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Hyodeoxycholic acid ameliorates
nonalcoholic fatty liver disease by inhibiting
RAN-mediated PPARα nucleus-cytoplasm
shuttling

Jing Zhong 1,2,9, Xiaofang He1,9, Xinxin Gao1, Qiaohong Liu3, Yu Zhao 3,
YingHong1,Weize Zhu1, JuanYan1, Yifan Li1, Yan Li1, NingningZheng1, YiyangBao1,
Hao Wang1, Junli Ma1, Wenjin Huang1, Zekun Liu1, Yuanzhi Lyu 4, Xisong Ke5,
Wei Jia 6,7, Cen Xie 8 , Yiyang Hu 3 , Lili Sheng 1 & Houkai Li 1

Nonalcoholic fatty liver disease (NAFLD) is usually characterized with dis-
rupted bile acid (BA) homeostasis. However, the exact role of certain BA in
NAFLD is poorly understood. Here we show levels of serum hyodeoxycholic
acid (HDCA) decrease in both NAFLD patients and mice, as well as in liver and
intestinal contents of NAFLD mice compared to their healthy counterparts.
Serum HDCA is also inversely correlated with NAFLD severity. Dietary HDCA
supplementation ameliorates diet-induced NAFLD in male wild type mice by
activating fatty acid oxidation in hepatic peroxisome proliferator-activated
receptor α (PPARα)-dependent way because the anti-NAFLD effect of HDCA is
abolished in hepatocyte-specific Pparα knockoutmice. Mechanistically, HDCA
facilitates nuclear localization of PPARα by directly interacting with RAN
protein. This interaction disrupts the formation of RAN/CRM1/PPARα nucleus-
cytoplasm shuttling heterotrimer. Our results demonstrate the therapeutic
potential of HDCA for NAFLD and provide new insights of BAs on regulating
fatty acid metabolism.

Nonalcoholic fatty liver disease (NAFLD) is the most common chronic
liver disease in clinic with a spectrumof disorders ranging from simple
fatty liver, nonalcoholic steatohepatitis, and fibrosis/cirrhosis. Cur-
rently, NAFLD affects nearly a quarter of the global population, and its
prevalence is surging1–3. Emerging evidence has indicated the dynamic

alterations in bile acid (BA) profiles throughout NAFLD progression4,5.
Besides as digestive detergents, BAs are important signalingmolecules
to regulate lipid metabolism, glucose homeostasis, and immune
response through acting on their receptors such as G protein-coupled
bile acid receptor 1 (GBPAR1 or TGR5) and farnesoid X receptor
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(FXR)6–8. However, the role of specific BAs in NAFLD remains to be fully
elucidated.

Hyocholic acid (HCA) species, including HCA, HDCA (hyo-
deoxycholic acid), and their glycine- and taurine-conjugated deriva-
tives (GHCA, THCA, GHDCA, andTHDCA), are themajor BA species in
pigs and are also present in humans and rodents9. Recent studies
indicate HCA species, including HDCA, which are reduced in patients
with obesity and diabetes, improve glucose homeostasis through a
distinct TGR5 and FXR signaling mechanism10–12. In addition, HDCA is
effective in attenuating gallstone formation, hyperlipidemia, and
atherosclerosis13–16. However, the status and role of HDCA on NAFLD
development is not clear.

The peroxisome proliferator-activated receptors (PPARs) are
transcriptional regulators with crucial roles in metabolic disorders17.
PPARα is predominantly expressed in hepatocytes in regulating fatty
acid transport, fatty acid oxidation (FAO), and ketogenesis via acti-
vating the transcription of target genes innucleus18. Hence, facillitating
the nuclear localization of PPARα is a promising strategy against
NAFLD. The intracellular content and function of PPARα rely on the
transition balance between the cytoplasm and nucleus, which is
orchestrated by the ras family GTPase RAN and the export receptor
CRM119–22. To date, there is little evidence of the interplay between
RAN/CRM1/PPARα shuttling process and BAs functions on metabolic
disorders.

In this study, we observed lower level of serum HDCA in NAFLD
patients than healthy subjects, which inversely correlated with
NAFLD severity, and was consistently reduced in liver and intestinal
content of NAFLD mice. Supplementation of HDCA attenuated
NAFLD in mice by facilitating the nuclear localization of PPARα,
leading to enhanced hepatic fatty acid oxidation. Notably, the anti-
NAFLD effect of HDCA was abolished in global and hepatocyte-
specific Pparα knockout mice. HDCA hindered the formation of
RAN/CRM1/PPARα export heterotrimer by direct binding with RAN
protein, leading to the accumulation of nuclear PPARα. Our finding
demonstrates that HDCA is a promising therapeutic agent for
NAFLD and provides a therapeutic strategy for NAFLD by targeting
the PPARα shuttling mechanism.

Results
Serum HDCA is reduced in patients with NAFLD
To investigate the serum BA composition and the changes of HCA
species in patients with NAFLD, we recruited a cohort of 58 partici-
pants, which included 24 healthy and 34 NAFLD individuals (Fig. 1a).
The clinical indices are shown in Supplementary Table 1. Compared
with healthy controls, the NAFLD group had lower levels of HCA spe-
cies, HDCA, GHCA, and THCA (Fig. 1b–h and S1). Spearman correlation
analysis demonstrated the inverse correlations of HDCA and GHCA
with clinical parameters of NAFLD (Fig. 1i). Further scatter plots
showed that serum HDCA and GHCA levels, but not HCA level, were
negatively associatedwith the controlled attenuation parameter (CAP)
score, serum alanine transaminase (ALT) and aspartate transaminase
(AST) levels (Fig. 1j and S1a). Additionally, the level of totalHCA species
was consistently reduced in the serum, liver, and different parts of
intestinal content in NAFLD mice, which was induced by high fat and
high sugar feeding (HFHS, high-fat diet with 30% sucrose in water) for
24 weeks (Fig. 1k, S2, S3). Among them, HDCA and its conjugated form
THDCAwere consistently decreased (Fig. 1l, m and S3), whereas HDCA
was the only BA that consistently reduced in the serum of NAFLD
patients and mice. Furthermore, HDCA was negatively correlated with
liver weight, hepatic triglycerides (TG), serum ALT, and AST (Fig. 1n).
These results demonstrated the inverse correlation between serum
HDCA level and hepatic steatosis both in humans and mice, implying
dietary supplementation of HDCA might have a protective effect
against NAFLD.

HDCA supplementation ameliorates NAFLD in mice
To test whether dietary supplementation of HDCA could attenuate
NAFLD development, the anti-NAFLD effect of HDCA was examined in
anHFHS-inducedNAFLDmousemodel. The results showed thatHDCA
reduced body weight and liver weight, especially attenuated hepatic
steatosis and hepatic TG level in a dose-dependent manner (Fig. S4).
Because the medium dose of HDCA (0.625% HDCA in diet) was effec-
tive in reducing lipid accumulation and inflammation in the liver, we
adopted this dose in the following study and noticed accumulation of
HDCA and its conjugated form THDCA, which were the highest ele-
vated BAs, in mouse serum and liver after HDCA intervention (Fig. S5).
HDCA supplementation did not affect total energy intake, but sig-
nificantly reduced body weight, liver weight, and attenuated hepatic
steatosis and inflammation scores, as well as NAFLD activity score
(NAS) (Fig. 2a–e). However, typical ballooning hepatocytes were rarely
found in this NAFLD model which might be due to the modeling
method and duration as well as the genetic background of mice23.
HDCA supplementation also reduced liver TG, serum ALT, and AST
level, reversedHFHS-induced high expression of hepatic inflammation
factors (Fig. 2f, g), and improved glucose homeostasis (Fig. 2h-i),
implying the substantial benefits of HDCA on ameliorating metabolic
disorders induced by HFHS diet. Meanwhile, the results showed that
HDCA supplementation had minor impacts on the status of either
apoptosis or fibrosis, which were also not obvious after 12-week HFHS
feeding (Fig. S6a-c). Consistent with previous reports on decreased
intestinal cholesterol absorption by HDCA treatment13–15, our results
revealed increased content of fecal cholesterol by HDCA intervention
(Fig. S6d). However, the levels of fecal TG andnon-esterified fatty acids
(NEFA) were comparable between HFHS and HDCA groups (Fig. S6d).
Consistently, both BODIPY and Oil Red O staining of the jejunum
indicated that HDCA did not affect lipid absorption (Fig. S6e), sug-
gesting that liver TG reduction in HDCA-treated mice is not due to
suppression on intestinal lipid absorption. In addition, similar effects
of HDCAwere also observed in ob/obmousemodel, including reduced
liver weight, liver TG, hepatic steatosis, and serum ALT and AST levels
(Fig. S7). Interestingly, HDCA had a minor impact on chow diet-fed
C57BL/6 J mice (Fig. S8). Collectively, these data suggested that HDCA
was effective in ameliorating hepatic steatosis and/or inflammation in
diet- and genetic-induced NAFLD mouse models.

HDCA activates fatty acid oxidation pathway in hepatocytes
In an attempt to understand the molecular mechanism underlying the
protective effect of HDCA, proteomic profiles of mouse liver tissue
were analyzed utilizing Tandem Mass Tag-based quantitative pro-
teomic approach. A total of 1190 and 623 proteins were significantly
changed in control vs. HFHS group and in HFHS vs. HDCA group
(p value < 0.05 and fold change >1.2), respectively (Fig. 3a and S9). Of
the 430 proteins that overlapped, 420 proteins were reversed by
HDCA (Fig. 3a). KEGG pathway analysis of the 420 differential proteins
demonstrated that among the highly enriched pathways, metabolic
pathways, oxidative phosphorylation, NAFLD, and PPAR signaling
pathway were closely associated with hepatic fatty acid metabolism
(Fig. 3b). Heatmap of fatty acid metabolism-related proteins showed
that most FAO associated proteins were downregulated by HFHS and
upregulated by HDCA, implying the primary impact of HDCA on FAO
process (Fig. 3c).

In addition, hepatic transcriptomics was also adopted by using
RNA-seq analysis. A total of 2039 and 1121 genes differed significantly
in control vs. HFHS group and in HFHS vs. HDCA group (p value < 0.05
and fold change >2), respectively (Fig. 3d). Among the 769 overlapped
genes, 762 genes were reversed by HDCA (Fig. 3d). Based on the genes
that were upregulated by HFHS and downregulated by HDCA, the
significantly enriched KEGG pathways included many inflammation
and infection-related pathways such as cytokine-cytokine receptor
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interaction and chemokine signaling pathway, which were further
confirmed by GSEA results (Fig. 3e, f and S10). Based on the genes that
were downregulated by HFHS but upregulated by HDCA, the enriched
KEGG pathways included retinol metabolism, steroid hormone bio-
synthesis, fatty acid degradation, and PPAR signaling pathway (Fig. 3g
and S10). GSEA results also revealed the enrichment of fatty acid

oxidation (11 core enriched genes out of 23 genes) and PPARα targets
(11 core enriched genes out of 15 genes) in HDCA group (Fig. 3h).

Mitochondrial fatty acid β-oxidation is the critical step of fatty
acid metabolism. Our results showed HDCA significantly inhibited the
expression of fatty acid uptake protein CD36, but activated the
expression of intracellular fatty acid binding protein 1 (FABP1) and

Fig. 1 | The level of HDCA is reduced in patients with NAFLD and diet-induced
NAFLD mice. a Schematic representation of the clinical sample analysis. Created
with BioRender.com. b OPLSDA plot of serum BA profile in health (n = 24) and
NAFLD (n = 34) individuals. c–h Serum level of HCA species, HDCA, GHDCA, HCA,
GHCA, and THCA (n = 24 for Health, n = 34 for NAFLD). i Spearman correlation
analysis betweenHCA species BAs and clinical characteristics (*p <0.05, **p <0.01).
j Scatter plots of serum HDCA and HCA with serum ALT, AST, and CAP score.
k–n The C57BL/6mice were fed anHFHSdiet for 24weeks. k Levels of HCA species
in the serum, liver, small intestinal (SI) content, cecum content, and colon content

of diet-induced mice with NAFLD (n = 9 for Control, n = 8 for HFHS). l Level of
individual HCA species in the serum of NAFLD mice (n = 9 for Control, n = 8 for
HFHS). m Level of individual HCA species in the liver of NAFLD mice (n = 9 for
Control, n = 8 for HFHS). n Spearman correlation analysis between HCA species,
HDCA, and mouse phenotypes (*p <0.05, ** p <0.01, ***p <0.001). Data are pre-
sented as mean values ± SEM. Differences between groups were determined by
unpaired two-tailed Mann–Whitney U test. Source data are provided as a Source
Data file.
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carnitine palmitoyltransferase 2 (CPT2) at both protein and mRNA
levels, leading to increased transportation of fatty acid to the mito-
chondria (Fig. 3i). Of the 7 keyβoxidation enzymes, the expressionof 5
enzymes including ACADL, ACADVL, HADHA, HADHB, and ACAA2

were significantly increased byHDCAat both protein andmRNA levels,
suggesting the elevation of fatty acid β oxidation. In addition,
increased ketogenesis is a manifestation of increased FAO. We found
the expression of HMGCS2, the rate-limiting enzyme for ketogenesis,

Fig. 2 | HDCA supplementation ameliorates NAFLD inmice.TheC57BL/6mice in
control group and HFHS group were fed with chow or HFHS diet for 12 weeks.
HDCA group were fed with HFHS for 4 weeks and then supplemented with 0.625%
HDCA in the HFHS diet for another 8 weeks. a Schematic representation of HDCA
intervention in HFHS-fed C57BL/6 mice (n = 6 per group). Mouse element created
with BioRender.com. b Energy intake (energy intake was recorded every week for
12 weeks, n = 12 per group) and body weight (n = 6 per group). c Liver weight and
liver index. d Representative images of liver general appearance, H&E staining
(Scale bar, 1.25mmand 400μm). e Steatosis score, inflammation score, andNAFLD

activity score. f Liver TG, serumALT and AST level.g Levels of TNF-α, IL-6, and IL-1β
in the liver. h Fasting blood glucose, fasting insulin, and HOMA-IR. i Intraperitoneal
glucose tolerance test (ipGTT) and intraperitoneal insulin tolerance test (ipITT)
results with area under the curve (AUC) calculation. c–i n = 6 per group. Data are
presented as mean values ± SEM. Difference between groups were determined by
one-way ANOVA test followed by Tukey’s multiple comparison. i p values around
the blue line represent comparison with control group, the p values around the red
line represent comparison with HFHS group. Source data are provided as a Source
Data file.
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Fig. 3 | HDCA activates fatty acid oxidation in hepatocytes. a Venn diagram of
significantly regulated proteins by HFHS or by HDCA as shown by proteomics.
b Top 15 pathways enriched with KEGG enrichment analysis based on the 420
reserved proteins (n = 3 per group). c Heatmap of proteins related to fatty acid
metabolism. d Venn diagram of significantly regulated genes by HFHS or by HDCA
as shown by transcriptomics (n = 6 per group). e Top 15 pathways with KEGG
enrichment analysis based on the genes that are upregulated by HFHS and down-
regulated by HDCA and (f) GSEA analysis of chemokine signaling pathway, NFκB,
and cytokine-cytokine receptor interaction. g Top 15 pathways with KEGG enrich-
ment analysis basedon the genes that are downregulated byHFHSandupregulated

byHDCAandhGSEA analysisof fatty acidoxidation and PPARα targets. i Schematic
diagram of fatty acid transport, β-oxidation, and ketogenesis in the mitochondria,
and the expression changes of related proteins and genes in this process (Red and
blue represent upregulation and downregulation of proteins and genes in HDCA
group compared with HFHS group, respectively. Gray represents no significate
difference between two groups) (n = 3 per group). Data are presented as mean
values ± SEM. Difference between groupswere determined by one-way ANOVA test
followed by Tukey’s multiple comparison. The average of gene and protein
expression in control group is normalized as 100%. Source data are provided as a
Source Data file.
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was upregulated by HDCA intervention. Moreover, the level of β-
hydroxybutyrate, which derives from FAO, was significantly increased
in serumofmice inHDCAgroup thanHFHSgroup (Fig. S11). Thesedata
suggested that the anti-NAFLD effect of HDCA was mainly associated
with the activation of FAO in hepatocytes.

The anti-NAFLD effect of HDCA is hepatic PPARα-dependent
PPARα is the key regulator for FAO by triggering the transcription of
genes involved in FAO within the nucleus. Interestingly, HDCA did not
alter the total content of PPARα protein, but increased its nuclear to
cytoplasmic ratio that was reduced by HFHS feeding (Fig. 4a, b).
Consistent with the proteomics data, the protein levels of PPARα tar-
gets, such as FABP1, CPT2, and HMGCS2, were significantly increased,
while the expression of CD36 was reduced in HDCA group (Fig. 4c).
Additionally, the expression of many other PPARα targets were
increased in HDCA group, as revealed by proteomics and tran-
scriptomics data (Fig. S12). Besides its role in FAO, HDCA also atte-
nuated inflammation (Fig. 4d, e). To test whether HDCA can directly
regulate PPARα nuclear localization, AML12 cells were treated with
HDCA at two dosages. The results showed HDCA dose-dependently
increased the nuclear content of PPARα protein without affecting its
total expression, as well as increased expression of CPT1, CPT2, and
FABP1 proteins (Fig. 4f). Nevertheless, THDCA, which is also elevated
after HDCA intervention, had no effect on regulating PPARα sub-
cellular localization (Fig. S13). Moreover, HDCA reduced the expres-
sion of chemokines and cytokines in AML12 cells and RAW264.7
macrophages, suggesting the anti-inflammation effect of HDCA
(Fig. 4g, h). Therefore, both in vivo and in vitro evidence demonstrated
that HDCA promoted PPARα nuclear localization, and thus activated
PPARα-mediated FAO and inhibited inflammation.

To further explore whether the anti-NAFLD effect of HDCA was
PPARα-dependent, the whole body Pparα knockout (Pparα−/−) mice
were constructed (Fig. S14a–c). In comparison with the findings on
wild-type mice (Fig. 2), HDCA intervention failed to improve NAFLD-
related parameters in Pparα−/− mice such as body weight, liver TG,
hepatic steatosis score, and NAS (Fig. 5a–f). Notably, HDCA had no
impact on the expression of FABP1, CPT2, and HMGCS2 in Pparα−/−

mice (Fig. 5g). In addition, the contents of hepaticTNF-α, IL-6, and IL-1β
were not affected by HDCA supplementation in Pparα−/− mice (Fig. 5h).
Collectively, these results demonstrated that whole body PPARα
deficiency abolished the anti-NAFLD effect of HDCA.

To further determine the specific role of hepatic PPARα in
response to HDCA, Pparαflox/flox mice were administered AAV2/8-TBG-
Cre or control virus AAV2/8-TBG-ZsGreen to obtain hepatocyte-
specific PPARα deficiency mice (Pparαhep−/−) or control mice (Fig.
S14d-g). Similar to the response of Pparα−/− mice, the liver TG, hepatic
steatosis score, inflammation score, andNASof Pparαhep−/−micedidnot
show any changes after HDCA supplementation (Fig. 5i-n). Con-
sistently, the enhanced expression of FABP1, CPT2, HMGCS2 proteins,
and reduced levels of inflammation cytokines induced by HDCA in the
liver of Pparαflox/flox mice were eliminated in hepatocyte-specific PPARα
deficient mice (Fig. 5o-p). Therefore, these results suggested that the
anti-NAFLD effect of HDCA was dependent on modulation of
liver PPARα.

HDCA inhibits nuclear export of PPARα in an FXR-independent
manner
Hepatic FXR is essentially involved in BAs-mediated lipid
metabolism6–8. Previous study indicated HDCA inhibited FXR activity
in the presence of FXR agonist (chenodeoxycholic acid)11. Our results
revealed that HDCA intervention mildly activated FXR transcriptional
activity in HEK293T cells by luciferase reporter gene assays and
induced themRNA expression of Shp gene in AML12 cells, respectively
(Fig. 6a-b), implying HDCA alone was a weak agonist of FXR in
HEK293T cells. This discrepancy might be due to direct activation of

FXR or other unidentified factors modulated by HDCA in AML12 cells.
We further observed thatHDCA consistently facilitated PPARα nuclear
localization and upregulated the expression of PPARα targeted genes
in the presence or absence of FXR antagonist, Guggulsterone, in
AML12 cells (Fig. 6b-c), suggesting the effect of HDCA on facilitating
PPARα localization was FXR independent.

The nucleus-cytoplasm shuttling of PPARα is tightly controlled by
importins and exportins19,22. Inhibition of nuclear import receptor by
importazole (IPZ) caused cytoplasmic PPARα accumulation, whereas
HDCA still facilitated nuclear PPARα accumulation in the presence of
IPZ. Meanwhile, inhibition of nuclear export receptor with leptomycin
B (LMB) induced nuclear accumulation, while combined treatment
with LMB and HDCA did not further increase the amount of PPARα in
nucleus (Fig. 6d). These findings suggested that HDCA might regulate
the nuclear export process of PPARα, rather than nuclear import.

Two proteins, export receptor CRM1 and the small ras family
GTPase RAN, play prominent roles in nuclear protein export by bind-
ing export cargo protein to form an export heterotrimer19–22. In AML12
cells, HDCA significantly increased nuclear CRM1 level but decreased
cytoplasmic CRM1 level without affecting its total protein expression
(Fig. 6e). Consistent with the in vitro result, the protein levels of
nuclear and cytoplasmic CRM1 were increased and decreased,
respectively in the liver of HDCA treated mice comparing to HFHS
group (Fig. 6f). However, the expressionor localization of RANwas not
affected by HDCA (Fig. 6e, f). Together, these findings suggested
HDCA promoted nuclear localization of PPARα by suppressing CRM1-
mediated nuclear export process.

HDCA directly binds with RAN protein to inhibit the formation
of nucleus-cytoplasm shuttling heterotrimer, RAN/
CRM1/PPARα
To elucidate the molecular mechanism behind the HDCA-mediated
nuclear accumulation of PPARα and CRM1, we screened for potential
HDCA-binding proteins that involved in nuclear transport by using
biotin-labeled HDCA and HuProt human protein microarray (Fig. 7a).
With the criteria of Z score >2.8 and I Mean ratio >1.4, we found HDCA
preferably bound to RAN, but not CRM1 or PPARα (Fig. 7b and S15).
Cellular thermal shift assay (CETSA) in AML12 cells further confirmed
the increased thermal stability of RAN after HDCA treatment, sug-
gesting the direct interaction ofHDCAwithRAN (Fig. 7c). Based on this
finding, we hypothesized that HDCA reduced the formation of RAN/
CRM1/PPARα heterotrimer by directly binding with RAN protein,
leading to the blockage of PPARα nucleus-cytoplasm shuttling
(Fig. 7d). We then performed Co-immunoprecipitation (Co-IP) assay to
study their interactions in AML12 cells. The Co-IP results showed that
RAN was readily detected in CRM1 immunoprecipitants, while the
interaction between RAN and CRM1 was reduced by HDCA. Similarly,
clear interaction between CRM1 and PPARα was observed, and HDCA
reduced the binding of CRM1 to PPARα (Fig. 7e). We further verified
these bindings in HEK293T cells by overexpressing these three pro-
teins. Consistent with the observation in AML12 cells, the interactions
of RAN/PPARα and RAN/CRM1 were disrupted by HDCA (Fig. 7f).
Nevertheless, since there is endogenous expression of RAN in
HEK293T cells, we also observed reduced CRM1/PPARα binding after
HDCA treatment (Fig. 7f).

Proximity ligation assay (PLA) was further performed to validate
the interplay of RAN/CRM1/PPARα in AML12 cells (Fig. 7g). The RAN/
PPARα interaction was significantly disrupted in the presence of
HDCA, though the signal was relatively weak because of the relatively
far distance between RAN and PPARα. Consistent with Co-IP results,
the interactions of RAN/CRM1 and CRM1/PPARα in the nucleus were
disrupted upon HDCA treatment. Further molecular docking study
between RAN and HDCA showed a binding free energy of −7.87 kcal/
mol, anchored predominantly at Gly-5, Pro-49, and Val-51 (Fig. 7h).
Mutation of these three amino acids almost abolished the effect of
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Fig. 4 | HDCA stimulates nuclear accumulation of PPARα and promotes the
expression of PPARα target gene. a–e Liver samples are from the HFHS-fed
C57BL/6 mice with 0.625% HDCA intervention as in Fig. 2a. a HDCA intervention
promoted the nuclear accumulation of PPARα (n = 6 per group).
b Immunofluorescence staining of liver PPARα, Scale bar, 50 μm. The immuno-
fluorescence analyses were representative of data from three mice. c, d Protein
expressions of CD36, FABP1, CPT2, HMGCS2, p-p65, p65, IKBα in the liver (n = 6 per
group). e mRNA expressions of liver Ccl2, Ccl9, Cxcl9, Cxcl10, Col3a1, Col1a1 (n = 6
for Control, n = 5 for HFHS and HDCA). f Protein expressions of PPARα at 24 h, and
protein expressions of CPT1, CPT2, FABP1 at 48h in AML12 cells treated with or
without 20μM and 100μM HDCA (n = 3 per group). g mRNA expressions of

inflammation-related genes in AML12 cells after 100μM HDCA treatment for 24h
(n = 3 per group). Difference between groups were determined by two-tailed Stu-
dent’s t test. h mRNA expressions of Ccl2, Ccl9, Tnf-α, Il-1β, Il-6 in RAW264.7 mac-
rophages (n = 3 per group). The RAW264.7 cells were treated with HDCA (50,
100μM) for 24h, in the last 6 hours of this experiment, LPS (20 ng/ml) was added
into the medium. Except (g), difference between groups determined by one-way
ANOVA test followed by Tukey’s multiple comparison. The findings in f–h were
confirmed in three independent experiments. Data are presented as mean
values ± SEM. The average of gene and protein expression in control group is
normalized as 100%. Source data are provided as a Source Data file.
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HDCA on reducing RAN/CRM1 interaction (density values were 1 vs.
0.67 and 1 vs. 0.58 in wild type RAN as shown in Fig. 7e, f, and 1 vs. 0.93
after RAN mutation as shown in Fig. 7i based on Western blot), sug-
gestingGly-5, Pro-49, andVal-51might playessential role in thebinding
of HDCA with RAN. Altogether, these data suggested that HDCA could
bind to RAN to reduce the formation of nucleus-cytoplasm shuttling

heterotrimer, RAN/CRM1/PPARα, leading to increased nuclear accu-
mulation of PPARα.

Discussion
BAs play critical roles in regulating lipid and glucose homeostasis,
as well as inflammation6–8. Mounting evidence revealed the close
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relationship between the changes of BAs and NAFLD
development4. HCA species, including HDCA, are decreased in
diabetic subjects12 and HDCA administration can improve glucose
homeostasis by regulating BA receptor TGR5 and/or FXR in a GLP-1
dependent manner10,11. However, the correlation of HCA species
with NAFLD is not clear. In our current study, we found HCA spe-
cies, especially HDCA, were consistently reduced in patients and
mice with NAFLD and negatively associated with fatty liver char-
acteristics. Similar change was observed in HFD-fed rats with
hepatic steatosis24. Interestingly, the reduction fold of HCA spe-
cies was less in humans than in mice, and GHCA, which was sig-
nificantly reduced in serum of NAFLD patients, was not detected in
mouse serum or different in the liver of NAFLD mice. These dis-
crepancies of BA changes between species might be attributed to
the differences in the synthesis (including conversion of uncon-
jugated to glycine- or taurine-conjugated BAs), transportation,
and re-absorption of BAs, as well as gut microbiota-mediated
secondary BAs production25,26.

HDCA is well-known for its hypolipidemic effect and inhibition of
atherosclerotic lesion formation by decreasing intestinal cholesterol
absorption and increasing cholesterol efflux13–15. We found dietary
supplementation of HDCA efficiently ameliorated HFHS diet-induced
NAFLD and insulin resistance in mice. In addition, the ALT and AST
levels were also dramatically reduced after HDCA treatment, sug-
gesting the protective effect of HDCA on liver injury. Moreover,
because of the comparable levels of fecal TG and NEFA as well as
BODIPY and Oil Red O staining results between HFHS and HDCA
groups, the reduction of liver TG accumulation in HDCA-treated mice
wasnotdue to less lipid absorption. To reveal thepotentialmechanism
of the anti-NAFLD effect, proteomic and transcriptomic analysis of
liver tissue were performed. The results consistently showed HDCA
reversed HFHS-induced alteration of PPARα signaling pathway, sug-
gesting PPARα, themaster nuclear transcriptional factor that regulates
FAO in liver, might play an essential role in the anti-NAFLD effect of
HDCA. β-hydroxybutyrate is the main ketone body produced by the
hepatocytes through FAO27. Consistent with previous study28,29, HFHS
diet increased serum β-hydroxybutyrate level, and HDCA further
upregulated it. Thedivergent changes of nuclear PPARα, HMGCS2, and
β-hydroxybutyrate level might due to other transcription factors and
posttranslational modification of HMGCS2, and might be a compen-
satory response of the body. Furthermore, HDCA and THDCA are the
highest increased BAs in the liver and serum of mice with HDCA
intervention. Our results indicated that HDCA induced nuclear locali-
zation of PPARα both in vivo and in vitro, while THDCA has no such
effect, suggesting HDCA, but not its conjugated form, facilitated the
accumulation of nuclear PPARα.

PPARα is a key regulator in lipid metabolism and also plays a
critical role in the inflammatory response18,30. Numerous data
showed the expression of PPARα was altered during the develop-
ment of NAFLD and NASH both in animal models and in
patients31–35. The liver PPARα expression was negatively associated
with severity of steatosis, NASH, and fibrosis31. Whole-body

knockout of Pparα or hepatocyte-specific deletion of Pparα pro-
moted the development of NAFLD, suggesting Pparα is a potential
drug target of NAFLD/NASH36–38. Indeed, great efforts have been
invested in the discovery of PPARα agonists and several drugs
targeting PPARα are under clinical study39. Our results also showed
that the anti-NAFLD effect of HDCA was abolished in global Pparα
knockout mice, implying that Pparα is crucial for the effect of
HDCA. Notably, the function of PPARα is tissue-specific. Global
Pparα knockout mice are susceptable to NAFLD development, but
resistant to insulin resistance34,40, while hepatocyte-specific Pparα
knockout mice only partially phenocopy the phenotypes of global
Pparα deletion36–38,41. In contrast, intestine-specific Pparα knock-
out mice are protected against obesity and NAFLD42. Thus, we
constructed hepatocyte-specific Pparα knockout mice to investi-
gate the role of hepatic PPARα in HDCA intervention. The results
showed that the anti-NAFLD effect of HDCA was abolished by liver
PPARα deletion. Therefore, our findings demonstrated the
importance of liver PPARα in mediating the anti-NAFLD effect of
HDCA in mice.

The expression of PPARα gene is tightly regulated by various
physiological conditions including fasting, aging, and hormones18.
Many drugs, natural compounds, and endogenous functional pro-
teins have been reported to participate in hepatic fatty acid meta-
bolism by regulating the expression of PPARα43–45. In addition to
expression regulation, the activity of PPARα is also controlled by
natural and synthetic ligands including fatty acids and their
derivatives18, post-translational modification including phosphor-
ylation and ubiquitination46–48, and cofactor recruitment49,50. As a
nuclear transcription factor, nuclear localization is essential for
PPARα function, which is determined by the dynamic shuttling
balance between cytoplasm and nucleus. Previous studies have
shown that the nucleus-cytoplasm shuttling of PPARα is ligand-
dependent51. In addition, the ubiquitin ligase MuRF1 regulates car-
diac PPARα by enhancing nuclear export via monoubiquitination,
and MEK1 inhibits cardiac PPARα activity by direct interaction to
stimulate PPARα export from the nucleus52,53. However, the precise
regulation of PPARα subcellular localization in hepatocyte was not
fully understood, especially during the HDCA intervention. In our
study, we found that HDCA reduced PPARα nuclear export but not
its import. After inhibition of FXR, HDCA still induced the expres-
sion of FAO-related genes and the effect of HDCA on PPARα sub-
cellular localization was FXR-independent. Specifically, HDCA could
directly bind with RAN at Gly-5, Pro-49, and Val-51, and con-
sequencely inhibited the binding of RANwith CRM1, resulting in less
formation of RAN/CRM1/PPARα export heterotrimer. In this way,
HDCA stimulated nuclear localization of PPARα and enhanced
PPARα activity to regulate fatty acid oxidation (Fig. 8).

In conclusion, we uncover a mechanism underlying the anti-
NAFLD effect of HDCA by facilitating PPARα nuclear localization
via binding with RAN protein. Our study provides a therapeutic
strategy for NAFLD by targeting PPARα nucleus-cytoplasm shuttling
heterotrimer.

Fig. 5 | PPARα deficiency abolishes HDCA-mediated anti-NAFLD effect.
a–h Control groups of C57BL/6 wild-type mice and Pparα−/−−/− mice were fed with
HFHS for 12 weeks. HDCA groups of C57BL/6 wild-type mice and Pparα−/− mice
were fed with HFHS for 4 weeks and then supplemented with 0.625% HDCA in the
diet for another 8 weeks. a Schematic of HDCA intervention in HFHS-fed C57BL/6
wild type mice and Pparα−/− mice (n = 6 per group). Mouse element created with
BioRender.com. b Representative images of liver general appearance, H&E
staining (Scale bar, 625 μm and 100μm), and Oil Red O staining (Scale bar,
100μm). c–e Energy intake, body weight, and liver TG. f Steatosis score, inflam-
mation score, and NAFLD activity score. g Protein expressions of liver FABP1,
CPT2, and HMGCS2. h TNF-α, IL-6, IL-1β levels in the liver. i–p Control groups of
Pparαflox/flox and Pparαhep−/−mice were fed with HFHS for 12 weeks. HDCA groups of

Pparαflox/flox and Pparαhep−/−mice were fed with HFHS for 4 weeks and then sup-
plemented with 0.625% HDCA in the diet for another 8 weeks. i Schematic of
HDCA intervention in HFHS-fed Pparαflox/flox and Pparαhep−/− mice (n = 4 for Pparαflox/

flox Control /HDCA and Pparαhep−/−Control, n = 5 for Pparαhep−/−HDCA). Mouse and
syringe elements created with BioRender.com. j Representative images of liver
general appearance, H&E staining (Scale bar, 100μm and 625μm) and Oil Red O
staining (×400). k–m Energy intake, body weight, and liver TG. n Steatosis score,
inflammation score, and NAFLD activity score. o Protein expressions of liver
FABP1, CPT2, and HMGCS2. p TNF-α, IL-6, IL-1β levels in the liver. Data are pre-
sented as mean values ± SEM. Difference between groups were determined by
two-tailed Student’s t test. The average of protein expression in control group is
normalized as 100%. Source data are provided as a Source Data file.
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Fig. 6 |HDCA inhibits nuclear export ofPPARα in anFXR-independentmanner.
a Luciferase assay of HDCA on FXR activity in HEK293T cells (n=3). After 24h co-
transfection with pCMV-Script-hFXR and PGL4-Shp-TK firefly luciferase plasmids, fol-
lowed by continuous 6h starving in 1% FBS DMEM medium, the HEK293T cells were
exposed to DMSO or HDCA (20μMand 100μM) for 24h to test FXR activity. The left
panel was cell viability test, and the right panel was Luciferase assay on FXR activity.
Difference between groups were determined by one-way ANOVA test followed by
Tukey’s multiple comparison. bmRNA expressions of FXR downstream and fatty acid
oxidation related genes treated by FXR antagonist, Guggulsterone (20μM) with or
without HDCA (100μM) for 24h in AML12 cells (n=3). Difference between groups
were determined by unpaired two-tailed Student’s t test. c Immunofluorescence of
PPARα with Guggulsterone (20μM) and/or HDCA (100μM) treatment for 24h in
AML12 cells (Scale bar, 50μm) (Representative images are shown for each condition
from one of three biologically independent experiments.). d Immunofluorescence of

PPARα with Importazole (IPZ, 10μM), Leptomycin B (LMB, 10ng/μl), and/or HDCA
(100μM) treatment in AML12 cells. AML12 cells were pretreated with IPZ for 1 h and
then treated with HDCA for 24h or treated with LMB and HDCA combination for 24h
(Scalebar, 25μm).Differencebetweengroupsweredeterminedbyunpaired two-tailed
Student’s t test (Representative images are shown for each condition fromoneof three
biologically independent experiments.). e Total, nuclear, and cytoplasmic protein
levels of CRM1, RAN, and PPARα after HDCA treatment (100μM) for 24h in AML12
cells (n=3). Difference between groups were determined by unpaired two-tailed
Student’s t test. fTotal, nuclear, and cytoplasmicprotein levels ofCRM1andRAN in the
liver of mice treated as in Fig. 2a (n=6 per group). Difference between groups were
determined by one-way ANOVA test followed by Tukey’s multiple comparison. The
findings in a–b and e were confirmed in two independent experiments. Data are
presented as mean values±SEM. The average of gene and protein expression in
control group is normalized as 100%. Source data are provided as a Source Data file.

Article https://doi.org/10.1038/s41467-023-41061-8

Nature Communications |         (2023) 14:5451 10



Some limitations in the current study include,first, whetherHDCA
can compete with GTP/GDP to bind to RAN was not investigated.
Second, the exact molecular mechanism of how HDCA affects the
interaction of RAN and CRM1 was not revealed. Further investigations
on these aspects are warranted.

Methods
Clinical sample collection
Samples of NAFLD subjects were derived from a clinical study,
which was led by Shuguang Hospital affiliated to Shanghai University
of Traditional Chinese Medicine. The protocol was approved by
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Institutional Review Board of ShuguangHospital Affiliated to Shanghai
University of ChineseMedicine (No. 2017-548-31) and registered at the
Chinese Clinical Trial Registry (No. ChiCTR-IOR-17013491). The diag-
nostic criteria for NAFLD were referred to the Guidelines for the
Diagnosis and Treatment of Nonalcoholic Fatty Liver Disease (2010)
issued by Fatty liver and Alcoholic Liver Disease Group, Hepatology
Society of Chinese Medical Association. Healthy subjects were recrui-
ted from the Phase I clinical program of Good Clinical Practice Center
or the Physical Examination Center of Shanghai Shuguang Hospital,
which was conducted in accordance with the Declaration of Helsinki.
The protocol was approved by Institutional Review Board of Shuguang
Hospital Affiliated to Shanghai University of Chinese Medicine (No.
2019-662-17-01). Written informed consent was obtained from all
subjects. 34 NAFLD subjects (30 males and 4 females, ALT > 80, CAP
score > 300) and 24 healthy subjects (23 males and 1 female, ALT < 40,
CAP score < 235), aged 18-65 years old, were included in this study. The
baseline characteristics are detailed in Supplementary Table 1. The
inclusion and exclusion criteria for NAFLD patients and healthy sub-
jects are supplied in the supplementary material. Sex was not

considered in this study. The blood samples were drawn after fasting
12 h and serum samples were prepared and immediately frozen at
−80 °C.

Animal studies
All animal experimentswere conductedunder theGuidelines forAnimal
Experiment of Shanghai University of Traditional ChineseMedicine and
all animals received humane care according to the criteria outlined in
the Guide for the Care andUse of Laboratory Animals. Animal protocols
were approved by the Institutional Animal Ethics Committee of Shang-
hai University of Traditional Chinese Medicine (PZSHUTCM200417001,
PZSHUTCM200430002, and PZSHUTCM2306200001). Male C57BL/6
wild type mice and Pparα−/− mice were purchased from Vital River
Laboratory Animal Technology Co., Ltd. and Cyagen Biosciences (Suz-
hou) Inc., respectively. After 1 week acclimatization, all the mice were
maintained in specific-pathogen-free (SPF) environment under a 12 h
light/12 h dark cycle at 23°C–24°C with 60%± 10% relative humidity.
Each animal was checked for its suitability according to animal welfare
authorities before individual experiment.

Fig. 8 | A working model outlining the proposed mechanism. Under HFHS diet
condition, HDCA intervention ameliorates NAFLD by inhibiting the formation of
nucleus-cytoplasm shuttling heterotrimer, RAN/CRM1/PPARα, through direct

binding with RAN protein, resulting in increased nuclear localization of PPARα and
activated fatty acid oxidation. Created with BioRender.com.

Fig. 7 | HDCA directly binds with RAN to inhibit the formation of RAN/CRM1/
PPARα export heterotrimer. a Schematic showing steps for identifying HDCA-
binding proteins using microarrays fabricated with recombinant human proteins.
Created with BioRender.com. b Magnified image of Bio-HDCA binding to RAN,
CRM1, PPARα spots on the protein array. Z score and I mean ratio are shown.
cRepresentative western blots showing thermostable individual proteins following
indicated heat shocks in the presence (+) or absence (−) of HDCA (100μM) by
CETSA. Quantification of thermostable RAN from CETSA (n = 3 biologically inde-
pendent experiments). d Schematic showing interaction of HDCAwith RAN/CRM1/
PPARα export complex. e Co-IP assay of the association of CRM1/RAN and CRM1/
PPARα in the presence of 100 μM HDCA in AML12 cells. f Co-IP assay of the asso-
ciation of Flag-GFP-RAN and HA-GFP-PPARα, Flag-GFP-RAN and GFP-CRM1, HA-
GFP-PPARα and GFP-CRM1 in the presence of 100μM HDCA in HEK293T cells.

g Representative PLA images and duolink spot quantitation of PPARα/RAN, CRM1/
RAN and PPARα/CRM1 interactions in AML12 cells (Scale bar, 25μm). Representa-
tive images are shown for each condition from one of 3 biologically independent
experiments. The graph shows the average number of PLA signals per cell, n = 4–8
random fields of view (42–60 cells of each condition). h Molecular docking
between HDCA and RAN (RAN protein (gray), HDCA (blue), GLY-5 (green), PRO-49
(purple) and VAL-51 (pink)). i Co-IP assay of the association of Flag-GFP-RAN (G5A/
P49A/V51A) andGFP-CRM1 in thepresenceof 100μMHDCA (Gly-5, Pro-49, Val-51 of
RAN were all mutated to Ala). Experiments in e, f, and i were repeated indepen-
dently at least twice with similar results. Data are presented as mean values ± SEM.
Differences between groups were determined by unpaired two-tailed Student’s t
test. Source data are provided as a Source Data file.
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Animal experiment 1: NAFLD mice model after 24-week HFHS
diet feeding
Based on our preliminary observational experiment and other report54,
24 weeks of HFHS feeding was sufficient for generating a typical NAFLD
mouse model in C57BL/6 J mice. Thus, a total of 17 five-week-old male
C57BL/6 Jmice were randomly divided into two groups fed with a chow
diet (C2018, SYSEBIO) and normal water or an HFD (60% fat, D12492,
Research Diets) and supplemented with 30% sucrose in drinking water
(HFHS group) for 24 weeks. The two groups were defined as Control
(n = 8) and HFHS (n = 9) groups. Intraperitoneal glucose tolerance test
(ipGTT) and intraperitoneal insulin tolerance test (ipITT) were admini-
strated at the 22th and 23th week, respectively. The body weight and
dietary intake were monitored during the feeding period.

Animal experiment 2: the effect of HDCA in HFHS-fed C57BL/
6 J mice
Thedose forHDCA treatmentwas referred toprevious reports that the
effective concentration range ofHDCA for suppressing atherosclerosis
formation, reducing plasma cholesterol levels, and improving diabetes
in rodent animals is from 0.05 to 1.25% supplied in diet11,13–15,55,56. A
preliminary experimentwas conducted todetermine the dose effect of
HDCA on ameliorating NAFLD by using three doses of 1.25%, 0.625%,
and 0.3125% (H106315, Aladdin, 98% purity) supplied in the diet.
Finally, medium-dose HDCA (0.625%) was chosen in the formal
experiment. Additionally, based on our preliminary observational
experiment, the feeding duration of 12 weeks was chosen because 12-
week HFHS feeding is sufficient for inducing successful hepatic stea-
tosis based on the steatosis score and NAS, which is more applicable
for evaluating the anti-NAFLD effect of HDCA inmice compared to the
long term 24-week feeding. Then, a total of 18 five-week-oldmalemice
were randomly divided into two groups (control group n = 6, HFHS
group n = 12). Control group and HFHS group were fed with chow diet
or HFHSdiet for 12weeks (n = 6 per group). HDCA groupwere fedwith
HFHS diet for 4 weeks and then supplemented with 0.625% HDCA in
thediet for another 8weeks (n = 6).Thebodyweight anddietary intake
were monitored during the feeding period. ipGTT and ipITT were
administrated at the 11th and 12th week, respectively.

Animal experiment 3: the effect of HDCA in HFD-fed ob/obmice
A total of 10 five-week-old ob/ob C57BL/6 J male mice were fed with an
HFD diet with (n = 5) or without 1.25% HDCA (n = 5) for 8 weeks.

Animal experiment 4: the effect of HDCA in HFHS-fed
Pparα−/− mice
The control groups of wild-type mice (8-week-old, male, C57BL/6N)
and Pparα−/− mice (8-week-old, male, C57BL/6N) were fed with HFHS
for 12 weeks. HDCA groups of wild-type mice and Pparα−/− mice (8-
week-old, male) were fed with HFHS for 4 weeks and then supple-
mentedwith 0.625%HDCA inHFHSdiet for another 8weeks. The body
weight and dietary intake were monitored during the feeding period.

Animal experiment 5: the effect of HDCA in HFHS-fed
Pparαhep−/− mice
To obtain hepatocyte-specific Pparα-deficient or control mice,
Pparαflox/flox mice (8-week-old, male, C57BL/6 J)57 were injected with
AAV2/8-TBG-Cre or control virus AAV2/8-TBG-ZsGreen (Hanbio tech-
nology, Shanghai) via the tail vein, respectively. The mice were given
HFHS diet the same day they were injected with the virus. The control
groups of Pparαflox/flox and Pparαhep−/−mice were fed with HFHS for
12 weeks. HDCA groups of Pparαflox/flox and Pparαhep−/−mice were fed
with HFHS for 4 weeks and then supplemented with 0.625% HDCA in
the diet for another 8 weeks. The body weight and dietary intake were
monitored during the feeding period.

At the end of all the experiments, overnight fasted mice were
euthanized by deeply anesthetized with pentobarbital sodium

(100mg/kg, i.p.) followed by cervical dislocation. Tissues and intest-
inal content samples were harvested and immediately frozen at−80 °C
for further analysis.

ipGTT and ipITT
For the GTT, glucose (1 g/kg body weight) was administered via
intraperitoneal injection after overnight fasting. The glucose level of
tail vein was measured at 0, 15, 30, 60, 90, 120min after glucose load.
For the ITT, insulin (0.75 U/kg body weight) was administered via
intraperitoneal injection after 4 h fasting. The glucose level of the tail
vein was measured at 0, 15, 30, 60, 90, 120min after insulin load.
Roche ACCU-CHEK Performa was applied for blood glucose data
collection.

Serum biochemical assay, hepatic and fecal lipids, and inflam-
matory cytokines assay
The serum levels of triglycerides, total cholesterol, ALT, and AST were
measured according to the instructions of specific kits (Nanjing Jian-
cheng Bioengineering Institute, China). The level of fasting insulin was
measured by Insulin ELISA Assay (Merck Millipore, EZRMI-13K, USA).
The serum level of β-hydroxybutyrate was determined using β-
hydroxybutyrate test kit (MAK041, Sigma) according to the manu-
facturer’s protocol. Hepatic and fecal lipids were extracted according
to the optimized Folch method58. TC, TG, NEFA level was measured
with the instruction manual (Nanjing Jiancheng Bioengineering Insti-
tute, China). Hepatic TNF-α, IL-6, IL-1β were detected by Mlbio ELISA
kits (M1002095, M1063132, M1002293) following the manufacture’s
protocol.

Histopathological evaluation
Liver samples were fixed in 4% paraformaldehyde, embedded in par-
affin and sectioned (3μm thickness). The sections were subjected to
hematoxylin-eosin staining (H&E) staining and Sirius Red using stain-
ing standard procedures. Images were acquired by ImageScope (Leica
Biosystems Imaging, Inc., USA) or Digital slice scanner (3D Histech,
Pannoramic MIDI, Hungary). Liver pathology was scored by patholo-
gists according to NAFLD activity scoring system59. The scores com-
prised steatosis (0–3), lobular inflammation (0–3), and ballooning
(0–2) scores. Steatosis were graded based on the percentage of
involved hepatocytes, 0 (<5%), 1 (5–33%), 2 (34–66%), and 3 (>66%).
Inflammation was graded based on the number of inflammatory foci
per field (200×), 0 (no foci), 1 (<2 foci), 2 (2–4 foci), and 3 (>4 foci).
Ballooning was scored as 0 (none), 1 (few balloon cells), 2 (many bal-
loon cells).

Oil Red O staining
The liver and ileum tissue fixed in 4% paraformaldehyde for 4 h were
dehydrated for another 24 h and embedded in a frozen medium. The
slices (8μm) were stained with freshly prepared Oil Red O dye (D027,
Nanjing Jiancheng Bioengineering) following the manufacturer’s pro-
tocol. The red lipid droplets were imaged using Digital slice scanner
(3D Histech, Pannoramic MIDI, Hungary).

BODIPY gavage
Theovernight fastedmicewere gavagedwith anolive-oil-infusedbolus
of fluorescent-labeled fatty acid BODIPYdye (2μg/gBODIPY™ 500/510
C1, C12, Thermo Fisher, D3828) (10μl/g mouse) and harvested 2 hours
later. Jejunum sections were flash-frozen with OCT and then stained
with DAPI. Slides were imaged using Digital slice scanner (3D Histech,
Pannoramic MIDI, Hungary).

TUNEL staining
Samples of liver or ileum were fixed in 4% paraformaldehyde,
embedded in paraffin, and sectioned (3-μm thickness). The sections
were subjected to TUNEL staining using staining standard procedures
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(Roche, 1168475910). ImageswereacquiredbyDigital slice scanner (3D
Histech, Pannoramic MIDI, Hungary).

Quantitative analysis of BAs
BAs quantification was performed by Metabo-Profile Biotechnology
(Shanghai) Co., LTD. All of the bile acids standardswere synthesizedby
Metabo-Profile lab or obtained from Steraloids Inc. (Newport, RI, USA)
and TRC Chemicals (Toronto, ON, Canada). For serum pretreatment,
20μL sample serum was added to the 180μL acetonitrile/methanol
(v/v = 80:20)mixed solvent containing 10μL internal standard into the
96-well plate. After shaking for 20min at 200 × g, centrifugation was
performed, and the supernatant was transferred to a microcentrifuge
tube for freeze-drying. The dried samples were redissolved with 1:1
acetonitrile/methanol (v/v = 80:20) andultrapurewater, centrifuged at
4 °C for 20min. The supernatantwas transferred to a96-well plate, and
the injection volumewas 5μL. For tissue and intestinal contents: 10mg
of samples were weighted and homogenized with 180μL acetonitrile/
methanol (v/v = 80:20) mixed solvent containing 10μL internal stan-
dard. After centrifugation for 20min at 15,000× g at 4 °C, the super-
natant was transferred to 96-well plate and freeze-dried. After drying,
the powders of actual samples, standard samples, and quality control
samples were redissolved with 1:1 acetonitrile/methanol (v/v = 80:20)
and ultrapure water, centrifuged at 15,000 × g at 4 °C for 20min. The
supernatant was transferred to a 96-well plate for UPLC/TQ-MS ana-
lysis with a volume of 5μL. All the samples were run in a randomized
order tominimize systematic analytical errors and pooled with quality
control samples. The peak annotation and quantification were per-
formed by MassLynx v4.1 and TargetLynx V4.1 (Waters Corp.,
Milford, MA, USA).

RNA sequencing analysis
RNA sequencing analysis was performed according to our previous
publishedmethods60. Briefly, total RNAwas extractedby TRIzolmethod
from frozen liver tissue. The library was constructed and sequenced by
Shanghai Majorbio Bio-pharm Technology Co., Ltd. TruSeqTM RNA
Sample Preparation Kit (Illmina, San Diego, CA) was used to construct
RNA libraries. The high-throughput sequencing was performed via Illu-
mina HiSeq XTEN/NovaSeq 6000 squencer (2 × 150bp read length).
SeqPrep (https://github.com/jstjohn/SeqPrep) andSickle (https://github
.com/najoshi/Sickle) were applied to trim and quality. Then clean reads
were separately aligned to reference genome with orientation mode
using HISAT2 (http://ccb.jhu.edu/software/hisat2/index. shtml)61 soft-
ware. The mapped reads of each sample were assembled by StringTie
(https://ccb.jhu.edu/software/stringtie/index.shtml?t=example) in a
reference-basedapproach62. Theexpressionof eachgenewas calculated
according to Fragments Per Kilobases per Million reads63. RSEM (http://
deweylab.biostat.wisc.edu/rsem/) was used to quantify gene abun-
dances. The differential expression analysis was performed using the
DESeq264. DEGs with |log2FC| > 1 and P adjust value ≤0.05 were con-
sidered to be significantly different expressed genes. The data were
analyzed on the online platform of Majorbio Cloud Platform (www.
majorbio.com).

Proteomics analysis
The quantitative proteomics analysis was performed at the Shanghai
Institute of Materia Medica, Chinese Academy of Sciences65. Mouse
liver tissues were lysed in SDT lysis buffer. The lysates were homo-
genizedwith sonication, denatured, and reduced at 95 °C for 5min and
then centrifuged at 12,000× g for 25min. The supernatants were col-
lected and further quantified by a Bradford assay. Peptides were pre-
pared following the Filter Assisted Sample Preparation procedure.

Peptide labeling was conducted with TMT 10-plex reagents
according to the manufacturer’s protocol (Thermo Fisher Scientific).
To increase the depth of protein identification, high-pH reverse-phase
liquid chromatography was used for peptide fractionation. The

peptides were separated using a Waters reversed phase XBridge BEH
C18 column (150× 2.1mm, 3.5μm) at a flow rate of 0.2mL/min using
Agilent 1200 HPLC systems.

The proteome analysis was performed on an Orbitrap
Q-Exactive (Thermo Fisher Scientific) platform connected to an
online nanoflow EASY nLC1200 HPLC system (Thermo Fisher Sci-
entific). Peptides were loaded on a self-packed column (75 μm×
150mm, 3 μm ReproSil-Pur C18 beads, Dr. Maisch GmbH, Ammer-
buch, Germany) and separated with a 120min gradient for each
sample at a flow rate of 300 nL/min. A homemade column oven
maintained the column temperature at 50 °C. A data-dependent
acquisition MS method was used, in which one full scan
(350–1700m/z, R = 120,000 at 200m/z) at a target of 3 × 106 ions
was first performed, followed by top 20 data-dependent MS/MS
scans with higher-energy collisional dissociation (HCD) at a reso-
lution of 60,000 at 200m/z. Other instrument parameters were set
as follows: 32% normalized collision energy (NCE), 1 × 105 AGC tar-
get, 120ms maximum injection time, 1.0m/z isolation window.

Raw mass spectrometry data were processed using Maxquant
1.6.5.0 (Thermo Scientific) against the human Uniprot database, with a
false-discovery rater (FDR) < 0.01 at the level of proteins and peptides.
Further bioinformatics analysis was conducted in DAVID (https://
david.ncifcrf.gov) for Kyoto Encyclopedia of Genes and Genomes
(KEGG) analysis. The fold changes >1.2 with p values < 0.05 were con-
sidered as a cutoff for differential proteins.

Cell culture and treatment
AML12 (alpha mouse liver-12) hepatocytes were purchased from
National Collection of Authenticated Cell Cultures (SCSP-550) and
cultured in DMEM/F-12 medium (Meilunbio, PWL107, China) sup-
plemented with 10% fetal bovine serum, 1% ITS (10 µg/ml insulin,
5.5 µg/ml transferrin, 5 ng/ml selenium), 40 ng/ml dexamethasone
and 1% penicillin-streptomycin, at 37 °C, 5% CO2. RAW264.7 (a
mouse macrophage cell line) (ATCC, TIB-71) and HEK293T (ATCC,
CRL3216) were cultured in DMEM (Meilunbio, PWL0212, China)
containing 10% fetal bovine serum (FBS), 1% penicillin-streptomy-
cin, at 37 °C, 5% CO2. No commonly misidentified cell line was used
in this study. All the cell lines were routinely tested negative for
mycoplasma contamination.

Protein isolation and western bolting
Liver tissues and cell sample lysates were prepared by RIPA buffer
supplemented with 1mM PMSF and phosphatase inhibitors. The
protein concentration was measured by BCA Protein Quantification
Kit (20201ES90, Yeasen Biotechnology, Shanghai, China). Specifi-
cally, the nuclear protein was acquired by aNuclear and Cytoplasmic
Protein Extraction kit (Beyotime Institute of Biotechnology,
Shanghai, China). Proteins were separated by SDS-PAGE electro-
phoresis and transferred to PVDF membranes. Membranes were
then probed with anti-PPAR alpha (Abcam, ab126285, ab215270,
1:1000 for WB), anti-CD36 (Abcam, ab133625, 1:1000 for WB), anti-
FABP1 (Proteintech, 13626-1-AP, 1:1000 for WB), anti-CPT1A (D3B3)
(Cell singaling, 12252 S, 1:1000 for WB), anti-CPT2 (Proteintech,
26555-1-AP, 1:1000 for WB), anti-HMGCS2 (Cell singaling, 20940 S,
1:1000 for WB), anti-NF-κB p65 (Cell singaling, 8242 S, 1:1000 for
WB), anti-Phospho-NF-κB p65 (Ser536) (Cell singaling, 3033 S,
1:1000 for WB), anti-CRM1 (Santa Cruz Biotechnology, sc-74454,
1:500 forWB), anti-RAN (Santa Cruz Biotechnology, sc-271376, 1:500
for WB), anti-Lamin B1 (Abcam, ab229025, 1:1000 for WB), anti-
GAPDH (Proteintech, 60004-1-Ig, 1:5000 for WB), anti-β-Actin (Cell
singaling, 4970, 1:1000 forWB), anti-FLAG (Sigma, F1804, 1:1000 for
WB), anti-HA (Proteintech, 51064-2-AP, 1:1000 for WB) antibodies
followed by incubation with HRP-conjugated secondary antibodies
(CST, 7076, 1:5000 for WB) (ABclonal, AS014, 1:5000 for WB). The
signals were detected by chemiluminescence using the Amersham
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Imager 600 (GE, USA). All the unprocessed scans of bands were
supplied in Source Data file or Supplementary information.

Real-time quantitative PCR
Total RNAwas extractedwith Trizol reagent (15596018, Thermo Fisher
Scientific) from cells or tissues. cDNA was synthesized by the High
Capacity cDNA Reverse Transcription Kit (KR118-02, TIANGEN). Then,
quantitative PCR (qPCR) was carried out using the SYBR Green Master
Mix (11201ES03, Yeasen Biotechnology, Shanghai, China) according to
the manufacturer’s instructions. The primers were synthesized by
BioSune Biotechnology (Shanghai) Co., LTD, and primer sequences of
the genes are listed in Supplementary Table 2.

Immunofluorescence
The cells were fixed with 4% paraformaldehyde solution for 15 min
and rinsed twice by PBS, then permeabilized with 0.5% Triton X-100
(ST797, Beyotime) at room temperature followed by PBS washing
for twice. After washing, the cells were further incubated with 10%
donkey serum (Jackson Immuno Research, USA) for 1 h to block
non-specific antibody binding, then incubated with primary anti-
bodies to PPARα (Abcam, 126285, 1:100) and subsequently incu-
bated with ABflo® 594-conjugated Goat Anti-Rabbit IgG (H + L)
(ABclonal, AS039, 1:100) for 1 h. After incubating with DAPI (P0131,
Beyotime) for 10min, images were directly captured using confocal
microscopy (Leica, TCS SP8).

Samples of the liver were fixed in 4% paraformaldehyde, embed-
ded in paraffin, and sectioned (3μm thickness). The sections were
subjected to immunohistochemistry staining using standard proce-
dures. The samples were incubated with primary antibodies to PPARα
(Abcam, 215270, 1:100) overnight and subsequently incubated with
ABflo® 488-conjugated Goat Anti-Rabbit IgG (H+ L) (ABclonal, AS053,
1:100) for 50min. After incubating with DAPI for 10min, images were
acquired by fluorescent microscope (NIKON ECLIPSE C1, Japan).

Luciferase reporter gene assays
After 24 h co-transfection with pCMV-Script-hFXR and PGL4-Shp-TK
firefly luciferase plasmids66, followed by continuous 6 h 1% FBS DMEM
medium, the HEK293T cells were exposed to DMSO or different con-
centration of HDCA (20μM and 100μM) for 24h to test FXR activity.
Cell activity assays and luciferase assays were then performed by
CellTiter-Blue Reagent (G8080, Promega) and Firefly-Glo Luciferase
Reaction (MA0519, Meilunbio), respectively. Data were collected by
SpectraMax M5e (Molecular Devices, USA).

Human proteome microarray
The HuProtTM 20K Human Proteome Microarrays (CDI Laboratories,
Baltimore, MD) were used in this study. The experiments were per-
formed byWayen Biotechnologies (Shanghai, China) according to the
following procedure. Briefly, proteomemicroarrays were blockedwith
blocking buffer (5% BSA in 0.1% Tween 20, PBST) for 1 h at room
temperature with gentle agitation. Biotin-HDCA and biotin were dilu-
ted to 100μM inPBST and incubated onproteomemicroarray at room
temperature for 1 h (Biotin-HDCA was synthesized by Xi’an Ruixi Bio-
logical Technology Co., Ltd). After washing with PBST three times,
microarray was incubated with 0.1% Cy5-Streptavidn solution for
20min at room temperature in the dark, followed by three 5-min
washes in PBST. The microarray was spun dry at 100 × g for 2min and
scanned with GenePixTM 4000B (Axon Instruments, CA). GenePixTM
Pro v6.0 was used for data analysis. The median fluorescence signal at
each site (F635_Median) was divided by the background (B635_Med-
ian) for data analysis, that is, original signal strength (I) = F635_Median/
B635_Median. The median and SD of I were calculated to obtain the
corrected data Z Score (corrected signal strength) for each site.
Proteins with a Z Score greater than 2.8 were those that bind to HDCA.

The mean value (I mean) represents the mean value of the original
signal strength of each protein. I Mean Ratio is the ratio between the
Biotin-HDCA group and Biotin group. To call the candidates, the cutoff
was set as a P value ≤0.05 and I mean ratio≥ 1.4.

Cellular thermal shift assay (CETSA)
AML12 cells were treated with DMSO or 100μM HDCA for 1 h and
washed with PBS. The cell pellets were resuspended in 1mL PBS with
protease inhibitor. Cells were divided into 100 μl aliquots and heated
with a thermal gradient from 40 °C to 65 °C for 3min. After freeze-
thawing three timeswith liquidnitrogen, the supernatantwas acquired
by centrifugation at 2000× g for 10min at 4 °C, followed by Western
blotting.

Co-immunoprecipitation (Co-IP)
All the GFP/Flag/HA-tagged plasmids (HA_PPARα_pcDNA3.1(+)-C-
eGFP, FLAG_RAN_pcDNA3.1(+)-N-eGFP, CRM1_pcDNA3.1(+)-N-eGFP,
G5A/P49A/ V51A-FLAG_RAN_pcDNA3.1(+)-N-eGFP) were produced and
sequencing confirmed by GenScript (Nanjing, China). Co-IP was per-
formed following the protocol of Co-immunoprecipitation Kit
(10007D, invitrogen). The equilibrated beads were incubated with the
Flag antibody (Sigma-Aldrich, F1804, 1:50 for IP), HA antibody (Pro-
teintech, 51064-2-AP, 1:50 for IP), CRM1 antibody (Santa Cruz Bio-
technology, sc-74454, 1:25 for IP) or Control IgG antibody (Rabbit
Control IgG ABclonal, AC005, 1:100 for IP, Mouse Control IgG ABclo-
nal, AC011, 1:100 for IP) at room temperature for 30min and then
incubated with the protein extracts at 4 °C overnight. The magnetic
beads were collected by magnetic separator. All the non-specifically
bounded proteins were removed by wash buffer. The bounded pro-
teins were eluted from the beads with elution buffer for 10min at
70 °C, then followed by Western blotting analysis.

Duolink PLA
The AML12 cells were treated with 100μM HDCA or DMSO for 24 h.
Duolink PLAwasperformed according to the protocol of Duolink® PLA
(DUO092101, Sigma-Aldrich). The primary antibodies are anti-PPARα
(Proteintech, 15540-1-AP, 1:25), anti-CRM1 (Santa Cruz Biotechnolog,
sc-74454, 1:10), anti-CRM1 (ABclonal, A19625, 1:10), anti-RAN (Santa
Cruz Biotechnolog, sc-271376, 1:20).

Molecular docking
Docking analysis was carried out by Swiss-Dock software from the
Swiss Institute of Bioinformatics (http://www.swissdock.ch/)67, with
default parameters. The Protein structure of GTP-binding nuclear
protein RAN (UniProt: P62827) was chosen as a target using the target
selection tab in Swiss-Dock, and the HDCA (PubChem CID: 5283820)
structure was uploaded using the ligand molecular selection tab in
Swiss-Dock. PyMOL software (version: 2.5.2) was applied for analysis of
the interaction of residues between RAN and HDCA.

Statistical analysis
Except for RNA sequencing and proteomics, most of the plots were
generated by GraphPad Prism 9.0 (GraphPad Software, San Diego,
USA). The differential analysis was performed using the two-tailed
Student’s t test, Kruskal–Wallis test, Mann–Whitney U, two-sided
Fisher’s exact test, or one-way ANOVA followed by Tukey’s multi-
ple comparison in the Graphpad Prism 9.0. Correlations between
BA and phenotype were performed using SPSS 21.0 or Graphpad
Prism 9.0. All data are expressed as mean ± standard error of mean
(SEM) unless otherwise noted. Significance was set at p < 0.05.

Reporting summary
Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.
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Data availability
The mass spectrometry proteomics data have been deposited to the
ProteomeXchange Consortium68 via the iProX partner repository69,70

with thedataset identifier PXD044613. RNA sequencingdatahavebeen
deposited in Genome Sequence Archive (GSA)71,72 under the accession
code CRA012267. Human proteome microarray data have been
deposited in GEO database under the accession code GSE241065. The
protein structure of RAN was obtained from the human Uniprot
database (UniProt: P62827). 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. Younossi, Z. M. Non-alcoholic fatty liver disease—a global public

health perspective. J. Hepatol. 70, 531–544 (2019).
3. Younossi, Z. et al. Global perspectives on nonalcoholic fatty liver

disease and nonalcoholic steatohepatitis. Hepatology 69,
2672–2682 (2019).

4. Nimer, N. et al. Bile acids profile, histopathological indices and
genetic variants for non-alcoholic fatty liver disease progression.
Metabolism 116, 154457 (2021).

5. Jiao, N. et al. Suppressed hepatic bile acid signalling despite ele-
vatedproductionof primary and secondary bile acids inNAFLD.Gut
67, 1881–1891 (2018).

6. Perino, A., Demagny, H., Velazquez-Villegas, L. & Schoonjans, K.
Molecular physiology of bile acid signaling in health, disease, and
aging. Physiol. Rev. 101, 683–731 (2021).

7. Gottlieb, A. & Canbay, A. Why bile acids are so important in non-
alcoholic fatty liverdisease (NAFLD)progression.Cells8, 1358 (2019).

8. Chavez-Talavera, O., Tailleux, A., Lefebvre, P. & Staels, B. Bile acid
control ofmetabolism and inflammation in obesity, type 2 diabetes,
dyslipidemia, andnonalcoholic fatty liver disease.Gastroenterology
152, 1679–1694.e1673 (2017).

9. Spinelli, V. et al. Influence of Roux-en-Y gastric bypass on plasma
bile acid profiles: a comparative study between rats, pigs and
humans. Int J. Obes. 40, 1260–1267 (2016).

10. Makki, K. et al. 6 alpha-hydroxylated bile acids mediate
TGR5 signalling to improve glucose metabolism upon dietary fiber
supplementation in mice. Gut 72, 314–324 (2022).

11. Zheng, X. et al. Hyocholic acid species improve glucose home-
ostasis through a distinct TGR5 and FXR signaling mechanism.Cell
Metab. 33, 791–803.e797 (2021).

12. Zheng, X. et al. Hyocholic acid species as novel biomarkers for
metabolic disorders. Nat. Commun. 12, 1487 (2021).

13. Watanabe, S. & Fujita, K. Dietary hyodeoxycholic acid exerts hypo-
lipidemic effects by reducing farnesoid X receptor antagonist bile
acids in mouse enterohepatic tissues. Lipids 49, 963–973 (2014).

14. Shih, D. M. et al. Hyodeoxycholic acid improves HDL function and
inhibits atherosclerotic lesion formation in LDLR-knockout mice.
FASEB J. 27, 3805–3817 (2013).

15. Cohen-Solal, C., Parquet, M., Férézou, J., Sérougne, C. & Lutton, C.
Effects of hyodeoxycholic acid and alpha-hyocholic acid, two 6
alpha-hydroxylated bile acids, on cholesterol and bile acid
metabolism in the hamster. Biochim. Biophys. Acta 1257, 189–197
(1995).

16. Singhal, A. K. et al. Prevention of cholesterol-induced gallstones by
hyodeoxycholic acid in the prairie dog. J. Lipid Res. 25, 539–549
(1984).

17. Konerman, M. A., Jones, J. C. & Harrison, S. A. Pharmacotherapy for
NASH: current and emerging. J. Hepatol. 68, 362–375 (2018).

18. Bougarne, N. et al. Molecular Actions of PPARalpha in Lipid Meta-
bolism and Inflammation. Endocr. Rev. 39, 760–802 (2018).

19. Sekimoto, T. & Yoneda, Y. Intrinsic and extrinsic negative regulators
of nuclear protein transport processes. Genes Cells 17, 525–535
(2012).

20. Kehlenbach, R. H., Dickmanns, A. & Gerace, L. Nucleocytoplasmic
shuttling factors including Ran andCRM1mediate nuclear export of
NFAT In vitro. J. Cell Biol. 141, 863–874 (1998).

21. Stade, K., Ford, C. S., Guthrie, C. & Weis, K. Exportin 1 (Crm1p) is an
essential nuclear export factor. Cell 90, 1041–1050 (1997).

22. Umemoto, T. & Fujiki, Y. Ligand-dependent nucleo-cytoplasmic
shuttling of peroxisome proliferator-activated receptors, PPAR-
alpha and PPARgamma. Genes Cells 17, 576–596 (2012).

23. Liang,W. et al. Establishment of ageneral NAFLD scoring system for
rodent models and comparison to human liver pathology. PLoS
One 9, e115922 (2014).

24. Tang, Y. et al. Turnover of bile acids in liver, serum and caecal
content by high-fat diet feeding affects hepatic steatosis in rats.
Biochim. Biophys. Acta Mol. Cell Biol. Lipids 1864, 1293–1304
(2019).

25. Wahlström, A., Sayin, S. I., Marschall, H. U. & Bäckhed, F. Intestinal
Crosstalk between Bile Acids andMicrobiota and Its Impact onHost
Metabolism. Cell Metab. 24, 41–50 (2016).

26. Jia, W., Xie, G. & Jia, W. Bile acid-microbiota crosstalk in gastro-
intestinal inflammation andcarcinogenesis.Nat. Rev.Gastroenterol.
Hepatol. 15, 111–128 (2018).

27. Jenkins, D. J. Ketone bodies and the inhibition of free-fatty-acid
release. Lancet 2, 338–340 (1967).

28. d’Avignon, D. A. et al. Hepatic ketogenic insufficiency reprograms
hepatic glycogen metabolism and the lipidome. JCI Insight 3,
e99762 (2018).

29. Sunny, N. E. et al. Progressive adaptation of hepatic ketogenesis in
mice fed a high-fat diet. Am. J. Physiol. Endocrinol. Metab. 298,
E1226–E1235 (2010).

30. Pawlak, M., Lefebvre, P. & Staels, B. Molecular mechanism of
PPARalpha action and its impact on lipidmetabolism, inflammation
and fibrosis in non-alcoholic fatty liver disease. J. Hepatol. 62,
720–733 (2015).

31. Francque, S. et al. PPARalpha gene expression correlates with
severity and histological treatment response in patients with non-
alcoholic steatohepatitis. J. Hepatol. 63, 164–173 (2015).

32. Abdelmegeed, M. A. et al. PPARalpha expression protects male
mice from high fat-induced nonalcoholic fatty liver. J. Nutr. 141,
603–610 (2011).

33. Kallwitz, E. R., McLachlan, A. & Cotler, S. J. Role of peroxisome
proliferators-activated receptors in the pathogenesis and treatment
of nonalcoholic fatty liver disease. World J. Gastroenterol. 14,
22–28 (2008).

34. Ip, E. et al. Central role of PPARalpha-dependent hepatic lipid
turnover in dietary steatohepatitis in mice. Hepatology 38,
123–132 (2003).

35. Cui, S. et al. Silybin alleviates hepatic lipid accumulation in
methionine-choline deficient diet-induced nonalcoholic fatty liver
disease in mice via peroxisome proliferator-activated receptor α.
Chin. J. Nat. Med. 19, 401–411 (2021).

36. Regnier, M. et al. Hepatocyte-specific deletion of Pparalpha
promotes NAFLD in the context of obesity. Sci. Rep. 10, 6489
(2020).

37. Stec, D. E. et al. Loss of hepatic PPARalpha promotes inflammation
and serum hyperlipidemia in diet-induced obesity. Am. J. Physiol.
Regul. Integr. Comp. Physiol. 317, R733–R745 (2019).

38. Montagner, A. et al. Liver PPARalpha is crucial for whole-body fatty
acid homeostasis and is protective against NAFLD. Gut 65,
1202–1214 (2016).

39. Konerman, M. A., Jones, J. C. & Harrison, S. A. Corrigendum to
“pharmacotherapy for NASH: current and emerging” [J Hepatol 68
(2017) 362-375]. J. Hepatol. 68, 1337 (2018).

40. Guerre-Millo, M. et al. PPAR-alpha-null mice are protected from
high-fat diet-induced insulin resistance. Diabetes 50, 2809–2814
(2001).

Article https://doi.org/10.1038/s41467-023-41061-8

Nature Communications |         (2023) 14:5451 16

https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE241065


41. Brocker, C. N. et al. Extrahepatic PPARalpha modulates fatty acid
oxidation and attenuates fasting-induced hepatosteatosis in mice.
J. Lipid Res. 59, 2140–2152 (2018).

42. Yan, T. et al. Intestinal peroxisome proliferator-activated receptor
alpha-fatty acid-binding protein 1 axis modulates nonalcoholic
steatohepatitis. Hepatology 77, 239–255 (2022).

43. Zhang, X. et al. Naringin improves lipid metabolism in a tissue-
engineered liver model of NAFLD and the underlying mechanisms.
Life Sci. 277, 119487 (2021).

44. Tian, Y. et al. Magnolol alleviates inflammatory responses and lipid
accumulation by AMP-activated protein kinase-dependent peroxi-
some proliferator-activated receptor alpha activation. Front Immu-
nol. 9, 147 (2018).

45. Yang, Z. et al. CRISPR-mediated BMP9 ablation promotes liver
steatosis via the down-regulation of PPARalpha expression. Sci.
Adv. 6, eabc5022 (2020).

46. Zhao, Z. et al. Hepatic PPARalpha function is controlled by poly-
ubiquitination and proteasome-mediated degradation through the
coordinated actions of PAQR3 and HUWE1. Hepatology 68,
289–303 (2018).

47. Blanquart, C. et al. Theprotein kinaseC signalingpathway regulates
a molecular switch between transactivation and transrepression
activity of the peroxisome proliferator-activated receptor alpha.
Mol. Endocrinol. 18, 1906–1918 (2004).

48. Blanquart, C., Barbier, O., Fruchart, J. C., Staels, B. & Glineur, C.
Peroxisome proliferator-activated receptor alpha (PPARalpha)
turnover by the ubiquitin-proteasome system controls the ligand-
induced expression level of its target genes. J. Biol. Chem. 277,
37254–37259 (2002).

49. Kim, K., Pyo, S. & Um, S. H. S6 kinase 2 deficiency enhances ketone
body production and increases peroxisome proliferator-activated
receptor alpha activity in the liver. Hepatology 55, 1727–1737
(2012).

50. Viswakarma, N. et al. Coactivators in PPAR-regulated gene expres-
sion. PPAR Res. 2010, 250126 (2010).

51. Ziamajidi, N. et al. Amelioration by chicory seed extract of diabetes-
and oleic acid-induced non-alcoholic fatty liver disease (NAFLD)/
non-alcoholic steatohepatitis (NASH) via modulation of PPARalpha
and SREBP-1. Food Chem. Toxicol. 58, 198–209 (2013).

52. Rodriguez, J. E. et al. The ubiquitin ligase MuRF1 regulates PPAR-
alpha activity in the heart by enhancing nuclear export via mono-
ubiquitination. Mol. Cell Endocrinol. 413, 36–48 (2015).

53. el Azzouzi, H. et al. MEK1 inhibits cardiac PPARalpha activity by
direct interaction and prevents its nuclear localization. PLoS One 7,
e36799 (2012).

54. Asgharpour, A. et al. A diet-induced animal model of non-alcoholic
fatty liver disease and hepatocellular cancer. J. Hepatol. 65,
579–588 (2016).

55. Sehayek, E. et al. Hyodeoxycholic acid efficiently suppresses
atherosclerosis formation and plasma cholesterol levels in mice. J.
Lipid Res. 42, 1250–1256 (2001).

56. Makki, K. et al. 6α-hydroxylated bile acids mediate TGR5 signalling
to improve glucose metabolism upon dietary fiber supplementa-
tion in mice. Gut 72, 314–324 (2023).

57. Brocker, C. N. et al. Hepatocyte-specific PPARA expression exclu-
sively promotes agonist-induced cell proliferation without influ-
ence from nonparenchymal cells. Am. J. Physiol. Gastrointest. Liver
Physiol. 312, G283–g299 (2017).

58. Folch, J., Lees, M., Sloane & Stanley, G. H. A simple method for the
isolation and purification of total lipides from animal tissues. J. Biol.
Chem. 226, 497–509 (1957).

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

60. Ma, J. et al. Gut microbiota remodeling reverses aging-
associated inflammation and dysregulation of systemic bile
acid homeostasis in mice sex-specifically. Gut Microbes 11,
1450–1474 (2020).

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

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

63. Li, B. & Dewey, C. N. RSEM: accurate transcript quantification from
RNA-Seq data with or without a reference genome. BMC Bioinfor-
matics 12, 323 (2011).

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

65. Huang, H. et al. The active constituent from gynostemma penta-
phyllumprevents liver fibrosis through regulation of the TGF-beta1/
NDRG2/MAPK Axis. Front. Genet. 11, 594824 (2020).

66. Sun, L. et al. Gut microbiota and intestinal FXR mediate the clinical
benefits of metformin. Nat. Med. 24, 1919–1929 (2018).

67. Grosdidier, A., Zoete, V. & Michielin, O. SwissDock, a protein-small
molecule docking web service based on EADock DSS. Nucleic
Acids Res 39, W270–W277 (2011).

68. Deutsch, E. W. et al. The ProteomeXchange consortium at 10 years:
2023 update. Nucleic Acids Res. 51, D1539–d1548 (2023).

69. Ma, J. et al. iProX: an integrated proteome resource. Nucleic Acids
Res. 47, D1211–d1217 (2019).

70. Chen, T. et al. iProX in 2021: connecting proteomics data sharing
with big data. Nucleic Acids Res. 50, D1522–d1527 (2022).

71. Chen, T. et al. The genome sequence archive family: toward
explosive data growth and diverse data types. Genomics Pro-
teomics Bioinformatics 19, 578–583 (2021).

72. Database resources of the national genomics data center, china
national center for bioinformation in 2022. Nucleic Acids Res. 50,
D27–d38 (2022).

Acknowledgements
We sincerely acknowledge Professor Hu Zhou and his laboratory
members (Shanghai Institute of Materia Medica Chinese Academy of
Sciences) for their help in the proteomics analysis. This work was
supported by the National Natural Science Foundation of China
(U21A20413 to H.L., 82273624 to L.S.), Clinical Research Plan of
SHDC (SHDC2020CR2049B to Y.H.), Natural Science Foundation of
Shanghai (20ZR1453900 to L.S.), Shanghai Excellent Academic
Leaders Program (21XD1403500 to H.L.), National Natural Science
Foundation of China (82222071 to C.X.), SIMM-SHUTCM Traditional
Chinese Medicine Innovation Joint Research Program (2022,
E2G807H to C.X. and Y.H.) and Shanghai Municipal Science and
Technology Major Project (C.X.).

Author contributions
J.Z. and X.H. performed most experiments, and data analysis, and
drafted the manuscript. X.G., Y. Hong, W.Z., J.Y., Yi. L., Ya. L., N.Z.,
Y.B., H.W., J.M., W.H., and Z.L. helped with animal experiments and
data analysis. Q.L. and Y.Z. involved in the clinical sample collection.
Y. Lyu was responsible for RNA sequence analysis. X.K. guided the
PLA experiment. W.J. helped in the study design. C.X. guided the
animal experiments and mechanistic study. Y. Hu designed the clin-
ical trial. L.S. is involved in the study design, project management,
and manuscript writing. H.L. supervised the project and revised the
manuscript. H.L. was the lead contact for the study.

Competing interests
The authors declared no competing interests.

Article https://doi.org/10.1038/s41467-023-41061-8

Nature Communications |         (2023) 14:5451 17



Additional information
Supplementary information The online version contains
supplementary material available at
https://doi.org/10.1038/s41467-023-41061-8.

Correspondence and requests for materials should be addressed to
Cen Xie, Yiyang Hu, Lili Sheng or Houkai Li.

Peer review information Nature Communications thanks Alexandra
Montagner, Yubo Li, and the other, anonymous, reviewer(s) for their
contribution to thepeer reviewof thiswork. Apeer reviewfile 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/s41467-023-41061-8

Nature Communications |         (2023) 14:5451 18

https://doi.org/10.1038/s41467-023-41061-8
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Hyodeoxycholic acid ameliorates nonalcoholic fatty liver disease by inhibiting RAN-mediated PPARα nucleus-cytoplasm shuttling
	Results
	Serum HDCA is reduced in patients with NAFLD
	HDCA supplementation ameliorates NAFLD in mice
	HDCA activates fatty acid oxidation pathway in hepatocytes
	The anti-NAFLD effect of HDCA is hepatic PPARα-dependent
	HDCA inhibits nuclear export of PPARα in an FXR-independent manner
	HDCA directly binds with RAN protein to inhibit the formation of nucleus-cytoplasm shuttling heterotrimer, RAN/CRM1/PPARα

	Discussion
	Methods
	Clinical sample collection
	Animal studies
	Animal experiment 1: NAFLD mice model after 24-week HFHS diet feeding
	Animal experiment 2: the effect of HDCA in HFHS-fed C57BL/6 J mice
	Animal experiment 3: the effect of HDCA in HFD-fed ob/ob mice
	Animal experiment 4: the effect of HDCA in HFHS-fed Pparα−/− mice
	Animal experiment 5: the effect of HDCA in HFHS-fed Pparαhep−/− mice
	ipGTT and ipITT
	Serum biochemical assay, hepatic and fecal lipids, and inflammatory cytokines assay
	Histopathological evaluation
	Oil Red O staining
	BODIPY gavage
	TUNEL staining
	Quantitative analysis of BAs
	RNA sequencing analysis
	Proteomics analysis
	Cell culture and treatment
	Protein isolation and western bolting
	Real-time quantitative PCR
	Immunofluorescence
	Luciferase reporter gene assays
	Human proteome microarray
	Cellular thermal shift assay (CETSA)
	Co-immunoprecipitation (Co-IP)
	Duolink PLA
	Molecular docking
	Statistical analysis
	Reporting summary

	Data availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




