmore distinct collagen deposition in the liver, as
indicated by Picric Sirius Red (PSR) staining, and more active tran-
scription of profibrotic genes, as indicated by qPCR analysis
(Fig. 4q, r). To systematically profile the gene expression signature of
Rnf13 knockout in NASH, we conducted transcriptome sequencing
by the use of liver tissues separated from HFHC-fed Rnf13HKO mice
and their counterparts. Hierarchical clustering analysis revealed the
separated gene expression profiles between the two genotypes
(Fig. 4u). RNF13 knockdown induced the differential expression of
777 genes (DEGs), a lot of which were involved in lipid metabolism,
inflammation, fibrosis and apoptosis (Fig. 4v, w). In summary, Rnf13
knockout exacerbates NASH phenotypes in the HFHC-induced mice.

Rnf13HepTg mice present less severe NASH phenotypes in the
HFHC model
To further confirm the impacts of RNF13 onNASHprogression, we also
generated hepatic Rnf13-overexpressed transgenic mice (Rnf13HepTg)
and non-transgenicmice (Rnf13NTg) via the Sleeping Beauty transposon
system23 (Supplementary Fig. 3d). As expected, RNF13 overexpressing
significantly ameliorated glucose disturbance after HFHC feeding
(Fig. 5c–f), without obvious change in the body weight (Fig. 5b). In the
liver, RNF13 overexpressing significantly inhibited the disturbance of
lipid metabolism and immune response, and finally mitigated the
severe fibrosis and liver injury induced by HFHC feeding (Fig. 5g–u).

RNF13 inhibits STING-mediated inflammatory signaling path-
ways in NASH
To investigate the way RNF13 inhibits NASH progression, we per-
formed the Kyoto Encyclopedia of Genes and Genomes (KEGG)
analysis and Gene Set Enrichment Analysis (GSEA) on the tran-
scriptome. Results showed that RNF13 suppressing disturbed the
signaling transducing of pathways involved in lipogenesis, inflam-
mation, fibrosis and apoptosis, with the cytosolic DNA-sensing
pathway, also named cyclic GMP-AMP synthase (cGAS)-stimulator
of interferon genes (STING) pathway24, ranked at the top of the list
(Fig. 6a, b). The activated cGAS-STING pathway in liver myeloid

cells has been identified as a novel driver of NASH progression25,26,
whereas its role in hepatocytes remained contradictory. On one
hand, previous studies reported that STING is less important in
hepatocytes25,26; on the other hand, STING in hepatocytes has been
proven to induce lipid accumulation as well as inflammation27–29,
and promote liver injury and fibrosis30–32. Therefore, we decided to
verify the impacts of STING on hepatocytes via a modified cellular
model. In this model, mouse primary hepatocytes were infected
with AdSting1, and the culture medium was changed in 6 h. After
another 10 h, nonparenchymal cells (mostly Kupffer cells) plated in
transwell chambers as well as PAOA were added for a 12-hour sti-
mulation. Finally, hepatocytes were collected for further analyses.
We observed that STING overexpression in hepatocytes sig-
nificantly exacerbated abnormal lipid accumulation induced by
PAOA, accompanied by transcriptional alteration of genes asso-
ciated with inflammation and lipogeneses (Supplementary
Fig. 4a–c). Therefore, we considered the cGAS-STING pathway
might be the candidate downstream pathway of RNF13 and pro-
ceeded to verify. We first performed western blot analyses and
results showed that in vitro and in vivo hepatocyte
RNF13 suppression induced an increase in STING expression, the
activation of two major effector pathways of STING, namely the NF-
κB and TBK1-IRF3 signaling pathways33 (Fig. 6c, e and Supplemen-
tary Fig. 4d), and the transcription of interferon-β (IFN-β) (Sup-
plementary Fig. 4e, f, h). Similarly, we observed a decrease in STING
protein level, the activity of NF-κB and TBK1-IRF3 signaling (Fig. 6d,
f), and IFN-β mRNA level (Supplementary Fig. 4g, i) in RNF13-
overexpressed hepatocytes. We then observed that RNF13 down-
regulated STING protein in a dose-dependent manner, whereas its
mRNA was unaffected (Fig. 6g–j). To verify whether RNF13 regu-
lated NASH by reducing the abundance of STING, we conducted
rescue experiments. We observed that adenovirus-mediated STING
overexpression on one hand restored the activation of the NF-κB
and TBK1-IRF3 signaling in AdRnf13-infected hepatocytes (Fig. 6k);
on the other hand, it reverted the lipid deposition and inflammation
response that were previously ameliorated by RNF13-
overexpressing (Fig. 6l-o). Moreover, the phenotypic changes
resulting from RNF13-knockdown can also be reversed by C176, a
selective inhibitor of STING34 (Supplementary Fig. 5a-d). To further
confirm the regulatory effects of RNF13 on STING, we applied two
kinds of adeno-associated virus serotype 8 (AAV8), namely AAV8-
TBG-ZsGreen-Rnf13 and AAV8-TBG-mCherry-Sting1. Both of them
carry the thyroxine-binding globulin (TBG) promoter to achieve
hepatocyte-specific RNF13 or STING overexpression (Fig. 7a, b).
After the 16-week HFHC feeding, we observed that RNF13 over-
expression significantly attenuated the abnormal blood glucose
(Fig. 7d–f), lipid accumulation in serum as well as liver (Fig. 7g–k, n,
o and Supplementary Fig. 5e), inflammation response (Fig. 7p and
Supplementary Fig. 5f), fibrosis (Fig. 7q and Supplementary Fig. 5g)
and liver injury (Fig. 7l, m). And the therapeutic effects were abol-
ished in the RNF13&STING-overexpressing mice (Fig. 7d–q), indi-
cating that RNF13 ameliorates NASH by regulating STING protein
abundance.

Fig. 2 | RNF13 becomes more stable upon PAOA stimulation. a RNF13 protein
expression in MPHs treated with BSA or PAOA plus CHX for indicated hour. RNF13
protein expression inMPHs (b) and HepG2 cells (c); cells were treated with DMSO,
CHX, CHX plus MG132 or CHX plus CQ for 6 h in the presence of PAOA.
d Immunofluorescent staining of exogenous RNF13 (green) and endogenous
LAMP1 (red) in HepG2 cells treated with BSA or PAOA for 12 h. Nuclei were coun-
terstained with DAPI. Scale bars, 5 μm. e RNF13 protein expression inMPHs treated
with CHX, CHX plus MG132 or CHX plus CQ for 6 h in the setting of BSA or PAOA.
f, g Ubiquitination of HA-RNF13 in HepG2 cells co-transfected with the indicated
plasmids following BSA/PAOA plus CQ treatment. h Ubiquitination of HA-RNF13 in
HepG2 cells co-transfected with the indicated plasmids following PAOA plus CQ

treatment. iWild type or mutant RNF13 expression in MPHs infected with AdRnf13
(wild type, upper panel) or AdRnf13 (mutant, lower panel) following BSA or PAOA
plus CHX treatment for indicated hour. j Immunofluorescent staining of exogenous
RNF13mutant (cyan) and endogenous LAMP1 (red) inHepG2 cells treated with BSA
or PAOA for 12 h. Nuclei were counterstained with DAPI. Scale bars, 5 μm. k A
schematic diagram showing the state of RNF13 with or without PAOA stimulation.
For a–j, at least three independent experiments have been conducted. Data were
expressed as mean ± SD. Two-tailed Student’s t-test for a and i, one-way ANOVA
with Bonferroni post hoc analysis for e. Source data are provided as a Source
Data file.
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Fig. 3 | Rnf13HKO mice present more severe insulin resistance, hepatic steatosis
and liver injury in the HFD model. a Schematic depiction of in vivo experiments
performed to evaluate the function of RNF13 using hepatocyte-specific Rnf13 knock-
out (Rnf13HKO) and the control (Rnf13Flox/Flox) mice fed with a high-fat diet (HFD). Body
weights (b), blood glucose levels (c, d), GTT and ITT assays and the corresponding
AUC (e–h), serum TG (i), serum TC levels (j), liver weights (k), ratios of liver weight to
bodyweight (l) and liver TG levels (m) ofRnf13Flox/Flox andRnf13HKOmice at the indicated
time points during NCD or HFD consumption (n=9). H&E (n), Oil Red O staining (o),
and corresponding quantification of liver sections obtained from Rnf13Flox/Flox and

Rnf13HKO mice fed with NCD and HFD for 24 weeks. Scale bars, 100 μm (n=6).
p Lipometabolic mRNA expression in the liver of Rnf13Flox/Flox and Rnf13HKO mice after
HFD feeding (n=4). SerumALT (q) and AST (r) levels of Rnf13Flox/Flox and Rnf13HKOmice
after NCD or HFD consumption (n=9). Data were expressed asmean±SD. Two-tailed
Student’s t-test for n–p, one-way ANOVA with Bonferroni post hoc analysis for c, d, f,
h–m, q and r, two-way repeated-measures ANOVA followed by Bonferroni post hoc
analyses for b, e and g (Upper p-value for comparison betweenHFD Rnf13Flox/Flox group
and HFD Rnf13HKO group; Lower p-value for comparison between NCD Rnf13Flox/Flox

group and HFD Rnf13Flox/Flox group). Source data are provided as a Source Data file.
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RNF13 facilitates the degradation of STING in a ubiquitination-
dependent way
Subsequently, we investigated how RNF13 suppresses STING protein
levels. Given that RNF13 is an E3 ubiquitin ligase, which can modulate
the degradation of its substrates, we first performed the CHX chase
assay. Results showed that RNF13 shortened the half-life of STING,
making it degraded rapidly within 2 h (Fig. 8a). Further, MG132

restored the RNF13-induced decrease of STING abundance, with the
CQ treatment conferring marginal change (Fig. 8b). Therefore, it can
be inferred that RNF13 facilities the proteasomal degradation of
STING.Next, weevaluatedwhether ubiquitination played a central role
in the improvement of NASH by RNF13. We detected enhanced STING
ubiquitination in RNF13-overexpressed cells (Fig. 8c). And RNF13 pre-
dominantly facilitated K48-linked ubiquitination of STING (Fig. 8d, e).
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Consistently, the catalytically inactive mutant of RNF13 failed to affect
STING ubiquitination as well as its degradation (Fig. 8f, g), and exerted
negligible impacts on NASH phenotypes (Fig. 8h–l). Thus, our data
support the role of RNF13 in mediating the ubiquitination-dependent
degradation of STING in NASH. However, we did not detect a distinct
interaction between RNF13 and STING in co-immunoprecipitation (co-
IP) assays (Supplementary Fig. 6a), suggesting that there may exist
another E3 ligase, which conducts the RNF13-induced degradation
of STING.

TRIM29 is the downstream effector of RNF13 for STING
degradation
Using immunoprecipitation coupled with mass spectrometry (IP-MS)
(Fig. 9a),we identified an E3 ligase TRIM29,whichhasbeen reported to
promote STING degradation in the context of innate immunity35,36.
Meanwhile, STING did not present in the IP-MS result (Supplementary
Fig. 6b). Accordingly, TRIM29 was selected as the candidate target of
RNF13. To testify it, we carried out co-IP assays. As expected, there
existed a clear interaction between RNF13 and TRIM29 (Fig. 9b).
Consistently, the co-localization of RNF13 and TRIM29 was observed
via a confocal laser scanning microscope (Supplementary Fig. 6c).
Moreover, the in vitro pull-down analysis proved a direct interaction
between RNF13 and TRIM29 (Supplementary Fig. 6d). And the mole-
cularmapping assays showed that the transmembrane (TM)domain of
RNF13 was responsible for its interaction with the C-terminal domain
of TRIM29 (Supplementary Fig. 6e). We then verify whether TRIM29
mediated STING degradation by RNF13. First, TRIM29 interacted
(Supplementary Fig. 7a) and then promoted the K48-linked ubiquiti-
nation of STING (Fig. 9c and Supplementary Fig. 7b). And RNF13
knockdown by small interfering RNA (siRNF13) hampered the K48-
linked ubiquitination of STING, which can be restored by TRIM29
overexpression (Fig. 9d). Moreover, adenovirus-mediated TRIM29
overexpression blocked the upregulation of STING (Fig. 9e), the
intensified lipid accumulation and inflammation response in
AdshRnf13-infected primary hepatocytes (Supplementary Fig. 7c-g).
Taken together, our data prove that RNF13 promotes STING degra-
dation through TRIM29.

RNF13 stabilizes TRIM29 by enhancing the K63-linked ubiquiti-
nation of TRIM29
Thereafter, we investigated how RNF13 regulates TRIM29. We first
observed that RNF13 elevated TRIM29 protein level in a dose-
dependent manner (Fig. 9f and Supplementary Fig. 8a). Moreover,
CHX chase assay showed that RNF13 stabilized TRIM29 (Fig. 9g). In
consideration of RNF13 being an E3 ubiquitin ligase, we performed the
ubiquitination assay. The result showed that RNF13 considerably pro-
moted TRIM29 ubiquitination (Fig. 9h), whereas TRIM29 marginally
impacted on the ubiquitination of RNF13 (Supplementary Fig. 8b).
Furthermore, RNF13 specifically facilitated the addition of K63O
polyubiquitin chains to TRIM29 (Fig. 9i and Supplementary Fig. 8c).
Given that prior studies have demonstrated the role of K63-linked
ubiquitination in stabilizing proteins37,38, it is likely that
RNF13 stabilized TRIM29 by enhancing its K63-linked ubiquitination.
To testify it, we introduced RNF13 mutant (C258A/H260A) in the

following assays. As expected, we observed the inability of RNF13
mutant (C258A/H260A) to catalyze the K63-linked ubiquitination of
TRIM29 (Fig. 9j), or controlling the protein abundance of TRIM29 and
STING (Fig. 9k). All in all, our data prove that in the context of NASH,
RNF13 facilities the K63-linked ubiquitination of TRIM29, which sub-
sequently enhances TRIM29 stability and primes it to accelerate STING
degradation through K48-linked ubiquitination (Fig. 9l).

Discussion
Conventionally speaking, innate immune cells play an essential role
during microbial infection. Intriguingly, current studies have proved
the enormous impacts of innate immunity system on NAFLD pro-
gression: it not only initiates inflammation responses in hepatic tissue
but also conducts immune-independent pathologies, such as steatosis
and hepatic insulin resistance5. Hence, molecules and pathways
belonging to innate immune system play an active part in NASH
pathogeneses, and an emerging research field called immunometa-
bolism deserves in-depth investigation.

Despite prominent studies investigating the roleof TLRs andNLRs
in NAFLD5,39, more attention has been given to the cGAS-STING
pathway40,41, the major cytosolic DNA-sensing pathway of the innate
immune system. As indicated in previous studies, human and murine
hepatocytes do not express STING, accounting for the weak capacity
of hepatocytes to combat HBV infection42; the cGAS-STING-TBK1
pathway induced in macrophages, but not hepatocytes, fuels
NASH25,26. However, as research progresses, novel findings are being
successively made. First, several researchers have independently
detected the activation of STING signaling pathway in
hepatocytes24,30–32: upon metabolic stress, the released microbial or
mitochondrial DNA can be sensed by cGAS40; the STING pathway can
also be induced by endoplasmic reticulum (ER) stress31,32, a key mole-
cular event in NASH2. Second, studies have revealed several biological
functions of the cGAS-STING-TBK1 pathway in hepatocytes: activated
STING signaling pathway contributes to p62 phosphorylation and
protein inclusion accumulation in NASH30; STING can restrict
lipophagy28 and inhibiting the STING signaling pathway can ameliorate
the dyslipidemia and inflammation in FFAs-treated hepatocytes27,29. In
this study, we also verified the proinflammatory and lipogenic role of
STING in hepatocytes by adopting amodified cellularmodel thatmore
faithfully mimics in vivo NAFLD conditions. Furthermore, we proved
STING is the downstream target of RNF13 in NASH, since RNF13 over-
expression in hepatocytes can suppress STING protein level as well as
the activation of its downstream signaling; the adenovirus-mediated
STING overexpression significantly restored severe lipid deposition
and inflammatory response in RNF13-overexpressed hepatocytes.
Additionally, our study shows that TRIM29, which has been proven to
negatively regulate local innate immunity through inducing STING
degradation, also participates in NASH pathogenesis.

Indeed, canonical inflammatory cells, such as Kupffer cells,
monocytes, and neutrophils exert key regulatory functions in innate
immune response. Whereas, hepatocytes and LSECs have also been
reported to participate in immunological regulation10. The latest study
even shows that hepatocytes can be a regulatory hub of recruited
macrophages and CD4+ T cells upon lipopolysaccharide (LPS)

Fig. 4 | Rnf13HKO mice present more severe hepatic steatosis, inflammation and
fibrosis in the HFHC model. a Schematic depiction of in vivo experiments per-
formed to evaluate the function of RNF13 using Rnf13HKO and Rnf13Flox/Flox mice fed
with a high-fat and high-cholesterol (HFHC) diet. Body weights (b), blood glucose
levels (c), GTT assay and the corresponding AUC (d, e), liver weights (f), ratios of
liver weight to bodyweight (g), serumTG levels (h), serumTC levels (i), serumLDL-
C levels (j) and liver TG levels (k) of Rnf13Flox/Flox and Rnf13HKO mice at the indicated
time points during HFHC consumption (n = 10). H&E (l), Oil Red O (m), CD11b
staining (o), PSR staining (q) and corresponding quantification of liver sections
obtained from Rnf13Flox/Flox and Rnf13HKO mice fed with HFHC for 16 weeks. Scale

bars, 100 μm (for l, m, and q, n = 6; for o, n = 4). Lipometabolic (n), proin-
flammatory (p) and profibrotic (r) mRNA expression in the liver of Rnf13Flox/Flox and
Rnf13HKO mice after HFHC feeding (n = 4). Serum ALT (s) and AST (t) levels of
Rnf13Flox/Flox and Rnf13HKO mice after HFHC feeding (n = 10). Hierarchical clustering
analysis (u), volcano plot (v) and gene hot map (w) showing the results of RNA
sequencing using the liver tissues from Rnf13Flox/Flox and Rnf13HKO mice after 16-week
HFHCfeeding (n = 3).Datawereexpressed asmean ± SD. Two-tailed Student’s t-test
for c and e–t, two-way repeated-measures ANOVA followed by Bonferroni post hoc
analyses for b and d. Source data are provided as a Source Data file.
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challenge43. Therefore, despite the highly expressed STING in inflam-
matory cells, the endogenous STING pathway in hepatocytes is rea-
sonable to participate in regulating NASH progression. On one hand,
the STING pathway regulates the production of cytokines in hepato-
cytes, as we and others have proved27,29, which might facilitate the
recruitment of nonparenchymal cells and exacerbate lipid deposition
as well as the injury of hepatocytes in a vicious circle; on the other

hand, given that STING-dependent type I IFN response engages in
controlling the synthesis and import of lipids44, and STING is asso-
ciated with SCAP-SREBP1 complex45, it is plausible that STING can
directly regulate lipidmetabolism in hepatocytes, thus resulting in the
initiation of lipotoxicity-induced endoplasmic reticulum (ER) stress,
mitochondrial dysfunction, inflammation and so on. Despite some
wrinkles that remain to be ironed out, it is reasonable that the STING
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signaling pathway inhepatocytes is a potent promoter in the transition
from NAFL to NASH, and targeting components in this signaling
pathway turns out to be a promising therapy for individuals
with NASH.

In our work, we identify RNF13 as an effective inhibitor of STING
and downstream signaling pathways in NASH pathogenesis. Mem-
bers of the PA-TM-RING family that RNF13 belongs to have distinct
associations with innate immunity, e.g., RNF128, RNF130, RNF150,
and RNF20416–18. As for RNF13, studies have reported that it induces
ER stress and apoptosis through activating the IRE1α-TRAF2-JNK
signaling pathway46,47. Despite ER stress converting detrimental
impacts on the homeostasis of hepatocytes in NAFLD2, and RNF13
having been reported to be an ER-anchored protein19, we failed to
detect the interaction between RNF13 and vital mediators of ER
stress, such as IRE1, PERK, and ATF6, in our IP-MS results. Besides, in
exploring the potential signaling pathways and biological processes
regulated by RNF13 in NASH, we also failed to detect obvious
enrichment of ER stress-related pathways in transcriptome analysis.
More importantly, functional assays in our study identify RNF13 as
an anti-inflammatory protein in NASH, rather than a proin-
flammatory one. We speculate that these discrepancies result from
the different cell types and treatments, and further studies are
needed to fully evaluate the biological functions of RNF13 in dif-
ferent pathological circumstances.

Instead of ER stress-related proteins, we reveal that TRIM29
mediates the regulationofRNF13 onNASH. Prior studies have reported
the role of TRIM29 in negatively regulating DNA virus-triggered innate
immune response through facilitating STING degradation35,36. Notably,
we first prove the TRIM29-STING regulatory axis during NASH pro-
gression, which also favors that factors involved in innate immunity
might be potential therapeutic targets for NASH treatment. Intrigu-
ingly, ourworkpresents a dual E3 ligase-dependent regulation inNASH
pathogenesis. Previous studies have also documented the combina-
tions among E3 ligases and/or deubiquitinating enzymes (DUBs) in the
regulation of cell cycle, autophagy, antiviral response and so on48,49.
However, it has rarely been reported in NASH. Given the accumulating
evidence showing the extensive participation of ubiquitin-based post-
translational modifications in NASH, more importance should be
attached to the crosstalk among the E3 ligases and DUBs. Our work
enriches the theory of dual E3 ligase-mediated regulation, whichmight
contribute to the theoretical foundation of multi-target therapeutics
for individuals with NASH.

We admit the limitations of our study. First, considering the
impacts of STING on NASH can be rather complicated, as we have
discussed above, we predominantly focused on the overall impacts of
the RNF13-TRIM29-STING regulatory axis. Further studies are war-
ranted to investigate the way STING fuels NASH. Second, given that
Rnf13 gene disruption in hepatocytes exhibits significant impacts on
insulin resistanceandbloodglucose,whetherRNF13participates in the
regulation of insulin signaling pathways in other metabolic organs
merits further investigation. Lastly, to further confirm the potential of
RNF13 in clinical translation, large animal experiments should be
conducted.

In conclusion, we found that RNF13 is a potent inhibitor of lipid
deposition, inflammatory response, andmetabolic disturbance during
NASH progression. Mechanical speaking, RNF13 stabilizes TRIM29 via
K63-linked ubiquitination, thus priming TRIM29 to degrade STING in a
ubiquitination-dependent way and terminate the abnormal activation
of the downstream signaling pathways.

Methods
Animal models
Animal experiments were approved by the Animal Care and Use
Committee of Fourth Military Medical University. All animals received
humane care, according to the criteria outlined in the Guide for the
Care and Use of Laboratory Animals prepared by the National Acad-
emy of Sciences and published by the National Institutes of Health.
C57BL/6 J male mice aged 6-8 weeks were included in this study, and
housed in pathogen-free conditionswith a 12-hour light/dark cycle and
temperature kept at 22–24 °C, humidity kept at 40%-70%. To establish
a NAFL model, mice were fed with a high-fat diet (HFD; protein, 20%;
fat, 60%; carbohydrates, 20%; H10060; HUAFUKANG Bioscience;
Beijing, China) for 24weeks. To establish aNASHmodel,micewere fed
with a high-fat and high-cholesterol diet (HFHC; protein, 14%; fat, 42%;
carbohydrates, 44%; cholesterol, 0.2%; TP 26304; Trophic Diet; Nan-
tong, China) for 16 weeks. Themice in the control group were fed with
a normal chow diet (NCD; protein, 18.3%; fat, 10.2%; carbohydrates,
71.5%; 1010001; XIETONG BIO-ENGINEERING; Jiangsu, China) for cor-
responding time durations. Isoflurane (2%, 0.5 L/min) were used in
animal euthanasia practice.

Cell lines and primary cells
Human embryonic kidney 293 (GNHu43) and 293 T (GNHu17) cells
were purchased from the Cell Bank of the Type Culture Collection of
the Chinese Academy of Sciences, Shanghai, China. The human liver
cancer cell lines Huh7 (GDC0134) and HepG2 (GDC0024) were pur-
chased from the China Center for Type Culture Collection, Wuhan,
China. All the cell lines were free of mycoplasma contamination, and
were verified before use. Primary hepatocytes and hepatic non-
parenchymal cells were isolated from male C57BL/6 male mice aged
8-10 weeks as previously described50. After anesthetized, mice were
perfused sequentially with the Liver Perfusion Medium (17701-038;
Thermo Fisher Scientific; Waltham, MA, USA) and the Liver Digestion
Medium (17701-034; Thermo Fisher Scientific; Waltham, MA, USA)
through the inferior vena cava. The liver was isolated, minced, and
then filtered through a cell strainer (70 μm). Hepatocytes were
obtained by centrifuging the solution at 50 g for 4min at 4 °C. The
supernatants were then centrifuged at 350 g for 10min and resus-
pended in DMEM containing 10% FBS. Then, the 25% and 50% Percoll
(17-0891-02; GE-Healthcare) separation followed by centrifugation at
350 g for 10min at 4 °C were conducted, and Kupffer cells as well as
hepatic sinusoidal endothelial cells were isolated from the stratified
liquid. Phosphate-buffered saline (PBS) was used to wash the cells for
three times before they were seeded. After incubation for 20min, the
supernatant containing endothelial cells was collected and seeded in
a new plate, while Kupffer cells remained on the former plate. All of

Fig. 5 | Rnf13HepTg mice present less severe hepatic steatosis, inflammation and
fibrosis in the HFHC model. a Schematic depiction of in vivo experiments per-
formed to evaluate the function of RNF13 using hepatic Rnf13-overexpressed
transgenic mice (Rnf13HepTg) and non-transgenic mice (Rnf13NTg) fed with a high-fat
andhigh-cholesterol (HFHC) diet. Bodyweights (b), bloodglucose levels (c,d), GTT
assay and the corresponding AUC (e–f), liver weights (g), ratios of liver weight to
bodyweight (h), serumTG levels (i), serumTC levels (j), serumLDL-C levels (k) and
liver TG levels (l) of Rnf13NTg and Rnf13HepTg mice at the indicated time points during
NCDorHFHCconsumption (n = 10).H&E (m), Oil RedO (n), PSR staining (o), CD11b
staining (p), and corresponding quantification of liver sections obtained from
Rnf13NTg andRnf13HepTg mice fedwithNCDorHFHC for 16weeks. Scale bars, 100μm

(for m–o, n = 6; for p, n = 4). Lipometabolic (q), proinflammatory (r), and profi-
brotic (s) mRNA expression in the liver of Rnf13NTg and Rnf13HepTg mice after NCD or
HFHC feeding (n = 4). Serum ALT (t) and AST (u) levels of Rnf13NTg and Rnf13HepTg

mice after NCD or HFHC feeding (n = 10). Data were expressed as mean± SD. Two-
tailed Student’s t-test for m–s, one-way ANOVA with Bonferroni post hoc analysis
for c, d, f–l, t and u, two-way repeated-measures ANOVA followed by Bonferroni
post hoc analyses for b and e (Upper p-value for comparison between HFHC
Rnf13NTg group and HFHC Rnf13HepTg group; Lower p-value for comparison between
NCD Rnf13NTg group and HFHC Rnf13NTg group). Source data are provided as a
Source Data file.
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Fig. 6 | RNF13 inhibits STING-mediated inflammatory signaling pathways in
NASH. KEGG (a) analysis and GSEA (b) showing the results of RNA sequencing using
the liver tissues from Rnf13Flox/Flox and Rnf13HKO mice after 16-week HFHC feeding. The
Indicated protein levels in the livers of HFHC-induced Rnf13Flox/Flox and Rnf13HKO mice
(c), and Rnf13NTg and Rnf13HepTg mice (d) (n= 3). The Indicated protein levels in MPHs
infected with AdshRnf13 (e) and AdRnf13 (f) as well as the corresponding control
viruses followed by PAOA treatment for 12 h (n=3). Endogenous STING protein level
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overexpression. qPCR analyses of Sting1 mRNA in MPHs infected with AdshRnf13 (i)
and AdRnf13 (j) as well as their corresponding control viruses, followed by PAOA
treatment for 12 h (n= 5). The indicated protein levels (k), Nile Red staining and
quantification (l), TG contents (m), lipogenic (n) and proinflammatory gene expres-
sion (o) in MPHs infected with AdGFP, AdRnf13 or AdRnf13 plus AdSting1 with PAOA
treatment for 12 h (For k–m, n= 3; for n–o, n=4). Scale bars, 25μm. Data were
expressed as mean±SD. Two-tailed Student’s t-test for i and j, one-way ANOVA with
Bonferroni post hoc analysis for l–o. Source data are provided as a Source Data file.
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Fig. 7 | In vivo experiments confirm the regulatory effects of RNF13on STING in
NASH. a Schematic depiction of the in vivo rescue experiments. bThe protein level
of RNF13, STING, p-P65/P65, IκBα and p-TBK1/TBK1 in the livers of the mice from
the indicated groups (n = 3). Body weights (c), blood glucose levels (d), GTT assays
(e) and the corresponding AUC (f), liver weights (g), ratios of liver weight to body
weight (h), serumTG (i), serumTC (j), liver TG (k), serumALT (l) and AST levels (m)
of themice from the indicated groups (n = 8). H&E (n), Oil Red O (o), CD11b (p) and

Masson (q) staining and corresponding quantification of liver sections of the mice
from the indicated groups (n = 6). Scale bars, 100 μm. Data were expressed as
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for e (Upper p-value for comparison between Rnf13-overexpressed/OE group and
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Fig. 8 | RNF13 facilitates the degradation of STING in a ubiquitination-
dependent way. a STING protein expression in MPHs infected with AdGFP or
AdRnf13, followed by PAOA plus CHX treatment. b STING protein expression in
MPHs infected with AdGFP or AdRnf13, followed by PAOA plus CQ or MG132
treatment. c-f Ubiquitination of HA-STING in HepG2 cells co-transfected with the
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the cells were cultured in Dulbecco’s modified Eagle’s medium
(DMEM; 10569010; Gibco; Carlsbad, CA, USA) containing 10% fetal
bovine serum (F05-001-B160216; Bio-One Biotechnology; Guangz-
hou, China) and 1% penicillin-streptomycin (15140-122; Gibco by
Invitrogen; Carlsbad, CA, USA) in a cell incubatorwith 5%CO2 at 37 °C.
To inhibit the proteasomal or lysosomal degradation, cells were
treated with 25mM MG132 (S2619; Selleck; Houston, TX, USA) or

25mM chloroquine (CQ; S6999; Selleck; Houston, TX, USA) for 12 h
respectively. 100 μg/ml cycloheximide (CHX; S7418; Selleck; Hous-
ton, TX, USA) was used in the CHX chase assay. 1 μM C176 (S6575;
Selleck; Houston, TX, USA) was added to the medium for 18 h to
inhibit the activation of STING. Kupffer cells were treatedwith 1 ng/ml
TNF-α (AF-315-01A-20, PeproTech; Cranbury, NJ, USA) to examine
RNF13 expression.
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Human liver samples
Human liver samples were acquired from individuals who underwent
hepatic surgery at the Department of Hepatobiliary Surgery, Xijing
Hospital of the Fourth Military Medical University, and Zhongnan
Hospital of Wuhan University. All the patients enrolled in the present
study were excluded from drug or toxin injury, hepatitis virus infec-
tion, and excessive alcohol consumption. To evaluate the NAFLD
activity score (NAS), at least two pathologists independently went
through the hematoxylin and eosin (H&E) staining of liver sections in a
blinded fashion based on the NASH-CRN scoring system51. Cases that
possessed a NAS ofmore than 4were included in the NASHgroup. The
collection and application of human samples were approved and
supervised by the ethics committee of Xijing Hospital of Fourth Mili-
tary Medical University and Zhongnan Hospital of Wuhan University,
and adhered to the principles listed in the Declaration of Helsinki. All
patients have signed an informed consent form in the present study.
The basic clinical characteristics and histological assessments are lis-
ted in Supplementary Table 1.

In vitro lipotoxic model
To establish an in vitro lipotoxicmodel, hepatocytes were treatedwith
0.2mM palmitic acid (PA; P0500; Sigma-Aldrich; St. Louis, MO, USA)
and 1.0mMoleic acid (OA;O-1008; Sigma-Aldrich; St. Louis,MO,USA),
dissolved in 0.5% fatty acid-free bovine serum albumin (BSA; BAH66-
0100; Equitech Bio; Kerrville, TX, USA), for 6–24h. In a modified cel-
lular model, mouse primary hepatocytes as well as nonparenchymal
cells (mostly Kupffer cells) were isolated from the same mouse. Pri-
mary hepatocytes were seeded in 6-well plates, while NPCs were see-
ded on transwell chambers in 24-well plates. After 6 h, hepatocytes
were infected with adenovirus for about 12 h. Thereafter, the culture
medium containing adenovirus was removed and hepatocytes were
washed three times with PBS. Then culture medium containing PAOA
and transwell chambers loading NPCs were added to the 6-well plates
containing hepatocytes. After another 8–12 h, transwell chambers
were removed and hepatocytes were collected for further analyses.

Generation of genetically modified mice
Rnf13Flox/Flox mice were generated using a CRISPR/Cas9 system in the
C57BL/6 background. An online CRISPR design tool (http://chopchop.
cbu.uib.no/) was used to design two single guide RNAs (sgRNA1 and
sgRNA2, listed in Supplementary Table 2) targetingRnf13 introns 4 and
5. The loxp-flanked Rnf13 exon 5 was introduced into the left and right
homology arms (1122 bp & 1005 bp) to generate the donor vector for
the homology-mediated end joining. The mRNA encoding the Cas9
nuclease, two sgRNAs, and the donor vectorwere injected into zygotes
fromC57BL/6mice. Zygoteswere further transplanted into a surrogate
female mouse. To confirm that the Flox allele was functional, we
conducted in vitro Cre-loxP-mediated recombination with genomic
DNA. TheprimersP2 andP6wereused todetect thedeletionproducts,
while the primers P3 and P4 were used to detect the circle products. In
order to generate the homozygous Rnf13Flox/Flox mice, the identified
foundermicewerematedwithC57BL/6 Jmice, with the primers P4 and
P5 used to screen progeny. Then, Rnf13Flox/Flox mice were crossed to
albumin-Cre transgenic mice (003574; Jackson Laboratory; Bar Har-
bor, ME, USA) to generate hepatocyte-specific Rnf13-knockout

(Rnf13HKO) mice. All products were confirmed by sequencing and pri-
mers for mouse genotyping are listed in Supplementary Table 2. For
the generation of Rnf13HepTg mice, a Sleeping Beauty (SB) transposase
system was applied as previously described52. In brief, a liver-specific
pT3 plasmid carrying Rnf13 (pT3-EF1a-3xflag-h-RNF13) (50 µg per
mouse) and the SB100X transposase plasmid (3 µg per mouse) were
injected into mouse livers via the tail vein. To overexpress RNF13 and
STING in hepatocytes, we adopted two kinds of adeno-associated
virus, namely AAV8-TBG-ZsGreen-Rnf13 and the AAV8-TBG-mCherry-
Sting1, which were constructed by Hanbio Tech (Shanghai, China). A
thyroxine-binding globulin (TBG) promoter was used to achieve
hepatocyte-specific overexpression53. The virus (1 × 1011 genomic
copies/mouse) was injected via tail vein into mice before and after
8 weeks of HFHC feeding.

Glucose tolerance test (GTT) and insulin tolerance test (ITT)
GTT tests were conducted after 22 weeks of HFD feeding and after
14 weeks of HFHC feeding. ITT tests were conducted after 23 weeks of
HFD feeding. After fasting for 6 h, the GTT or ITT assays were carried
out. The mice were injected with 1 g/kg glucose or 0.75 IU/kg insulin
intraperitoneally, and the level of blood glucose concentrations was
measured at the indicated time points. Subsequently, the areas under
the curve (AUC) were calculated by the use of the conventional
trapezoid rule.

Biochemical analysis
Commercial kits were used to measure the contents of triglyceride
(TG) in primary hepatocytes (290-63701; Wako; Tokyo, Japan),
according to the manufacturer’s instructions. The serum concentra-
tions of alanine aminotransferase (ALT), aspartate aminotransferase
(AST), TG, TC, and LDL-C weremeasured by an ADVIA 2400Chemistry
System Analyzer (Siemens, Tarrytown, NY, USA), according to the
manufacturer’s instructions.

Histological and immunohistochemical staining
Liver tissues were fixed with 10% formaldehyde for 48h. H&E staining
(Hematoxylin, G1004; Servicebio; Wuhan, China; Eosin, BA-4024; Baso;
Zhuhai, China) was conducted on paraffin-embedded liver sections to
visualize histological features. Oil RedO staining (O0625; Sigma-Aldrich;
St. Louis, MO, USA) was conducted on OCT-embedded liver sections to
evaluate hepatic steatosis. Picrosirius red staining (PSR; 26357-02; Hede
Biotechnology; Beijing, China) was conducted to assess liver fibrosis. To
detect RNF13 expression in liver tissues, the paraffin-embedded liver
slides were incubated with the anti-RNF13 primary antibody at 4 °C
overnight. Then, slides were incubated with the Rabbit Two-step
Detection Kit (Rabbit Enhanced Polymer Detection System, PV-9001;
ZSGB-BIO; Beijing, China). The positive cells were visualized after DAB
staining (ZLI-9018; Zhongshan Biotech; Beijing, China). The histological
and immunohistochemical images were acquired with a light micro-
scope (ECLIPSE 80i; Nikon; Tokyo, Japan).

Immunofluorescence staining
To evaluate the infiltration of macrophages in the liver tissues,
paraffin-embedded liver slides were first labeled with the primary
antibody, anti-CD11b, at 4 °Covernight. Then the slideswere incubated

Fig. 9 | TRIM29 is the downstream effector of RNF13 for STING degradation.
a Schematic depictionof theworkflowof IP-MS.bCo-immunoprecipitation of Flag-
TRIM29 andHA-RNF13 inHEK293Tcells co-transfectedwith the indicatedplasmids.
c, d Ubiquitination of exogenous STING in HepG2 cells co-transfected with the
indicated plasmids and siRNF13, followed by PAOA plus MG132 treatment. e STING
protein expression in MPHs infected with AdTrim29 or AdshRnf13 and their cor-
responding controls, followed by PAOA treatment. f TRIM29 protein expression
MPHs in response to different doses of RNF13 overexpression. g TRIM29 protein
expression in HepG2 cells transfectedwith HA-RNF13 or control plasmids, followed

by PAOA plus CHX treatment. h–j Ubiquitination of HA-TRIM29 in HepG2 cells co-
transfected with the indicated plasmids, followed by PAOA plus MG132 treatment.
k TRIM29 and STING protein expression in HepG2 cells transfected with different
doses of Flag-RNF13 (wild type) or Flag-RNF13 (mutant) expressing plasmids, fol-
lowed by PAOA treatment. l Schematic showing the mechanism of RNF13 degra-
dation and its protective role in response to PAOA treatment. Forb–k, at least three
independent experiments have been conducted. Source data are provided as a
Source Data file.
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with a fluorophore-conjugated secondary antibody. The immuno-
fluorescence images were obtained by using a fluorescence micro-
scope (Olympus; Tokyo, Japan). At least seven high-power fields (HPF)
of each animal were randomly selected to qualify the infiltration of
inflammatory cells. For coverslip staining, cells transfected with the
indicated plasmids were fixed with 4% paraformaldehyde for 10min at
room temperature, and then cells were permeabilizedwith 0.2% Triton
for 10min at room temperature. After blocking with 10% BSA for 1 h at
room temperature, cells were incubated with anti-Flag, anti-HA tag, or
anti-LAMP1 antibody at 4 °C overnight. Then cells were labeled with
fluorophore-conjugated secondary antibodies. DAPI (S36939; Invitro-
gen; Carlsbad, CA, USA) was used to stain the nuclei. Images were
acquired with a confocal laser scanning microscope (TCS SP8; Leica;
Wetzler, Germany), according to the manufacturer’s instructions. All
antibodies used in this study are listed in Supplementary Table 5.

Nile Red staining
Adenovirus-infected murine primary hepatocytes were stimulated
with PAOA for 8-12 h. After being washed three times by PBS, the cells
were fixedwith 4% paraformaldehyde for 10min at room temperature.
Then cells were stained with Nile Red (1μM in PBS; 22190; Fanbo
Biochemicals; Beijing, China) for 10min at room temperature. Nuclei
were visualized with DAPI. Images of lipid disposition were visualized
and quantified by a laser scanning confocal microscope (TCS SP8;
Leica; Wetzler, Germany) or a high-content analysis system (Perki-
nElmer; Waltham, MA, USA).

Plasmid construction and viral infection
For in vitro assays, full-length, truncated, or mutant cDNA sequences
of RNF13, TRIM29, and STINGwere inserted into the pcDNA5 or phage
vector by using PCR-based cloning. For the construction of adenoviral
vectors, the shuttle plasmid pENTR-U6-CMV-flag-T2A-EGFP and Vira-
Power Adenoviral Expression System (V493-20; Invitrogen; Carlsbad,
CA, USA) were used. After linearized by PacI (R0547L; NEB; MA, USA),
the recombinant adenoviral vector was transfection into 293 cells with
polyethyleneimine (PEI; 24765-1; Polysciences; Warrington, UK) trans-
fection reagent. After 6-7 days, cellswere harvested to obtain the initial
adenovirus. Then the adenovirus was amplified by infecting 293 cells
with the crude viral lysate, and purified by cesium chloride (CsCl)
density gradient centrifugation. The titer was measured by the 50%
tissue culture infective dose (TCID50) method. The adenovirus infec-
ted mouse primary hepatocytes at a multiplicity of infection (MOI) of
50. The primer sequences used for plasmid construction are listed in
Supplementary Table 3.

mRNA isolation and qPCR assay
The total mRNA of cells and tissues was extracted with TRIzol reagent
(T9424; Sigma-Aldrich; St. Louis, MO, USA), and was quantified by
Nanodrop 2000 spectrophotometer (Thermo Fisher). Then the RNA
was reverse-transcribed into cDNA by the use of the HiScript II Q RT
SuperMix for qPCR (containing a gDNA wiper) (R223-01, Vazyme;
Nanjing, China), according to the manufacturer’s instructions. The
abundance of mRNAwasmeasured by ChamQ SYBR qPCRMaster Mix
(Q311-02, Vazyme; Nanjing, China), in a Real-Time PCR System (Light-
Cycler 480 Instrument II, Roche; Basel, BS, Switzerland), following the
manufacturer’s instructions. ThemRNA abundance of the target genes
was normalized toACTB (human) orActb (mouse). The primers used in
this study are listed in Supplementary Table 4.

RNA sequencing and data processing
ForRNA sequencing, total RNAwasextracted from liver or cell samples
using TRIzol reagent (T9424; Sigma-Aldrich; St. Louis, MO, USA) as
indicated above. Then 200ng of RNA input per sample and a MGIEasy
RNA Library Prep Kit (1000006383; MGI Tech; Shenzhen, China) were
used to construct cDNA libraries, according to the manufacturer’s

instructions. Single-end libraries were sequenced using MGISEQ 2000
(MGI Tech; Shenzhen, China). For data processing, HISAT2 software
(version 2.1.0)54 was used to map the sequences from clean reads to
Ensembl mouse (mm10/GRCm38) reference genomes. SAMtools
software (version 1.4)55 was used to sort and convert themapped reads
to the Binary Alignment Map (BAM) files. StringTie software (version
1.3.3b)56 was used to calculate the fragments per kilobase of exon
model per million mapped fragments (FPKM) values of each gene.
DESeq2 software (version 1.2.10)57wasused to analyzedifferential gene
expression. Genes with a fold change greater than 1.5 and corre-
sponding adjusted p values less than 0.05 were identified as DEGs.

Hierarchical clustering analysis
In hierarchical clustering analysis, the R function “hclust” based on an
unweighted average distance algorithm was used to construct a phy-
logenetic tree of samples, and the z score method was used to nor-
malize gene expression levels of each biological replicate.

Gene set enrichment analysis (GSEA)
For GSEA, each KEGG pathway and involved genes were defined as a
gene set. GSEA was conducted on the Java GSEA (version 3.0)
platform58, and the ‘Signal2Noise’ metric was adopted to generate a
ranked list and a ‘gene set’ permutation type. Gene sets with an FDR
value of less than 0.25 were considered statistically significant.

KEGG pathway enrichment analysis
KEGGpathway enrichment analysis wasperformedusing Fisher’s exact
test with our in-house R script. The KEGG pathway annotations were
downloaded from the KEGG database. Pathways with a p-value < 0.05
were considered as significantly enriched pathways.

Small-interfering RNA transfection
Cells were transfected with siRNA (GenePharma; Shanghai, China)
specifically targeting RNF13 by using Lipofectamine™ 3000
(L3000008; Invitrogen; Carlsbad, CA, USA), according to the manu-
facturer’s instructions. After transfected for 48 h, the cells were har-
vested and the subsequent assays were performed. The antisense
sequence of siRNA targeting on RNF13 is as follows (5’−3’):
AUUAACACGAUGAAAGUGCTT.

Western blot analysis
To perform western blot analysis, tissues and cells were lysed with
RIPA lysis buffer (P0013E; Beyotime Biotechnology; Shanghai, China)
containing protease inhibitor cocktail tablets (04693132001; Roche;
Basel, BS, Switzerland) and phosphatase inhibitor tablets
(4906837001; Roche; Basel, BS, Switzerland). A BCAProtein Assay Kit
(23225; Thermo Fisher Scientific; Waltham, MA, USA) was used to
quantify the concentration of total protein. Then, equal quantities of
the indicated protein were separated by 8–12% SDS-PAGE gels and
then transferred to PVDF membranes (IPVH00010; Millipore; Bill-
erica, MA, USA). After being blocked with 5% skim milk in Tris-
buffered saline/Tween 20 (TBST) for 1 h at room temperature, the
PVDF membranes with proteins were incubated with the indicated
primary antibodies at 4 °C overnight and incubated with HRP-
conjugated secondary antibodies for 1 h at room temperature. Sig-
nals were then visualized using an ECL kit (170-5061; Bio-Rad; Her-
cules, CA, USA) in a ChemiDoc MP Imaging System (Bio-Rad;
Hercules, CA, USA). GAPDH or ACTIN was used as a loading control.
The antibodies used are listed in Supplementary Table 5.

Immunoprecipitation and mass spectrometry analysis
Cells transfected with the indicated plasmids for 24 h were lysed
with IP lysis buffer (20mM Tris-HCl, pH 7.4; 150mM NaCl; 1 mM
EDTA; and 1% NP-40) containing protease inhibitor cocktail tablets
(04693132001; Roche; Basel, BS, Switzerland) and phosphatase

Article https://doi.org/10.1038/s41467-023-42420-1

Nature Communications |         (2023) 14:6635 16



inhibitor tablets (4906837001; Roche; Basel, BS, Switzerland) for
30min at 4 °C. The samples were centrifuged at 12,000 g for 10min,
and then incubated with protein A/G agarose beads (11719394001,
11719386001; Roche; Basel, BS, Switzerland) and the indicated pri-
mary antibodies at 4 °C overnight. The beads were then washed
about three times with the buffer containing 150mM or 300mM
NaCl. The immunocomplexes were eluted in SDS loading buffer and
subjected to the immunoblotting analysis mentioned above. For
mass spectrometry (MS) analysis, the eluate was separated by 8-12%
SDS-PAGE gels and stained with a Pierce Silver Stain Kit (24612;
Thermo Fisher Scientific; Waltham, MA, USA) according to the
manufacturer’s instructions. The bands were excised and the pro-
teins were subjected to liquid chromatography–tandem mass
spectrometry (LC-MS/MS) analysis was carried out by Applied Pro-
tein Technology (Shanghai, China). Candidate molecules were
selected based on the following criteria: 1) the candidates should be
presented in the group of anti-HA immunoprecipitation but absent
in the group of anti-IgG immunoprecipitation; 2) the number of
unique peptides should be > 2.

Ubiquitination assays
Cells were transfected with the indicated plasmids for 24 h. Each
sample was lysed in 100 µl 10% SDS lysis buffer and then heated at
95 °C for 10min to be denatured. 0.9ml cold IP lysis buffer (20mM
Tris-HCl, pH 7.4; 150mM NaCl; 1 mM EDTA; and 1% NP-40) were
added to the lysates. After ultrasonic processing, samples were
subjected to centrifugation (12,000 g for 10min). Then the super-
natants were extracted and incubated with indicated primary anti-
bodies as well as protein A/G agarose beads (11719394001,
11719386001; Roche; Basel, BS, Switzerland) at 4 °C for 3 h. The
beads were then washed with IP lysis buffer three times. After cen-
trifugated, the beads were boiled with SDS loading buffer for 10min
and the proteins were eluted. Finally, western blotting was per-
formed as mentioned before.

Statistics and reproducibility
The data in most figure panels reflect experiments performed using
independent samples. Statistical analyses were conducted using
SPSS software (version 23.0). All data are presented as the mean ±
SD values. For comparisons between two groups, the two-tailed
Student’s t-test (for data showing a normal distribution) or the
nonparametric Mann-Whitney U test (for data showing a skewed
distribution) was performed. For comparisons among multiple
groups, one-way ANOVA was performed, followed by the Bonfer-
roni post hoc test (for data showing homogeneity of variance) or
Tamhane’s T2 post hoc test (for heteroscedastic data). To deter-
mine the statistical differences of repeatedmeasurement data, two-
way repeated-measures ANOVA followed by the Bonferroni post
hoc test was conducted. A p-value of less than 0.05 was considered
statistically significant. All western blot and micrographs of cellular
experiments were repeated at least three times from independent
samples with similar results.

Reporting summary
Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.

Data availability
All data are available in the main text or the supplementary materials.
Source data are provided within this paper. The RNA-Seq data gener-
ated in this study have been deposited in the National Center for
Biotechnology Information BioProject database under accession code
PRJNA1020209. Source data are provided with this paper.

References
1. Powell, E. E., Wong, V. W. & Rinella, M. Non-alcoholic fatty liver

disease. Lancet 397, 2212–2224 (2021).
2. Loomba, R., Friedman, S. L. & Shulman, G. I. Mechanisms and dis-

ease consequences of nonalcoholic fatty liver disease. Cell 184,
2537–2564 (2021).

3. Arab, J. P., Arrese, M. & Trauner, M. Recent insights into the
pathogenesis of nonalcoholic fatty liver disease. Annu. Rev. Pathol.
13, 321–350 (2018).

4. Xu, X. et al. Targeted therapeutics and novel signaling pathways in
non-alcohol-associated fatty liver/steatohepatitis (NAFL/NASH).
Signal Transduct. Target Ther. 7, 287 (2022).

5. Cai, J., Xu, M., Zhang, X. & Li, H. Innate immune signaling in non-
alcoholic fatty liver disease and cardiovascular diseases.Annu. Rev.
Pathol. 14, 153–184 (2019).

6. Cai, J., Zhang, X. J. & Li, H. Role of innate immune signaling in non-
alcoholic fatty liver disease. Trends Endocrinol. Metab. 29,
712–722 (2018).

7. Schuster, S., Cabrera, D., Arrese,M.& Feldstein, A. E. Triggering and
resolution of inflammation in NASH. Nat. Rev. Gastroenterol.
Hepatol. 15, 349–364 (2018).

8. Akira, S., Uematsu, S. & Takeuchi, O. Pathogen recognition and
innate immunity. Cell 124, 783–801 (2006).

9. Zhang, X. J. et al. Multiple omics study identifies an interspecies
conserved driver for nonalcoholic steatohepatitis. Sci. Transl. Med.
13, eabg8117 (2021).

10. Cai, J., Zhang, X. J. & Li, H. The role of innate immune cells in
nonalcoholic steatohepatitis. Hepatology 70, 1026–1037 (2019).

11. Liu, J., Qian, C. & Cao, X. Post-translational modification control of
innate immunity. Immunity 45, 15–30 (2016).

12. Baker, P. J. et al. Posttranslational modification as a critical deter-
minant of cytoplasmic innate immune recognition. Physiol. Rev. 97,
1165–1209 (2017).

13. Wang, L. et al. Tripartite motif 16 ameliorates nonalcoholic steato-
hepatitis by promoting the degradation of phospho-TAK1. Cell
Metab. 33, 1372–1388.e1377 (2021).

14. Bocock, J. P. et al. The PA-TM-RING protein RING finger protein 13 is
an endosomal integral membrane E3 ubiquitin ligase whose RING
finger domain is released to the cytoplasm by proteolysis. FEBS J.
276, 1860–1877 (2009).

15. Zheng, Y. & Gao, C. E3 ubiquitin ligases, the powerful modulator of
innate antiviral immunity. Cell. Immunol. 340, 103915 (2019).

16. Song, G. et al. E3 ubiquitin ligase RNF128 promotes innate antiviral
immunity through K63-linked ubiquitination of TBK1. Nat. Immunol.
17, 1342–1351 (2016).

17. Bist, P. et al. E3 Ubiquitin ligase ZNRF4 negatively regulates
NOD2 signalling and induces tolerance to MDP. Nat. Commun. 8,
15865 (2017).

18. Guais, A. et al. h-Goliath, paralog of GRAIL, is a new E3 ligase
protein, expressed in human leukocytes. Gene 374,
112–120 (2006).

19. Zhang, Q., Meng, Y., Zhang, L., Chen, J. & Zhu, D. RNF13: a novel
RING-type ubiquitin ligase over-expressed in pancreatic cancer.
Cell Res. 19, 348–357 (2009).

20. Clague, M. J. & Urbe, S. Ubiquitin: same molecule, different
degradation pathways. Cell 143, 682–685 (2010).

21. Liao, C. et al. WWP1 targeting MUC1 for ubiquitin-mediated lyso-
somal degradation to suppress carcinogenesis. Signal Transduct.
Target Ther. 6, 297 (2021).

22. Okiyoneda, T. et al. Chaperone-independent peripheral quality
control of CFTR by RFFL E3 ligase. Dev. Cell 44, 694–708.e697
(2018).

23. Ivics, Z., Hackett, P. B., Plasterk, R. H. & Izsvak, Z. Molecular
reconstruction of sleeping beauty, a Tc1-like transposon from

Article https://doi.org/10.1038/s41467-023-42420-1

Nature Communications |         (2023) 14:6635 17

https://www.ncbi.nlm.nih.gov/bioproject/?term=1020209


fish, and its transposition in human cells. Cell 91, 501–510
(1997).

24. Donne, R. et al. Replication stress triggered by nucleotide pool
imbalance drives DNA damage and cGAS-STING pathway activa-
tion in NAFLD. Dev. Cell 57, 1728–1741(2022).

25. Yu, Y. et al. STING-mediated inflammation in Kupffer cells con-
tributes to progression of nonalcoholic steatohepatitis. J. Clin.
Invest 129, 546–555 (2019).

26. Luo, X. et al. Expression of STING is increased in liver tissues from
patients with nafld and promotes macrophage-mediated hepatic
inflammation and fibrosis in mice. Gastroenterology 155,
1971–1984.e1974 (2018).

27. Li, Y. N. & Su, Y. Remdesivir attenuates high fat diet (HFD)-induced
NAFLD by regulating hepatocyte dyslipidemia and inflammation via
the suppression of STING. Biochem. Biophys. Res. Commun. 526,
381–388 (2020).

28. Liu, K. et al. Lipotoxicity-induced STING1 activation stimulates
MTORC1 and restricts hepatic lipophagy. Autophagy 18,
860–876 (2022).

29. Qiao, J. T. et al. Activation of the STING-IRF3 pathway promotes
hepatocyte inflammation, apoptosis and induces metabolic dis-
orders in nonalcoholic fatty liver disease. Metabolism 81,
13–24 (2018).

30. Cho, C. S. et al. Lipotoxicity induces hepatic protein inclusions
through TANK binding kinase 1-mediated p62/sequestosome 1
phosphorylation. Hepatology 68, 1331–1346 (2018).

31. Iracheta-Vellve, A. et al. Endoplasmic reticulum stress-induced
hepatocellular death pathways mediate liver injury and fibrosis via
stimulator of interferon genes. J. Biol. Chem. 291, 26794–26805
(2016).

32. Petrasek, J. et al. STING-IRF3 pathway links endoplasmic reticulum
stress with hepatocyte apoptosis in early alcoholic liver disease.
Proc. Natl Acad. Sci. Usa. 110, 16544–16549 (2013).

33. Barber, G. N. STING: infection, inflammation and cancer. Nat. Rev.
Immunol. 15, 760–770 (2015).

34. Haag, S. M. et al. Targeting STING with covalent small-molecule
inhibitors. Nature 559, 269–273 (2018).

35. Xing, J. et al. TRIM29 promotes DNA virus infections by inhibiting
innate immune response. Nat. Commun. 8, 945 (2017).

36. Li, Q. et al. TRIM29 negatively controls antiviral immune response
through targeting STING for degradation. Cell Discov. 4, 13 (2018).

37. Rai, R. et al. The E3 ubiquitin ligase Rnf8 stabilizes Tpp1 to promote
telomere end protection. Nat. Struct. Mol. Biol. 18,
1400–1407 (2011).

38. Kolapalli, S. P. et al. RNA-binding RING E3-ligase DZIP3/
hRUL138 stabilizes cyclin D1 to drive cell-cycle and cancer pro-
gression. Cancer Res. 81, 315–331 (2021).

39. Rivera, C. A. et al. Toll-like receptor-4 signaling and Kupffer cells
play pivotal roles in the pathogenesis of non-alcoholic steatohe-
patitis. J. Hepatol. 47, 571–579 (2007).

40. Xu, D., Tian, Y., Xia, Q. & Ke, B. The cGAS-STING pathway:
novel perspectives in liver diseases. Front. Immunol. 12,
682736 (2021).

41. Bai, J. & Liu, F. The cGAS-cGAMP-STING Pathway: a molecular link
between immunity andmetabolism.Diabetes68, 1099–1108 (2019).

42. Thomsen, M. K. et al. Lack of immunological DNA sensing in
hepatocytes facilitates hepatitis B virus infection. Hepatology 64,
746–759 (2016).

43. Sun, X. et al. Transcriptional switch of hepatocytes initiates mac-
rophage recruitment and T-cell suppression in endotoxemia. J.
Hepatol. 77, 436–452 (2022).

44. York, A. G. et al. Limiting cholesterol biosynthetic flux sponta-
neously engages type I IFN signaling. Cell 163, 1716–1729 (2015).

45. Chu, T. T. et al. Tonic prime-boost of STING signalling mediates
Niemann-Pick disease type C. Nature 596, 570–575 (2021).

46. Arshad, M. et al. RNF13, a RING finger protein, mediates endo-
plasmic reticulum stress-induced apoptosis through the inositol-
requiringenzyme (IRE1alpha)/c-JunNH2-terminal kinasepathway. J.
Biol. Chem. 288, 8726–8736 (2013).

47. Arshad, A., Gu, X. & Arshad, M. RNF13 protein regulates endo-
plasmic reticulum stress induced apoptosis in dopaminergic SH-
SY5Y cells by enhancing IRE1alpha stability. J. Recept. Signal
Transduct. Res. 34, 119–124 (2014).

48. Xie, W. et al. Auto-ubiquitination of NEDD4-1 Recruits USP13 to
facilitate autophagy through deubiquitinating VPS34. Cell Rep. 30,
2807–2819.e2804 (2020).

49. Tang, J. et al. Sequential ubiquitination of NLRP3 by RNF125 and
Cbl-b limits inflammasome activation and endotoxemia. J. Exp.
Med. 217, e20182091 (2020).

50. Walter, D. et al. Switch from type II to I Fas/CD95 death signaling on
in vitro culturing of primary hepatocytes. Hepatology 48,
1942–1953 (2008).

51. Kleiner, D. E. et al. Design and validation of a histological scoring
system for nonalcoholic fatty liver disease. Hepatology 41,
1313–1321 (2005).

52. Kodama, T. et al. Molecular profiling of nonalcoholic fatty liver
disease-associated hepatocellular carcinoma using SB transposon
mutagenesis. Proc. Natl Acad. Sci. USA 115, E10417–E10426 (2018).

53. Chen, L. et al. Hepatic cytochrome P450 8B1 and cholic acid
potentiate intestinal epithelial injury in colitis by suppressing intest-
inal stem cell renewal. Cell Stem Cell 29, 1366–1381 e1369 (2022).

54. Kim, D., Langmead, B. & Salzberg, S. L. HISAT: a fast spliced aligner
with low memory requirements. Nat. Methods 12, 357–360 (2015).

55. Li, H. et al. The Sequence Alignment/Map format and SAMtools.
Bioinformatics 25, 2078–2079 (2009).

56. Pertea, M. et al. StringTie enables improved reconstruction of a
transcriptome from RNA-seq reads. Nat. Biotechnol. 33,
290–295 (2015).

57. Love, M. I., Huber, W. & Anders, S. Moderated estimation of fold
changeanddispersion for RNA-seqdatawithDESeq2.GenomeBiol.
15, 550 (2014).

58. Subramanian, A. et al. Gene set enrichment analysis: a knowledge-
based approach for interpreting genome-wide expression profiles.
Proc. Natl Acad. Sci. USA 102, 15545–15550 (2005).

Acknowledgements
We appreciate Professor Hua Han from Fourth Military Medical Uni-
versity for his technical assistance. This work was supported by grants
from the National Key Research and Development Program of China
(2021YFA1100500 to L.W., 2016YFA0102100 to L.W.) and the National
Natural Science Foundation of China (82325007 to L.W., 81770560 to
L.W., 82300684 to Y.H.).

Author contributions
L.W., Z.L., and P.Y. conceptualized the work. L.W., Z.L., P.Y., and Y.H.
designed the experiments. Z.L., P.Y., Y.H., H.X., J.D., and F.H. performed
the experiments and analyzed the data. Z.L. and P.Y. wrote the manu-
script. L.W. and K.D. reviewed and edited the manuscript. L.W. super-
vised the project.

Competing interests
The authors declare no competing interests.

Article https://doi.org/10.1038/s41467-023-42420-1

Nature Communications |         (2023) 14:6635 18



Additional information
Supplementary information The online version contains
supplementary material available at
https://doi.org/10.1038/s41467-023-42420-1.

Correspondence and requests for materials should be addressed to
Kefeng Dou or Lin Wang.

Peer review information Nature Communications thanks Yuefan Zhang
and the other, anonymous, reviewer(s) for their contribution to the peer
review of this work. A peer review file is available.

Reprints and permissions information is available at
http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jur-
isdictional claims in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons licence, and indicate if
changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material is not
included in the article’s Creative Commons licence and your intended
use is not permitted by statutory regulation or exceeds the permitted
use, you will need to obtain permission directly from the copyright
holder. To view a copy of this licence, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2023

Article https://doi.org/10.1038/s41467-023-42420-1

Nature Communications |         (2023) 14:6635 19

https://doi.org/10.1038/s41467-023-42420-1
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	RING finger protein 13 protects against nonalcoholic steatohepatitis by targeting STING-relayed signaling pathways
	Results
	RNF13 protects hepatocytes from PAOA-induced lipid accumulation and inflammation
	Hepatic RNF13 expression is induced in NASH pathogenesis
	RNF13 protein becomes more stable upon PAOA stimulation
	Rnf13HKO mice present more severe insulin resistance, hepatic steatosis and liver injury in the HFD model
	Rnf13HKO mice present more severe hepatic steatosis, inflammation and fibrosis in the HFHC model
	Rnf13HepTg mice present less severe NASH phenotypes in the HFHC model
	RNF13 inhibits STING-mediated inflammatory signaling pathways in NASH
	RNF13 facilitates the degradation of STING in a ubiquitination-dependent way
	TRIM29 is the downstream effector of RNF13 for STING degradation
	RNF13 stabilizes TRIM29 by enhancing the K63-linked ubiquitination of TRIM29

	Discussion
	Methods
	Animal models
	Cell lines and primary cells
	Human liver samples
	In vitro lipotoxic model
	Generation of genetically modified mice
	Glucose tolerance test (GTT) and insulin tolerance test (ITT)
	Biochemical analysis
	Histological and immunohistochemical staining
	Immunofluorescence staining
	Nile Red staining
	Plasmid construction and viral infection
	mRNA isolation and qPCR assay
	RNA sequencing and data processing
	Hierarchical clustering analysis
	Gene set enrichment analysis (GSEA)
	KEGG pathway enrichment analysis
	Small-interfering RNA transfection
	Western blot analysis
	Immunoprecipitation and mass spectrometry analysis
	Ubiquitination assays
	Statistics and reproducibility
	Reporting summary

	Data availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




