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Low‑carbohydrate diets 
containing plant‑derived fat 
but not animal‑derived fat 
ameliorate heart failure
Satoshi Bujo 1,2*, Haruhiro Toko 1*, Kaoru Ito 3, Satoshi Koyama 3, Masato Ishizuka 1, 
Masahiko Umei 1, Haruka Yanagisawa‑Murakami 1, Jiaxi Guo 1, Bowen Zhai 1, Chunxia Zhao 1, 
Risa Kishikawa 1, Norifumi Takeda 1, Kensuke Tsushima 1, Yuichi Ikeda 1,2, Eiki Takimoto 1, 
Hiroyuki Morita 1, Mutsuo Harada 1,4 & Issei Komuro 1*

Cardiovascular disease (CVD) is a global health burden in the world. Although low-carbohydrate diets 
(LCDs) have beneficial effects on CVD risk, their preventive effects remain elusive. We investigated 
whether LCDs ameliorate heart failure (HF) using a murine model of pressure overload. LCD with 
plant-derived fat (LCD-P) ameliorated HF progression, whereas LCD with animal-derived fat (LCD-A) 
aggravated inflammation and cardiac dysfunction. In the hearts of LCD-P-fed mice but not LCD-A, 
fatty acid oxidation-related genes were highly expressed, and peroxisome proliferator-activated 
receptor α (PPARα), which regulates lipid metabolism and inflammation, was activated. Loss- and 
gain-of-function experiments indicated the critical roles of PPARα in preventing HF progression. 
Stearic acid, which was more abundant in the serum and heart of LCD-P-fed mice, activated PPARα 
in cultured cardiomyocytes. We highlight the importance of fat sources substituted for reduced 
carbohydrates in LCDs and suggest that the LCD-P-stearic acid-PPARα pathway as a therapeutic 
target for HF.

Cardiovascular disease (CVD) is a global health burden with increasing prevalence and mortality rates1. CVDs 
result from unhealthy lifestyles, as well as genetic factors, and some risk factors, such as smoking status, physical 
inactivity, obesity, poor dietary habits, high blood glucose levels, high serum cholesterol levels, and high blood 
pressure, can be changed through lifestyle modifications2,3. Dietary intervention is one of the most effective 
methods of reducing these risk factors. Low-carbohydrate diets (LCDs) have been used for weight loss4, and many 
randomized clinical trials show that LCDs induce beneficial changes in CVD risk factors, such as hypertension, 
dyslipidemia, and diabetes5–8. However, it has remained unclear whether LCDs reduce the incidence of CVDs and 
related death9–11. Recent clinical studies have suggested the importance of macronutrients substituted for reduced 
carbohydrates in LCDs12–14. LCDs with animal-derived fat and protein sources were associated with higher CVD 
mortality, whereas LCDs with plant-derived fat and protein sources were associated with lower CVD mortality. 
Despite these distinct effects of LCDs on CVDs, their pathological mechanisms have not yet been elucidated.

Peroxisome proliferator-activated receptor α (PPARα) is a transcription factor that regulates lipid metabo-
lism genes by sensing fatty acids. PPARα promotes fatty acid oxidation (FAO) in the muscle, liver, and adipose 
tissue, increasing energy expenditure and reducing body fat. PPARα agonists have been clinically used to treat 
dyslipidemia. In addition to these effects of lowering the CVD risk factors, anti-inflammatory effects are also 
reported in liver and blood vessels15. Since heart failure (HF), a leading cause of CVD-related death, is charac-
terized by low FAO rates with energy metabolism disruption, PPARα activation is expected to rescue the failing 
heart16. There were several studies concerning the effects of LCDs on HF. A lard diet significantly hastened death 
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as compared with a high-carbohydrate diet, whereas a linoleate diet significantly delayed the death of sponta-
neously hypertensive HF rats17. Additionally, strict restriction of carbohydrates attenuated the progression of 
pathological hypertrophy and systolic dysfunction in a pressure-overload model, and LCDs with high-protein 
supplementation and high-fat supplementation showed cardioprotection through distinct mechanisms18. These 
findings suggest that the beneficial effects of LCDs on HF depend on the substitute supplementation in LCDs.

In this study, we investigated whether the effects of LCDs on HF differed depending on the fat sources of 
substitute supplementation in LCDs and explored the molecular mechanisms of these distinct effects.

Results
Differences in the effects of LCDs on cardiac function depending on the fat source.  To exam-
ine whether the effects of LCDs on cardiac function depend on the fat source in LCDs, we prepared two types 
of LCDs (12% carbohydrate and 59% fat of total energy) as follows: LCD with animal-derived fat (beef tallow; 
LCD-A) and LCD with plant-derived fat (cocoa butter; LCD-P). A high-carbohydrate standard diet (59% carbo-
hydrate and 12% fat of total energy; SD) was used as a control (Fig. 1a). There was no significant difference in cal-
orie intake and serum triglyceride levels between mice fed these two types of LCDs (Supplementary Fig. 1a,b). 
We provided mice with SD, LCD-A, or LCD-P for 4 weeks starting from the day of pressure-overload or sham 
surgery (Fig. 1b). Pressure overload induced by transverse aortic constriction (TAC) increased the wall thickness 
and dimensions of the left ventricle (LV) and reduced cardiac systolic function in mice on SD (Fig. 1c,d). LCD-P 
attenuated these morphologic changes, including LV hypertrophy and LV dilatation, and ameliorated LV systolic 
dysfunction as compared with that observed in the SD group. By contrast, LV dilatation and systolic dysfunction 
on LCD-A were more prominent than those on SD, and we noted further differences in LV dimensions and sys-
tolic function relative to those on LCD-P. Additionally, heart weight (HW) and the HW:tibial length (TL; HW/
TL) ratio were lower in mice on LCD-P than in those on SD or LCD-A, which agreed with the result of LV mass 
(LVM) calculated using echocardiographic data (Fig. 1d–f). The expression levels of Nppb, a well-known marker 
gene for hypertrophy and heart failure, were also decreased in the heart of LCD-P-fed mice more than that of 
SD- or LCD-A-fed mice (Fig. 1g).

Histochemical analyses revealed that LCD-A increased the number of inflammatory cells, such as F4/80-
positive macrophages, in hypertrophied hearts at 1-week post-TAC, which was not observed in the SD or LCD-P 
groups (Fig. 2a,b). Moreover, LCD-A strongly upregulated the expression of inflammatory cytokines, such as Il6 
and Tnf, which was not observed in the SD or LCD-P groups (Fig. 2c). These results indicated that LCD-P and 
LCD-A exerted distinct effects on inflammation and HF progression.

LCD‑P increases the expression levels of PPARα target genes in hearts.  To elucidate the mecha-
nisms by which LCD-P exerts its beneficial effects on pressure-overloaded hearts, we examined gene expression 
by RNA-sequencing (RNA-seq) analysis, which detected 14,683 genes. Using a false discovery rate of < 0.05 and 
an absolute 

√

2 -fold change expression as cut-offs, we identified 363 differentially expressed genes (DEGs) in 
TAC mouse hearts in the LCD-A group from those in the SD, and that LCD-P altered the expression of 139 genes 
relative to the SD group (Fig. 3a and Supplementary Tables 1 and 2). We obtained the top 15 Gene Ontology 
(GO) terms from the enrichment analysis of these DEGs (Fig. 3b and Supplementary Tables 3 and 4). LCD-A 
induced the expression of cell cycle-related genes, whereas FAO-related genes were upregulated in LCD-P hearts. 
We then used Ingenuity Pathway Analysis (IPA) to elucidate the upstream regulators of the DEGs. IPA identified 
Ppara, a regulator of FAO, as the most highly activated transcription factor among the DEGs in LCD-P hearts 
(Fig. 3c and Supplementary Table 5). Furthermore, five PPARα agonists, including pirinixic acid, gemfibrozil, 
and fenofibrate, were detected among the top 15 potential upstream regulators. Additionally, network analysis 
of the DEGs indicated that PPARα target genes play critical roles in the hearts of mice on LCD-P (Fig. 4a). We 
subsequently confirmed upregulated expression of PPARα target genes (such as Cpt1b, Lcad, Mcad, and Plin5) 
using quantitative reverse transcription polymerase chain reaction (RT-qPCR) (Fig. 4b). Interestingly, even after 
TAC, the expression levels of some PPARα-related genes were clearly upregulated in LCD-P hearts, which was 
not observed in LCD-A hearts. Moreover, the Gene Expression Omnibus (GEO) dataset GSE57338 revealed 
that PPARA​ expression is downregulated in human hearts with HF, especially related to dilated cardiomyopathy 
(Fig. 4c). These results suggested that LCD-P enhances FAO through PPARα activation, leading to increased 
energy efficiency in the failing heart.

Cardiac function is preserved by PPARα agonist and deteriorated by the loss of PPARα under 
stress.  Since we suspected that PPARα plays a central role in LCD-P-mediated cardioprotection against pres-
sure overload, we investigated the effects of PPARα on HF. First, we examined the role of PPARα in HF devel-
opment using cardiomyocyte-specific Ppara-conditional knockout (cKO) mice. Although there was no change 
in LV size or function in control and cKO mice without pressure overload, LV dimension was larger and LV 
systolic function was lower in cKO mice after TAC as compared with control mice (Fig. 5a,b). These physi-
ological changes were accompanied with higher Nppb levels in cKO heart than control after TAC, indicating 
heart failure status in cKO (Fig. 5c). Additionally, we found a higher number of inflammatory cells and elevated 
gene-expression levels of inflammatory cytokines in cKO mice relative to those in control mice (Fig. 5d,e). We 
then activated PPARα using pemafibrate, a selective PPARα modulator, and found that pemafibrate ameliorated 
the TAC-induced LV dilatation and systolic dysfunction (Fig. 5f,g) and reduced Nppb gene expression (Fig. 5h). 
Furthermore, pemafibrate significantly decreased the number of infiltrating inflammatory cells and reduced the 
gene-expression levels of inflammatory cytokines in hypertrophied hearts (Fig. 5i,j).
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Figure 1.   Distinct effects of LCDs on cardiac hypertrophy by fat sources. (a) Pie chart showing the proportions of 
calories from carbohydrate (C), fat (F), and protein (P) in each diet. SD, standard diet; LCD-A, low-carbohydrate 
diet with animal-derived fat; LCD-P, low-carbohydrate diet with plant-derived fat. (b) Experimental outline. Wild-
type mice were fed with the indicated diets for 4 weeks starting from the day of transverse aortic constriction (TAC) 
or sham surgery. Analysis was performed at 1- or 4-weeks post-surgery. (c) Representative images of motion-mode 
(M-mode) echocardiography taken at 4-weeks post-surgery. Vertical scale bar, 1 mm. Transverse scale bar, 100 ms. (d) 
Cardiac function was assessed by M-mode echocardiography at 4-weeks post-TAC or post-sham surgery (n = 8–10). 
IVSd diastolic interventricular-septum thickness, LVDd left ventricular end-diastolic dimension, LVDs left ventricular 
end-systolic dimension, LVM left ventricular mass, FS fractional shortening. (e) Representative gross anatomies of 
the heart at 4-weeks post-TAC or post-sham surgery. Scale bar, 2 mm. (f) Body weight (BW), heart weight (HW), 
HW:BW ratio, and HW:tibial length (TL) ratio at 4-weeks post-TAC or post-sham surgery (n = 8–10). (g) mRNA 
level of Nppb in the heart at 1-week post-TAC or post-sham surgery (n = 3–5). Data represent the mean ± SEM. 
Statistical significance was analyzed by two-way ANOVA, followed by Holm–Sidak’s post-hoc test. *P < 0.05, **P < 0.01, 
***P < 0.001, ****P < 0.0001.
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Loss of PPARα abolishes the cardioprotective effects of LCD‑P.  We then investigated whether 
LCD-P exerts beneficial effects on the heart via PPARα activation by using PPARα-cKO mice. In SD-fed cKO 
mice, TAC-induced cardiac hypertrophy and heart failure were observed as indicated by the increase in diastolic 
interventricular-septum thickness (IVSd), LV end-diastolic dimension (LVDd) and HW:body weight (BW; HW/
BW) ratio and the decrease in LV fractional shortening (FS). In LCD-P-fed cKO mice, there were no significant 
differences in IVSd, LVDd, HW/BW, or FS compared to that of SD-fed cKO mice (Fig. 6a–c). Likewise, the 
expression levels of PPARα and its target gene expressions, which were upregulated by LCD-P in the wild mice 
(Fig. 4b), were unchanged by LCD-P in cKO mice (Fig. 6d), suggesting that the loss of cardioprotective effects 
of LCD-P in cKO heart were caused by the PPARα inactivity. Taken together, LCD-P exerts beneficial effects on 
the heart via PPARα activation.

Stearic acid increases the expression levels of PPARα target genes.  To elucidate the mechanism 
by which LCD-P activates PPARα, we first examined the fatty acid (FA) compositions of LCD-P and LCD-A. 
LCD-P was rich in saturated fatty acids (SFAs) and had much higher levels of stearic acid (SA) than LCD-A 
(Fig. 7a). By contrast, LCD-A had a much higher content of monounsaturated fatty acids (MUFAs) and oleic 
acid (OA) than LCD-P. Additionally, we examined the changes in FA profiles in the sera and hearts of mice 
at 1-week post-surgery, when there was no difference in cardiac function among the three groups. Each LCD 
resulted in a significant elevation of both serum SA and OA levels and reduced serum linoleic acid (LA) levels 
(Fig. 7b). Moreover, we observed a significant increase only in serum SA levels in LCD-P-fed mice as compared 
with those in LCD-A-fed mice, with similar patterns observed in SA, OA, and LA levels in the hearts of the 
respective mice (Fig. 7c). Although serum palmitic acid (PA) levels were higher in LCD-fed mice than in SD-fed 
mice, we found no significant difference between the LCD-A and LCD-P groups, and cardiac PA concentrations 
were similar among all three groups either with or without TAC. These findings suggested that LCD-P rich in SA 
might exert beneficial effects on hypertrophied hearts.

Long-chain FAs, such as OA, PA, and SA, are physiological ligands of PPARα19. Thus, we added SA to the cul-
ture medium of neonatal rat cardiomyocytes (NRCMs). We identified SA-mediated elevations in the expression 
levels of PPARα target genes, such as Acaa2, Atgl, Cpt1a, Lcad, and Plin5, in a dose-dependent manner (Fig. 8a). 
Additionally, administration of phenylephrine (PE) reduced the expression levels of PPARα target genes, whereas 
this response was countered by SA stimulation (Fig. 8b). Consequently, SA reduced the expression levels of 
hypertrophy and heart failure marker genes Nppa and Nppb that were increased by PE. These results suggested 
that SA, which is abundant in the hearts of LCD-P-fed mice, plays an important role in cardioprotection by 
activating PPARα under the hypertensive state.
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Figure 2.   Effects of LCDs on cardiac inflammation induced by TAC surgery. (a) Representative 
immunofluorescent staining of heart sections with anti-F4/80 antibody at 1-week post-TAC surgery. Scale bar, 
100 μm. (b) The number of F4/80-positive cells in heart sections at 1-week post-TAC or post-sham surgery 
(n = 6–9). (c) mRNA levels of Il6 and Tnf in the heart at 1-week post-TAC or post-sham surgery (n = 4–10). Data 
represent the mean ± SEM. Statistical significance was analyzed by two-way ANOVA, followed by Holm–Sidak’s 
post-hoc test. *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001.
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Discussion
The results of recent cohort studies and meta-analyses suggest the importance of replacing carbohydrates in 
LCDs with fat and protein sources12–14. In the present study, we found that LCD-P ameliorated HF progression 
while LCD-A aggravated cardiac dysfunction and that the distinct effects of the LCDs on HF may depend on 
PPARα activation.

PPARα is a transcription factor abundantly expressed in the heart and regulates various physiological 
processes16,20. Its expression is downregulated in failing human and rodent hearts21–23, whereas mechanical 
unloading in failing human hearts increases the expression levels of PPARα and its target genes24. Global 
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Ppara-KO mice demonstrate exacerbated cardiac dysfunction in response to pressure overload25,26, suggest-
ing that PPARα is involved in HF development. Because PPARα is highly expressed in many other organs, 
including the liver, kidney, and skeletal muscle15,27, it is difficult to exclude any indirect effects of non-car-
diac PPARα signaling on the heart. Furthermore, the effects of PPARα agonists on cardiac remodeling are 
controversial22,28–30. Therefore, to elucidate the role of cardiac PPARα, we generated cardiomyocyte-specific 
Ppara-cKO mice. Although there was no change in LV size and function in either control or cKO mice without 
pressure overload, cKO mice demonstrated more severe LV dysfunction and inflammation than control mice 
following TAC (Fig. 5b–e). Additionally, PPARα activation by pemafibrate, a selective PPARα modulator, amelio-
rated LV dysfunction and TAC-induced inflammation (Fig. 5g–j). The activation ability and selectivity of fibrates 
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Figure 4.   PPARα expression in failing hearts in mice and humans. (a) Significantly interacting genes among 
DEGs found in LCD-P-fed mice after TAC surgery. (b) mRNA levels of PPARα target genes in the heart at 
1-week post-TAC or post-sham surgery (n = 5–7). (c) PPARA​-expression levels in 136 non-failing (NF) hearts 
and 82 failing hearts with dilated cardiomyopathy (DCM), as determined by analyzing human Gene Expression 
Omnibus dataset GSE57338. Data represent the mean ± SEM. Statistical significance was analyzed by two-way 
ANOVA, followed by Holm–Sidak’s post-hoc test among multiple group comparisons. The Mann–Whitney U 
test was used for two-group comparisons. *P < 0.05, **P < 0.01, ***P < 0.001.
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Figure 5.   Effects of PPARα agonist and Ppara deletion on cardiac function. (a) Representative motion-mode (M-mode) 
echocardiography images of Ppara-conditional-knockout (cKO) mice at 4-weeks post-TAC or post-sham surgery. Vertical scale bar, 
1 mm. Transverse scale bar, 100 ms. (b) Cardiac function of cKO mice, as assessed by M-mode echocardiography at 4-weeks post-
TAC or post-sham surgery (n = 5–7). (c) mRNA level of Nppb in the hearts of cKO mice at 1-week post-TAC or post-sham surgery 
(n = 4–9). (d) The number of F4/80-positive cells per field of view in the hearts of cKO mice at 1-week post-TAC surgery (n = 5–6). 
(e) mRNA levels of Il6 and Tnf in the hearts of cKO mice at 1-week post-TAC or post-sham surgery (n = 4–9). (f) Representative 
M-mode echocardiography images of mice in the pemafibrate group at 4-weeks post-TAC or post-sham surgery. Vertical scale bar, 
1 mm. Transverse scale bar, 100 ms. (g) Cardiac function of mice in the pemafibrate group, as assessed by M-mode echocardiography 
at 4-weeks post- TAC or post-sham surgery (n = 4–10). (h) mRNA level of Nppb in the hearts of mice in the pemafibrate group at 
1-week post-TAC or post-sham surgery (n = 3–5). (i) The number of F4/80-positive cells per field of view in the hearts of mice in the 
pemafibrate group at 1-week post-TAC surgery (n = 6). (j) mRNA levels of Il6 and Tnf in the hearts of mice in the pemafibrate group 
at 1-week post-TAC or post-sham surgery (n = 3–5). Data represent the mean ± SEM. Statistical significance was analyzed by two-way 
ANOVA, followed by Holm–Sidak’s post-hoc test among multiple group comparisons. The two-tailed unpaired Student’s t test was 
used for two-group comparisons. *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001.
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previously used as PPARα agonists might be low, and they could activate other PPAR isotypes, such as PPARγ 
and PPARδ, to some extent. By contrast, pemafibrate is a more potent and selective PPARα agonist than other 
fibrates31–33. The results of the loss- and gain-of-function experiments in the present study clearly indicated that 
PPARα activation was beneficial in preventing HF development and that the cardioprotective effects of LCD-P 
were PPARα dependent (Fig. 6b–d).

Cardiac hypertrophy accelerates the metabolic-flux shift from FAO to glucose oxidation, which may lead 
to energy insufficiency34. Several studies have shown improvement in cardiac hypertrophy and function by 
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Figure 6.   Effects of LCD-P under Ppara deletion on cardiac hypertrophy. (a) Representative motion-mode 
(M-mode) echocardiography images of Ppara-conditional-knockout (cKO) mice at 4-weeks post-TAC after 
4-weeks of LCD-P feeding. Vertical scale bar, 1 mm. Transverse scale bar, 100 ms. (b) Cardiac function of cKO 
mice after 4-weeks of LCD-P feeding, as assessed by M-mode echocardiography at 4-weeks post-TAC surgery 
(n = 6–12). (c) Body weight (BW), heart weight (HW), HW:BW ratio, and HW:tibial length (TL) ratio at 4-weeks 
post-TAC surgery (n = 6–12). (d) mRNA levels of Ppara and its target genes in the hearts of cKO mice after 
1-week of LCD-P feeding (n = 4–6). Data represent the mean ± SEM. Statistical significance was analyzed by two-
way ANOVA, followed by Holm–Sidak’s post-hoc test. *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001.
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post-TAC or post-sham surgery (n = 5–11). Data represent the mean ± SEM. Statistical significance was analyzed 
by two-way ANOVA, followed by Holm–Sidak’s post-hoc test. *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001.
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enhancing FAO35–37. Since PPARα reportedly activates FAO, LCD-P might exert beneficial effects on cardiac 
function in the presence of pressure overload by activating FAO via PPARα activation in order to meet the 
high cardiac energy demand16. In the present study using RNAseq, among 139 differentially expressed genes 
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Figure 8.   Expression levels of PPARα target genes in SA-stimulated cardiomyocytes. (a) mRNA levels of 
Ppara and its target genes in neonatal rat cardiomyocytes (NRCMs) after stimulation with SA for 6 h (n = 6–7). 
The SA concentrations tested were 10 μM and 50 μM. (b) mRNA levels of hypertrophic markers and PPARα 
target genes under SA stimulation in NRCMs treated with 100 μM phenylephrine (PE) for 24 h (n = 9). The 
SA concentrations tested were 10 μM and 50 μM. Data represent the mean ± SEM. Statistical significance was 
analyzed by one-way ANOVA, followed by the Holm–Sidak’s post-hoc test. *P < 0.05, **P < 0.01, ***P < 0.001, 
****P < 0.0001.
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between SD and LCD-P, we found FAO-related genes being upregulated in LCD-P. Further analysis for upstream 
regulators of FAO revealed Ppara as the most highly activated transcription factor. Since the depletion of Ppara, 
specifically in cardiomyocytes, abolished the beneficial effects of LCD-P and the upregulation of FAO-related 
genes, we suggest that a possible mechanism by which LCD-P protects the heart is the enhancement of FAO 
through PPARα activation, leading to increased energy efficiency in the failing heart.

Inflammation reportedly causes cardiac dysfunction, and PPARα decreases the expression of proinflammatory 
genes such as Il6 and Tnf15,38. The present study exhibiting the exacerbation of cardiac inflammation by LCD-A 
but not by LCD-P suggested that LCD-P may have the potential to prevent the development of cardiac dysfunc-
tion by PPARα-mediated suppression of inflammation. Indeed, the PPARα cKO heart demonstrated a higher 
number of F4/80 positive inflammatory cells in the TAC heart (Fig. 5d) and, conversely, pemafibrate, a selective 
PPARα activator, successfully reduced the inflammation (Fig. 5i). These results suggest that LCD-P ameliorated 
HF through PPARα-mediated anti-inflammatory effects.

X-ray crystallography recently revealed SA and PA as physiological PPARα ligands39. In the present study, the 
results showed that SA dose-dependently upregulated the expression of PPARα target genes in cultured cardiomy-
ocytes in vitro and restored the expression of genes downregulated by PE, a cardiomyocyte hypertrophy-inducing 
factor40 (Fig. 8a,b). These results suggest that abundant SA in LCD-P enhances PPARα activity in hypertrophied 
hearts. Additionally, SA reportedly improves mitochondrial function by increasing mitochondrial fusion in 
Drosophila and humans41,42 and exerts an anti-inflammatory response in cholestatic liver injury by reducing 
leukocyte accumulation and NF-κB activity in rats43. Moreover, a previous study reported the neuroprotective 
effects of SA against oxidative stress in the rat brain44. These results collectively suggest that SA protects various 
organs by activating multiple pathways, including the PPARα signaling pathway as shown in the heart.

This study has limitations. First, we used only one type of fat source for LCD-A and LCD-P, respectively; 
therefore, further studies are required to confirm whether the results of this study are dependent on animal- or 
plant-derived fat. Second, we did not provide precise mechanisms related to worsening HF by LCD-A. Exacer-
bation of cardiac inflammation and the associated elevation of inflammatory genes were the hallmarks of LCD-
A-fed heart tissue, but no possible upstream regulators of these changes were discovered even with RNA-seq 
analysis. Well-used high-fat diets often consist of animal fats such as lard, which are similar to LCD-A and are 
associated with poorer cardiac outcomes during stress or aging45–47. Third, we could not measure the FAO or 
glucose oxidation rate, which remains to be clarified in future research. Finally, there are controversies in the 
relationship between SFA and CVD48. Given that individual SFAs have different biological effects and their long-
term influence on health remains unclear, the duration, timing, and amount of LCDs containing plant-derived 
fat should be carefully optimized before clinical application.

In conclusion, these findings suggest that substituting reduced carbohydrates with plant-derived fat is ben-
eficial to preventing HF development and that the LCD-P-SA-PPARα pathway may be a potential therapeutic 
target for treating HF.

Methods
Mice.  All animal experiments were approved by the Ethics Committee for Animal Experiments of the Uni-
versity of Tokyo (Tokyo, Japan) and adhered strictly to animal experimental guidelines and the ARRIVE guide-
lines. The procedures strictly adhered to the guidelines for animal experiments of the University of Tokyo and 
the National Institutes of Health guidelines for the Care and Use of Laboratory Animals. All mice were housed 
under a controlled temperature with a 12-h light/dark cycle and provided food and water ad libitum.

For the LCD experiments, 9- to 10-week-old male C57BL/6J mice were purchased from CLEA Japan (Tokyo, 
Japan). Littermate mice of similar ages and weights were randomized to experimental and control groups. The 
mice were anesthetized with 2% isoflurane and subjected to TAC (26-gauge needle) or sham surgery, as previ-
ously described49. After the surgery, cages of the mice were randomized to the feeding protocols by another 
researcher who was blinded to the experiments and those analyses. They were fed either a standard diet (CE-2; 
59% carbohydrate and 12% soybean-based fat of total energy, 344 kcal/100 g; CLEA Japan), an LCD-A diet (12% 
carbohydrate and 59% beef tallow-based fat of total energy, 485 kcal/100 g; Oriental Yeast, Tokyo, Japan), or an 
LCD-P diet (12% carbohydrate and 59% cocoa butter-based fat of total energy, 485 kcal/100 g; Oriental Yeast). 
The mice were fed the indicated diets ad libitum for 4 weeks starting from the day of surgery.

Pemafibrate was kindly provided by Kowa (Aichi, Japan). Specifically, 9- to 10-week-old male C57BL/6J mice 
received pemafibrate (1.0 mg/kg body weight) orally daily from 1 week before TAC (26-gauge needle) or sham 
surgery until the end of the study. Methylcellulose (0.5%) was used as the vehicle.

Ppara-cKO mice were generated using the Cre/loxP system. Pparaflox/flox mice were provided by Dr. Frank J. 
Gonzalez (National Cancer Institute, Bethesda, MD, USA)50. αMHC-Cre mice (Tg [Myh6-cre] 1Jmk/J, #009074) 
were purchased from the Jackson Laboratory (Bar Harbor, ME, USA). Specifically, 9- to 10-week-old male 
αMHC-Cre+/−; Pparaflox/flox mice underwent TAC (25-gauge needle) or sham surgery, with littermate control mice 
(Pparaflox/flox) operated in the same way. As αMHC-Cre+/−; Pparaflox/flox mice were more vulnerable to TAC-induced 
heart failure and died soon after the surgery, we used a larger needle (25-gauge), not a standard one (26-gauge), 
leaving milder aortic constriction.

The mice were analyzed at 1- and 4-weeks post-surgery. Transthoracic echocardiography was performed on 
conscious mice using a Vevo2100 ultrasound system (FUJIFILM VisualSonics, Toronto, ON, Canada). Diastolic 
interventricular-septum thickness (IVSd), diastolic posterior-wall thickness (PWd), LV end-diastolic dimen-
sion (LVDd), and LV end-systolic dimension (LVDs) measurements were taken using motion-mode echocar-
diography. LV fractional shortening (FS) was calculated as follows: FS = (LVDd − LVDs)/LVDd × 100. LVM was 
calculated as follows: 1.05 × {(IVSd + LVDd + PWd)3 − (LVDd)3}. Blood samples were collected by intracardiac 
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puncture under 2% isoflurane anesthesia. Deeply anesthetized mice were euthanized by cervical dislocation. 
Serum samples were isolated by centrifugation at 3000 rpm for 15 min.

Immunohistochemical analysis.  Mouse hearts were fixed with 20% formalin (Sakura Finetek Japan, 
Tokyo, Japan), embedded in paraffin, and sectioned at a 4-μm thickness. The sections were stained with anti-
F4/80 antibodies (MCA497GA; Bio-Rad, Hercules, CA, USA) to evaluate cell infiltration. The number of infil-
trating cells was counted in each heart section for the LCD experiments and in each visual field (200×) for 
the pemafibrate and Ppara-cKO mouse experiments. Visual fields were selected randomly under a BZ-X800 
microscope (Keyence, Osaka, Japan), and the average number of infiltrating cells in five fields was calculated for 
each sample.

RT‑qPCR analysis.  Total RNA was extracted from cells and tissues using an RNeasy Mini kit (Qiagen, 
Hilden, Germany) or a tissue total RNA Mini kit (Favorgen, Ping-Tung, Taiwan), respectively, according to 
manufacturer instructions. cDNA was generated using ReverTra Ace qPCR RT master mix (Toyobo, Osaka, 
Japan), and qPCR was performed using Thunderbird Next SYBR qPCR mix (Toyobo) with primers specific for 
each gene of interest (Supplementary Table 6). The resulting data were analyzed using a QuantStudio 5 instru-
ment (Thermo Fisher Scientific, Waltham, MA, USA). Relative gene expression levels were determined using the 
relative standard curve method and normalized against the expression of 18S ribosomal RNA.

Bulk RNA‑seq analysis.  Total RNA was extracted from mouse heart tissues at 1-week post-TAC or post-
sham surgery (n = 3 mice/group) and used to generate RNA-seq libraries with a TruSeq stranded mRNA library 
prep kit (Illumina, San Diego, CA, USA). The Illumina HiSeq 2500 platform was used for sequencing. Raw 
reads were checked for quality using the FastQC program (version 0.11.15) and trimmed using Trimmomatic 
(version 0.36), where low-quality bases with Phred quality scores of < 33 were discarded. Adaptor sequences 
were removed using Cutadapt (version 1.14). STAR aligner (version 2.5.2b) was used to align clean reads to the 
mouse reference genome (mm9). RSubread-2.0.1-FeatureCounts software was employed for quantification, and 
DESeq2 software (version 1.28.0) was used for differential analysis using R software (version 3.5.1).

GEO dataset analysis.  We selected the GSE57338 dataset to analyze differences in gene expression associ-
ated with human HF. PPARA​ expression levels were compared in 136 non-failing hearts and 82 failing hearts 
with dilated cardiomyopathy. The gene expression levels were determined using the GEO2R web tool.

FA analysis.  Dietary FAs were measured by Japan Food Research Laboratories (Tokyo, Japan) using gas 
chromatography-mass spectrometry (GC–MS), as previously described51.

The FA compositions in serum and heart samples were measured by a central laboratory (BML, Tokyo, 
Japan). Lipids from the hearts were extracted as previously described by Folch et al.52 After spiking the samples 
with tricosanoic acid as an internal control, serum and heart lipids were methylated using boron trifluoride and 
methanol. The methylated FAs were then measured by GC–MS analysis (QC-2010; SHIMADZU, Kyoto, Japan)53.

NRCM culture.  NRCMs were prepared as previously described54. NRCMs were obtained from 0- to 2-day-
old Wistar rats (Takasugi Experimental Animal Supply, Saitama, Japan), dispersed by collagenase digestion, and 
subjected to Percoll gradient centrifugation. Isolated cardiomyocytes were cultured for 48 h in Dulbecco’s modi-
fied Eagle medium (Nacalai Tesque, Kyoto, Japan) supplemented with 10% fetal calf serum. After 24 h of serum 
starvation, NRCMs were stimulated with SA and PE.

SA stimulation.  SA (S4751; Sigma-Aldrich, St. Louis, MO, USA) was conjugated to FA-free bovine serum 
albumin (BSA; A6003; 20% concentration; Sigma-Aldrich) at a molecular ratio of 2.2:1. Working stocks of SA 
(10 μM or 50 μM; used for stimulation) were prepared from a 5 mM stock solution. NRCMs were treated with 
SA for 6 h in the absence of PE. Cardiomyocyte hypertrophy was induced by treatment with 100 μM PE (P6126; 
Sigma-Aldrich) for 24 h. In the presence of PE, NRCMs were pre-stimulated with SA 2 h before PE treatment. 
Control cells were cultured in the presence of 0.03% BSA alone.

Statistical analysis.  Data are shown as mean ± standard error of the mean (SEM). Statistical analyses were 
performed using GraphPad Prism software (version 9.2.0; GraphPad Software, San Diego, CA, USA). A two-
tailed unpaired Student’s t-test or a Mann–Whitney U test was performed to compare the two groups. One-way 
or two-way ANOVA followed by Holm-Sidak’s post-hoc analysis was conducted to compare multiple groups. 
The threshold for statistical significance was set at P < 0.05.

Data availability
The data underlying this article will be shared on reasonable request to the corresponding author.

Received: 12 August 2022; Accepted: 2 March 2023

References
	 1.	 Ziaeian, B. & Fonarow, G. C. Epidemiology and aetiology of heart failure. Nat. Rev. Cardiol. 13, 368–378 (2016).
	 2.	 Jessup, M. & Brozena, S. Heart failure. N. Engl. J. Med. 348, 2007–2018 (2003).



13

Vol.:(0123456789)

Scientific Reports |         (2023) 13:3987  | https://doi.org/10.1038/s41598-023-30821-7

www.nature.com/scientificreports/

	 3.	 Pritchett, A. M., Foreyt, J. P. & Mann, D. L. Treatment of the metabolic syndrome: The impact of lifestyle modification. Curr. 
Atheroscler. Rep. 7, 95–102 (2005).

	 4.	 Astrup, P. A., Meinert Larsen, D. T. & Harper, A. Atkins and other low-carbohydrate diets: Hoax or an effective tool for weight 
loss?. Lancet 364, 897–899 (2004).

	 5.	 Kirkpatrick, C. F. et al. Review of current evidence and clinical recommendations on the effects of low-carbohydrate and very-low-
carbohydrate (including ketogenic) diets for the management of body weight and other cardiometabolic risk factors: A scientific 
statement from the National Lipid Association Nutrition and Lifestyle Task Force. J. Clin. Lipidol. 13, 689-711.e1 (2019).

	 6.	 Foster, G. D. et al. A randomized trial of a low-carbohydrate diet for obesity. N. Engl. J. Med. 348, 2082–2090 (2003).
	 7.	 Samaha, F. F. et al. A low-carbohydrate as compared with a low-fat diet in severe obesity. N. Engl. J. Med. 348, 2074–2081 (2003).
	 8.	 Seid, H. & Rosenbaum, M. Low carbohydrate and low-fat diets: What we don’t know and why we should know it. Nutrients 11, 

2749 (2019).
	 9.	 Trichopoulou, A., Psaltopoulou, T., Orfanos, P., Hsieh, C.-C. & Trichopoulos, D. Low-carbohydrate-high-protein diet and long-

term survival in a general population cohort. Eur. J. Clin. Nutr. 61, 575–581 (2007).
	10.	 Mazidi, M., Katsiki, N., Mikhailidis, D. P., Sattar, N. & Banach, M. Lower carbohydrate diets and all-cause and cause-specific 

mortality: A population-based cohort study and pooling of prospective studies. Eur. Heart J. 40, 2870–2879 (2019).
	11.	 Nakamura, Y. et al. Low-carbohydrate diets and cardiovascular and total mortality in Japanese: A 29-year follow-up of NIPPON 

DATA80. Br. J. Nutr. 112, 916–924 (2014).
	12.	 Seidelmann, S. B. et al. Dietary carbohydrate intake and mortality: A prospective cohort study and meta-analysis. Lancet Public 

Health 2667, 1–10 (2018).
	13.	 Fung, T. T. et al. Low-carbohydrate diets and all-cause and cause-specific mortality: Two cohort studies. Ann. Intern. Med. 153, 

289–298 (2010).
	14.	 Li, S. et al. Low carbohydrate diet from plant or animal sources and mortality among myocardial infarction survivors. J. Am. Heart 

Assoc. 3, 1–12 (2014).
	15.	 Bougarne, N. et al. Molecular actions of PPARα in lipid metabolism and inflammation. Endocr. Rev. 39, 760–802 (2018).
	16.	 Montaigne, D., Butruille, L. & Staels, B. PPAR control of metabolism and cardiovascular functions. Nat. Rev. Cardiol. 18, 809–823 

(2021).
	17.	 Chicco, A. J. et al. Linoleate-rich high-fat diet decreases mortality in hypertensive heart failure rats compared with lard and low-fat 

diets. Hypertension 52, 549–555 (2008).
	18.	 Nakamura, M. et al. Dietary carbohydrates restriction inhibits the development of cardiac hypertrophy and heart failure. Cardio-

vasc. Res. 117, 2365–2376 (2021).
	19.	 Xu, H. E. et al. Molecular recognition of fatty acids by peroxisome proliferator-activated receptors. Mol. Cell 3, 397–403 (1999).
	20.	 Dubois, V., Eeckhoute, J., Lefebvre, P. & Staels, B. Distinct but complementary contributions of PPAR isotypes to energy homeo-

stasis. J. Clin. Invest. 127, 1202–1214 (2017).
	21.	 Karbowska, J., Kochan, Z. & Smoleński, R. T. Peroxisome proliferator-activated receptor alpha is downregulated in the failing 

human heart. Cell. Mol. Biol. Lett. 8, 49–53 (2003).
	22.	 Young, M. E., Laws, F. A., Goodwin, G. W. & Taegtmeyer, H. Reactivation of peroxisome proliferator-activated receptor alpha is 

associated with contractile dysfunction in hypertrophied rat heart. J. Biol. Chem. 276, 44390–44395 (2001).
	23.	 Barger, P. M., Brandt, J. M., Leone, T. C., Weinheimer, C. J. & Kelly, D. P. Deactivation of peroxisome proliferator-activated receptor-

alpha during cardiac hypertrophic growth. J. Clin. Invest. 105, 1723–1730 (2000).
	24.	 Gupte, A. A. et al. Mechanical unloading promotes myocardial energy recovery in human heart failure. Circ. Cardiovasc. Genet. 

7, 266–276 (2014).
	25.	 Smeets, P. J. H. et al. Cardiac hypertrophy is enhanced in PPARα−/− mice in response to chronic pressure overload. Cardiovasc. 

Res. 78, 79–89 (2008).
	26.	 Luptak, I. et al. Decreased contractile and metabolic reserve in peroxisome proliferator-activated receptor-alpha-null hearts can 

be rescued by increasing glucose transport and utilization. Circulation 112, 2339–2346 (2005).
	27.	 Jordan, S. et al. Dietary intake regulates the circulating inflammatory monocyte pool. Cell 178, 1102-1114.e17 (2019).
	28.	 Xu, S. C., Ma, Z. G., Wei, W. Y., Yuan, Y. P. & Tang, Q. Z. Bezafibrate attenuates pressure overload-induced cardiac hypertrophy 

and fibrosis. PPAR Res. 2017, 5789714 (2017).
	29.	 Kaimoto, S. et al. Activation of PPAR-α in the early stage of heart failure maintained myocardial function and energetics in pressure-

overload heart failure. Am. J. Physiol. Heart Circ. Physiol. 312, H305–H313 (2017).
	30.	 Duhaney, T.-A.S. et al. Peroxisome proliferator-activated receptor alpha-independent actions of fenofibrate exacerbates left ven-

tricular dilation and fibrosis in chronic pressure overload. Hypertension 49, 1084–1094 (2007).
	31.	 Sasaki, Y. et al. Gene expression profiles induced by a novel selective peroxisome proliferator-activated receptor α modulator 

(SPPARMα) pemafibrate. Int. J. Mol. Sci. 20, 5682 (2019).
	32.	 Fruchart, J.-C. Pemafibrate (K-877), a novel selective peroxisome proliferator-activated receptor alpha modulator for management 

of atherogenic dyslipidaemia. Cardiovasc. Diabetol. 16, 124 (2017).
	33.	 Wei, Z.-L. et al. Isoxazolyl-serine-based agonists of peroxisome proliferator-activated receptor: Design, synthesis, and effects on 

cardiomyocyte differentiation. J. Am. Chem. Soc. 126, 16714–16715 (2004).
	34.	 Abdurrachim, D. et al. Good and bad consequences of altered fatty acid metabolism in heart failure: Evidence from mouse models. 

Cardiovasc. Res. 106, 194–205 (2015).
	35.	 Kolwicz, S. C. Jr. et al. Cardiac-specific deletion of acetyl CoA carboxylase 2 prevents metabolic remodeling during pressure-

overload hypertrophy. Circ. Res. 111, 728–738 (2012).
	36.	 Guo, Y. et al. Enhancing fatty acid utilization ameliorates mitochondrial fragmentation and cardiac dysfunction via rebalancing 

optic atrophy 1 processing in the failing heart. Cardiovasc. Res. 114, 979–991 (2018).
	37.	 Shao, D. et al. Increasing fatty acid oxidation prevents high-fat diet-induced cardiomyopathy through regulating parkin-mediated 

mitophagy. Circulation 142, 983–997 (2020).
	38.	 Adamo, L., Rocha-Resende, C., Prabhu, S. D. & Mann, D. L. Reappraising the role of inflammation in heart failure. Nat. Rev. 

Cardiol. 17, 269–285 (2020).
	39.	 Kamata, S. et al. PPARα ligand-binding domain structures with endogenous fatty acids and fibrates. iScience 23, 101727 (2020).
	40.	 Grimm, M. et al. Key role of myosin light chain (MLC) kinase-mediated MLC2a phosphorylation in the alpha 1-adrenergic posi-

tive inotropic effect in human atrium. Cardiovasc. Res. 65, 211–220 (2005).
	41.	 Senyilmaz, D. et al. Regulation of mitochondrial morphology and function by stearoylation of TFR1. Nature 525, 124–128 (2015).
	42.	 Senyilmaz-Tiebe, D. et al. Dietary stearic acid regulates mitochondria in vivo in humans. Nat. Commun. 9, 3129 (2018).
	43.	 Pan, P.-H. et al. Stearic acid attenuates cholestasis-induced liver injury. Biochem. Biophys. Res. Commun. 391, 1537–1542 (2010).
	44.	 Wang, Z.-J., Li, G.-M., Tang, W.-L. & Yin, M. Neuroprotective effects of stearic acid against toxicity of oxygen/glucose deprivation 

or glutamate on rat cortical or hippocampal slices. Acta Pharmacol. Sin. 27, 145–150 (2006).
	45.	 Ikeda, S. et al. Yes-associated protein (YAP) facilitates pressure overload-induced dysfunction in the diabetic heart. JACC Basic 

Transl. Sci. 4, 611–622 (2019).
	46.	 Steinbusch, L. K. M. et al. Absence of fatty acid transporter CD36 protects against Western-type diet-related cardiac dysfunction 

following pressure overload in mice. Am. J. Physiol. Endocrinol. Metab. 301, E618–E627 (2011).



14

Vol:.(1234567890)

Scientific Reports |         (2023) 13:3987  | https://doi.org/10.1038/s41598-023-30821-7

www.nature.com/scientificreports/

	47.	 Holzem, K. M., Marmerstein, J. T., Madden, E. J. & Efimov, I. R. Diet-induced obesity promotes altered remodeling and exacerbated 
cardiac hypertrophy following pressure overload. Physiol. Rep. 3, 12489 (2015).

	48.	 Krauss, R. M. & Kris-Etherton, P. M. Public health guidelines should recommend reducing saturated fat consumption as much as 
possible: Debate consensus. Am. J. Clin. Nutr. 112, 25–26 (2020).

	49.	 Toko, H. et al. Regulation of cardiac hypertrophic signaling by prolyl isomerase Pin1. Circ. Res. 112, 1244–1252 (2013).
	50.	 Brocker, C. N. et al. Hepatocyte-specific PPARA expression exclusively promotes agonist-induced cell proliferation without influ-

ence from nonparenchymal cells. Am. J. Physiol. Gastrointest. Liver Physiol. 312, G283–G299 (2017).
	51.	 Morrison, W. R., Tan, S. L. & Hargin, K. D. Methods for the quantitative analysis of lipids in cereal grains and similar tissues. J. 

Sci. Food Agric. 31, 329–340 (1980).
	52.	 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).
	53.	 Nozue, T. et al. Effects of statins on serum n-3 to n-6 polyunsaturated fatty acid ratios in patients with coronary artery disease. J. 

Cardiovasc. Pharmacol. Ther. 18, 320–326 (2013).
	54.	 Ishizuka, M. et al. CXCR7 ameliorates myocardial infarction as a β-arrestin-biased receptor. Sci. Rep. 11, 3426 (2021).

Acknowledgements
We thank Ms. Yuko Ishiyama, Ms. Yukiko Banzai, and Ms. Asami Ogawa for their support in carrying out the 
experiments. This work was supported by Grants-in-Aid for Scientific Research, Japan [grant Nos. JP264611249 
and 19K11662 to H.T.]; a Grant-in-Aid for Scientific Research (A) and Japan Agency for Medical Research and 
Development (grant Nos. JP19ek0210118, JP19gm6210010, JP19bm0804010, JP19gm0810013, JP19km0405209, 
JP19bm0704026, and JP19ek0109406 to I.K.); the Food Science Institute Foundation (to H.T.); Mishima Kaiun 
Memorial Foundation (Tokyo, Japan) (to H.T.); TANITA Healthy Weight Community Trust (Tokyo, Japan) (to 
H.T.); Foundation for Dietary Scientific Research (Tokyo, Japan) (to H.T.); Novartis Research Grants (Tokyo, 
Japan) (to H.T.); MSD Life Science Foundation (Tokyo, Japan) (to H.T.); Japan Health Foundation (Kyoto, 
Japan) (to H.T.); Bristol-Myers Squibb Foundation (Tokyo, Japan) (to E.T.); and Skylark Food Science Institute 
Foundation (Tokyo, Japan) (to I.K.).

Author contributions
S.B., H.T., H.M., M.H., and I.K. wrote the manuscript; S.B. and H.T. made substantial contributions to the 
conception or design of the work; S.B., J.G., B.Z., C.Z., and R.K. participated in the acquisition, analysis, and 
interpretation of the experimental data; M.I., M.U., and H.Y. provided technical support; K.I. and S.K. con-
tributed to the analysis and interpretation of the results; H.T., K.I., N.T., K.T., Y.I., E.T., H.M., M.H., and I.K. 
supervised the study; and all authors revised the article critically for intellectual content and gave final approval 
of the submitted version.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​023-​30821-7.

Correspondence and requests for materials should be addressed to S.B., H.T. or I.K.

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

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional 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://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

© The Author(s) 2023

https://doi.org/10.1038/s41598-023-30821-7
https://doi.org/10.1038/s41598-023-30821-7
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Low-carbohydrate diets containing plant-derived fat but not animal-derived fat ameliorate heart failure
	Results
	Differences in the effects of LCDs on cardiac function depending on the fat source. 
	LCD-P increases the expression levels of PPARα target genes in hearts. 
	Cardiac function is preserved by PPARα agonist and deteriorated by the loss of PPARα under stress. 
	Loss of PPARα abolishes the cardioprotective effects of LCD-P. 
	Stearic acid increases the expression levels of PPARα target genes. 

	Discussion
	Methods
	Mice. 
	Immunohistochemical analysis. 
	RT-qPCR analysis. 
	Bulk RNA-seq analysis. 
	GEO dataset analysis. 
	FA analysis. 
	NRCM culture. 
	SA stimulation. 
	Statistical analysis. 

	References
	Acknowledgements


