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Abstract

OBJECTIVE To investigate how tubeimoside III inhibits lipopolysaccharide(LPS)-induced inflammatory responses by re-

programming glucose metabolism. METHOD A mouse model of LPS-induced acute inflammation was constructed, and the

protective effect of tubeimoside III against LPS-induced injury was investigated using histochemistry and real-time quantita-

tive PCR. Western blotting, Seahorse extracellular flux analyser assays, and pyruvate content assays were used in LPS-induced

RAW264.7 cells to explore how tubeimoside III exerts its anti-inflammatory effects. The potential mechanism was also validated

using inhibitors. RESULTS Tubeimoside III significantly attenuated the expression of inflammatory cytokines IL-6, IL-1β,

and iNOS in lung and liver tissue homogenates and RAW264.7 cells. This agent inhibited inflammatory cell infiltration in

alveoli and prevented necrosis in liver lesions in LPS-treated mice. Extracellular flux analyser assays revealed that tubeimoside

III regulated glucose metabolism in RAW264.7 cells. Real-time quantitative PCR and western blot revealed that tubeimoside

III had similar effects on the downstream effector molecule of itaconic acid. An inhibitor weakened the inhibitory effect of

tubeimoside III on the expression of inflammatory factors. CONCLUSIONS Tubeimoside III protects against LPS-induced

lung and liver injury by attenuating inflammatory factor secretion and inflammatory cell infiltration, and its mechanism of

action involves reprogramming macrophage glucose metabolism and increasing itaconic acid levels.
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Abstract

OBJECTIVE

To investigate how tubeimoside III inhibits lipopolysaccharide(LPS)-induced inflammatory responses by
reprogramming glucose metabolism.

METHOD
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A mouse model of LPS-induced acute inflammation was constructed, and the protective effect of tubeimo-
side III against LPS-induced injury was investigated using histochemistry and real-time quantitative PCR.
Western blotting, Seahorse extracellular flux analyser assays, and pyruvate content assays were used in LPS-
induced RAW264.7 cells to explore how tubeimoside III exerts its anti-inflammatory effects. The potential
mechanism was also validated using inhibitors.

RESULTS

Tubeimoside III significantly attenuated the expression of inflammatory cytokines IL-6, IL-1β, and iNOS in
lung and liver tissue homogenates and RAW264.7 cells. This agent inhibited inflammatory cell infiltration in
alveoli and prevented necrosis in liver lesions in LPS-treated mice. Extracellular flux analyser assays revealed
that tubeimoside III regulated glucose metabolism in RAW264.7 cells. Real-time quantitative PCR and
western blot revealed that tubeimoside III had similar effects on the downstream effector molecule of itaconic
acid. An inhibitor weakened the inhibitory effect of tubeimoside III on the expression of inflammatory factors.

CONCLUSIONS

Tubeimoside III protects against LPS-induced lung and liver injury by attenuating inflammatory factor
secretion and inflammatory cell infiltration, and its mechanism of action involves reprogramming macrophage
glucose metabolism and increasing itaconic acid levels.

Keyword: Tubeimoside III; Inflammation; Macrophage; Metabolic reprogramming; Itaconic acid;
Lipopolysaccharide

Background

Inflammation is a protective response to irritation; excessive or abnormal inflammatory responses exacerbate
many acute and chronic diseases. Lipopolysaccharide (LPS) is a bacterial endotoxin that triggers an inflam-
matory cascade that leads to systemic inflammatory responses. The conventional view is that macrophages
activate Toll-like receptor 4, which then activates nuclear factor-κB (NF-κB) and the mitogen-activated
protein kinase (MAPK) signaling pathways to regulate the expression of downstream inflammatory target
genes, including tumor necrosis factor-α (TNF-α), interleukin-1β (IL-1β), and IL-6[1, 2].

Bolbostemma paniculatum (Maxim.) Franquet is a member of the Cucurbitaceae family with a long history
of medicinal use. The Pharmacopoeia of the People’s Republic of China records that it has detoxifying
effects, dispersing knots, stopping bleeding, and reducing swelling; it is used to treat canker sores, scrofula,
and phlegm toxin[3] . The compounds extracted from B. paniculatuminclude triterpenoids, sterols, alka-
loids, anthraquinones, and organic acids. Triterpenoids are abundant active ingredients in B. paniculatum ,
including tubeimosides I, II, and III (Tube)[4]. Tube had anti-inflammatory and anti-swelling effects on ear
edema induced by arachidonic acid and 12-O-tetradecanoylphorbol-13-acetate(TPA) in mice, and its effects
were more potent than those of tubeimosides I and II[5]. Similar results were reported by Yu et al., who
observed that the anti-inflammatory effect of Tube was more potent than those of tubeimosides I and II in a
mouse ear edema model[6]. However, to date, the anti-inflammatory mechanism remains unclear. Therefore,
in this study, we established an inflammation model in LPS-induced mononuclear macrophages RAW264.7
in mice to investigate Tube’s anti-inflammatory effect and molecular mechanisms.

2 Materials and methods

2.1 Animal

Male C57BL/6 mice at 7–10 weeks, weight 20–25 g, were purchased from Xi’an Jiaotong University Exper-
imental Animal Center (originally from the Jackson Laboratory), animal number JAX strain code 000664.
The mice were maintained at 24–26 °C, relative humidity of 45%–60%, and a diurnal cycle time of 12:12
hours. They were permitted access to food and water ad libitum. The mice were randomly divided into
three groups of ten each, group 1: phosphate-buffered saline (PBS) treatment (Control group); group 2: 10
mg/kg of LPS treatment (LPS group); group 3: 10 mg/kg LPS + 1 mg/kg Tube treatment (Tube group).
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The Institutional Animal Care and Use Committee approved the study, and the animal welfare regulations
established by the Laboratory Animal Center of Xi’an Jiaotong University were strictly observed.

2.2 Cells

The cell line was derived from the mouse mononuclear macrophage leukemia cell line RAW264.7 (a gift
from the Second Affiliated Hospital of Xi’an Jiaotong University). DMEM (Nerzerum, New Zealand) was
supplemented with 10% fetal bovine serum Gibco, USA), 100 U/ml penicillin (Amresco, USA), and 100
μg/ml streptomycin (Amresco, USA) and incubated at 37 °C in a 5% CO2 environment. A Cell Counting
Kit-8 (CCK-8, Cat# E606335, Biotech, China) was used to determine the optimal density for cell inoculation.

2.3 Construction of a mouse model of acute inflammation

All mice fasted for 12 hours before the start of the experiment but drank water ad libitum. The Tube group
was treated intraperitoneally 3 hours before modeling, while the control and model groups were injected
intraperitoneally with an equal volume of saline only. After 3 hours, the model and Tube groups were given
LPS (10 mg/kg) intraperitoneally, and the results of hematoxylin and eosin H&E staining judged the success
of the modeling. After the injection of each group, mice were placed in cages and allowed to eat and drink ad
libitum. The general activity was recorded. Six hours later, the animals were sacrificed, the chest was quickly
opened, the organs were removed, and filter paper was used to blot dry surfaces for photography. Then, 0.5
g of tissue samples were homogenized in 1 ml PBS using an ultrasonic disintegrator. The supernatants were
centrifuged at 5000 g for 5 min at 4 °C and used for subsequent analysis.

2.4 Histopathological analysis

Lung and liver tissues were rapidly dissected from C57BL/6 mice, fixed in 4% paraformaldehyde for 24 h, and
embedded in paraffin. Tissue wax blocks were sectioned and stained with H&E (Sangon-Biotech, China). The
fixed specimens were stained with H&E after cutting into 4-mm transverse sections using a semi-automatic
rotating Thixotrope (Leica Microsystems Trading (Shanghai) Co., Ltd). Pathological changes were recorded
under a light microscope (Nikon, Japan).

2.5 Apoptosis detection by flow cytometry

An Annexin V-PE/7-AAD Apoptosis Detection Kit (Yeasen, China) was used to detect apoptosis. Briefly,
RAW264.7 cells at 2×105/well were inoculated into six-well plates. After treatment, cells were collected,
washed in pre-cooled flow cytometry staining buffer, labeled with Annexin V-PE for 30 min at 4 °C in a
dark room, incubated with 7-AAD, and analyzed using flow cytometry (Agilent Technologies, China) and
FlowJo software (BD Biosciences, USA).

2.6 NO content measurement

RAW264.7 cells were pretreated with 0/4 μM Tube (MCE, China) for 3 h and stimulated with 1 μg/ml LPS
((Sigma Aldrich, USA) for 0/6/12 h. NO content was measured by mixing 50 μl of medium with Griess
reagent [0.1% (w/v) N - (1-naphthyl)ethylenediamine] for 10 min at 37 °C, followed by 50 μl of 1% (w/v)
sulfonamide in 5% (v/v) phosphoric acid for 10 min at 37 °C. The absorbance at 540 nm was measured after
incubation, and a standard sodium nitrite curve was used to calculate NO concentration.

2.7 Cytokine assay

ELISA kits (Mouse TNFα, Cat# BMS607-3TEN; Mouse IL-6, Cat# BMS603-2; Mouse IL-1β,Cat#88-
7013A-88) were purchased from Thermo Fisher (USA).

2.8 Seahorse extracellular flux analyser assays for ECAR and OCR

The glycolysis rate, spare respiratory capacity, and mitochondrial respiration in RAW264.7 cells were mea-
sured using a Seahorse Glycolysis Stress Test Kit (103020-100, Agilent) and a Seahorse Cell Mito Stress
Test Kit (103015-100, Agilent) and according to the manufacturer’s instructions. Oxygen consumption rate

3
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and extracellular acidification rate were measured on an XFe 96 Seahorse Bioanalyzer (Agilent). Data were
analyzed using Wave software (Agilent Technologies).

2.9 Real-time quantitative PCR (qPCR)

Total RNA was isolated using TRIzol reagent (Invitrogen) per the manufacturer’s protocol. RNA was reverse
transcribed into cDNA using the SweScript RT I First Strand cDNA Synthesis Kit (With gDNA Remover)
(Servicebio, Wuhan, China). qPCR was performed on a QuantStudioTM5 Real-Time PCR instrument
(Applied Biosystems, USA) using the SYBR Green PCR Master Mix (Toyobo, Japan) with cDNA template
and primers. The primers are displayed in Table 1 .

Table 1 . Primer sequences for qRT-PCR

Name Primer sequences (5’-3’)
IL-1β Forward: AATGACATGCGTGCTCTGGAGAAC

Reverse: TGGTGAGGTTGCCCCGTAGAC
IL-6 Forward: CCAAGAGGTGAGTGCTTCCC

Reverse: CTGTTGTTCAGACTCTCTCCCT
iNOS Forward: GCGCTACAACATCCTGGAGG

Reverse: CATGATGGTCACATTCTGCTTCTGG
TNFα Forward: GAGTGACAAGCCTGTAGCCC

Reverse: GGTGTGGGTGAGGAGCAC
β-actin Forward: TGATGGTGGGAATGGGTCAG

Reverse: GGTGTGGTGCCAGATCTTCT
Nfkbiz Forward: GCTCCGACTCCTCCGATTTC

Reverse: GAGTTCTTCACGCGAACACC

2.10 Statistical analysis

GraphPad Prism 8 software (San Diego, CA) was used for statistical analysis. All data were expressed as
mean ± standard error of the mean (SEM). A p < 0.05 was considered statistically significant; ns (p > 0.05)
indicates no significant difference between groups.

3 Results

3.1 Effect of Tube on the gross morphology and histology in mouse organs

As shown in Figure 1 , in the LPS-induced acute inflammation model (see reference[7] for the concentration
of LPS), the spleen of the model group was significantly congested with a dark color and blunted rim
compared, indicating hyperfunction after LPS treatment. In contrast, the Tube group had less congestion
and a relatively lighter color than the model group; however, the overall appearance was similar to that of
the control group. This finding suggests that Tube prevents LPS-induced splenic congestion.

The Tube group had significantly fewer erythrocytes in the splenic red marrow, fewer macrophages in the ger-
minal centers, less inflammatory infiltration of the alveolar wall in the lungs, reduced alveolar wall thickness,
and reduced structural damage, suggesting that Tube significantly attenuated LPS-induced histomorpholo-
gical changes in the spleen and lungs, as shown in Figure 2 . In addition, the LPS sets by looking at Figures
1 and 2 also show that our model construction was successful.
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Figure 1. (A) The control group was injected with equal amounts of sterile PBS intraperitoneally. (B)
The LPS group was the model group, and 10 mg/kg LPS solution was injected intraperitoneally. (C) The
LPS+Tube group was the Tube group, treated with 10 mg/kg LPS solution 3 hours after intraperitoneal
injection of 1 mg/kg Tube.
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Figure 2. Compared with the control group, the splenic red medulla of the model group was congested
with many erythrocytes, the white medulla was reduced in volume, and a large number of macrophages were
visible in the germinal center, indicating splenic hyperfunction (shown by the yellow arrow in the left panel).
There was thickening of the alveolar wall, increased inflammatory cell infiltration, destruction of alveolar
structures, and fusion into large alveoli in the lungs (yellow arrows in the right panel).

3.2 Effect of Tubee on mRNA expression of inflammatory factors in mice organs

The mRNA levels of inflammatory factors IL-1β, IL-6, TNF-α, and iNOS were significantly higher in the
liver, spleen, and lung of mice in the model group, indicating that all organs in the model group had different
degrees of inflammatory responses (Figure 3A-D). IL-6, and iNOS were significantly lower in the liver, spleen,
or lung of mice that were injected intraperitoneally with Tube compared with the model group, as well as
IL-1β in liver and lung. However, the mRNA levels of TNF-α were not significantly different across organs.
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Figure 3. Expression levels of mRNA for inflammatory factors IL-1β (A), IL-6 (B), TNF-α (C), and iNOS
(D) in mouse liver, spleen, and lung. Values are expressed as mean ± SEM, n = 3.####P < 0.0001,###P
< 0.001 and##P < 0.01 vs. NC. ****P < 0.0001,***P < 0.001,**P < 0.01 and *P < 0.05 vs. LPS.

3.3 Effect of Tube on the viability and apoptosis in RAW264.7 cells

RAW264.7 macrophages in the logarithmic growth phase were resuspended and plated on 12-well plates at
15x104 cells per well. The cells were divided into two groups. The first group was treated with various

8
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concentrations of Tube (0, 1, 4, and 7.5 μM), and the second was treated with Tube 4 μM for 0, 3, 6, and 12
hours. Tube had no significant effect on the morphology (Figure 4 ) or apoptosis (Figure 5 ) in RAW264.7
macrophages below 7.5 μM or at 12 h of action.

Figure 4 . Effect of different concentrations of Tube and 4 μM on the morphology of RAW264.7 macrophages
treated for various periods.

Figure 5. Flow cytometry measurement of apoptosis after treatment of RAW264.7 macrophages with
various concentrations of Tube for various durations.

3.4 Effect of Tube on NO and pro-inflammatory cytokines in RAW 264.7 cells

The NO content in the model group increased with increasing LPS treatment time compared with the
blank control group (Figure 6A ), while Tube significantly decreased. Tube significantly inhibited mRNA
expression of IL-1β, IL-6, and iNOS but not of TNF-α in LPS-induced RAW264.7 macrophages (Figure 6B
).
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Figure 6. (A) Tube inhibits NO production in LPS-induced RAW264.7 cells. (B) Tube inhibits mRNA
levels of iNOS, IL-1β, and IL-6 but not TNF-α. Values are expressed as mean ± SEM, and each experiment
was repeated three times.****P < 0.0001, ***P < 0.001, **P < 0.01 and*P < 0.05 vs. LPS.

3.5 Effect of Tube on classical cell signaling pathway-related proteins

The phosphorylation levels of NF-κB p65, MAPK p38, ERK, and JNK were significantly higher in the
model group compared with the blank control group (Figure 7 ). There was no significant difference in
the phosphorylation levels of NF-κB p65, MAKP p38, ERK, or JNK between the Tube and model groups
over time, suggesting that the anti-inflammatory effect of Tube may not be significantly associated with the
classical NF-κB signaling pathway.

Figure 7. Effect of Tube on LPS-induced NF-κB p65, MAKP p38, p-ERK, and p-JNK protein phosphory-
lation levels in RAW264.7 macrophages.

3.6 The effect of Tube on reprogramming sugar metabolism in RAW 264.7 cells

Tube inhibited LPS-induced glycolysis in RAW264.7 macrophages (Figure 8 ) and reduced basal and maxi-
mal respiration (Figure 9 ). This finding suggests that Tube inhibits glycolysis in RAW264.7 macrophages at
the level of mitochondrial oxidative phosphorylation. The transcript levels of critical glycolytic rate-limiting
enzyme genes were measured using RT-PCR. Tube increased the transcript levels of GLTU1, PFKFB3, and
hexokinase 2 (HK2), while inhibiting the transcript levels of LDHA (Figure 10 ). Pyruvate content in
RAW264.7 macrophages increased with the application Tube (Figure 11 ).
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Figure 8. Effect of Tube on the extracellular acidification rate of RAW264.7 macrophages. Compared
with the blank control group, the extracellular acidification rate was significantly greater in the LPS model
group, and the basal glycolytic capacity and maximum glycolytic capacity were both significantly higher
(##P < 0.01, ###P < 0.001). Compared with the LPS group, the basal glycolytic capacity and the
maximum glycolytic capacity of cells in the Tube+LPS group were significantly lower (**P < 0.01). Values
are expressed as mean ± SEM, and each experiment was repeated three times.
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Figure 9. Effect of Tube on the oxygen consumption in RAW264.7 macrophages. Compared with the blank
control group, basal respiration, maximum respiration, and ATP production were significantly lower in the
LPS model group (###P < 0.001). Compared with the LPS group, the basal respiration and maximum
respiration of cells in the Tube+LPS group were lower (*P < 0.05). Values are expressed as mean ± SEM,
and each experiment was repeated three times.

Figure 10. Effect of Tube on mRNA expression levels of genes for rate-limiting molecules of glycolysis in
RAW264.7 macrophages. The mRNA expression levels of GLTU1, PFPFB3, and HK2 were higher in the
Tube group than the LPS model group at all intervals (*P < 0.05, **P < 0.01,***P < 0.001), while the
mRNA expression levels of LDHA, a critical enzyme for lactate production, were significantly lower (**P <
0.01,****P < 0.0001). Values are expressed as mean ± SEM, and each experiment was repeated three times.

Figure 11. Pyruvate content was more significant in the Tube group than in the LPS model group at all
intervals (*P < 0.05,**P < 0.01, ****P < 0.0001), indicating that Tube increased the LPS-induced pyruvate
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content in RAW264.7 macrophages. Values are expressed as mean ± SEM, and each experiment was repeated
three times.

3.7 Effect of Tube on the expression level of downstream effector molecules of itaconic acid

We used RT-PCR to measure the expression of downstream effector molecules of itaconic acid, inclu-
ding Nfkbiz, Nrf2, NQO1, HO-1, GCLM, JAK1, STAT6, TET2, and IL-1α[8-12]. Τηε ρεσυλτς αρε σηοων
ινΦιγυρε 12 .

Figure 12. Compared with the LPS model group at each period, the mRNA levels of Nfkbiz (the tran-
scriptional counterpart sequence of IκBζ) and its downstream molecule IL-1α were significantly lower in the
Tube group. The mRNA levels of Nrf2, NQO1, HO-1, and GCLM were significantly higher, while the JAK1,
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STAT6, and TET2 mRNA levels were significantly lower. *P < 0.05,**P < 0.01, ***P < 0.001, ****P <
0.0001. Values are expressed as mean ± SEM, and each experiment was repeated three times.

3.8 Εφφεςτ οφ Τυβε ον τηε εξπρεσσιον οφ Ι-καππα Β Ζετα (ΙκΒζ) προτειν ιν ΡΑΩ 264.7

ςελλς

We measured the changes of ATF3 and IκBζ protein levels in LPS-treated RAW264.7 macrophages by western
blot (Figure 13 ). Compared with the LPS model group, ATF3 protein levels were significantly higher,
and IκBζ protein levels were significantly lower in the Tube group, regardless of whether LPS was added for
one or more hours. These findings suggest that Tube increased the expression of ATF3 and inhibited the
expression of IκBζ protein, consistent with the RT-PCR experiment described above.

Figure 13. Effect of Tube on ATF3 and IκBζ protein levels

3.9 Itaconic acid inhibitor citraconate reverses the anti-inflammatory effect of Tube

The spleen in the model group was significantly more congested, darker in color, and blunted at the rim than
the control group, suggesting splenic hyperfunction of the spleen LPS induction (Figure 14 ). Compared
with the model group, the Tube group showed less spleen congestion and relatively lighter color; the overall
appearance was similar to that of the control group. Splenic congestion in the inhibitor group was similar
to that in the model group and more pronounced than in the Tube group, suggesting that the inhibitor
citraconate reduced the protective effect of Tube on the spleen.

RT-PCR experiments showed that IL-1β, IL-6, and iNOS mRNA expression levels were significantly lower
in the Tube group than the LPS group, suggesting that Tube inhibited the transcription of IL-1β, IL-
6 and iNOS mRNA (Figure 15 ). IL-1β and IL-6 mRNA levels were higher after the use of itaconic
acid inhibitor citraconate in the Tube+ inhibitor group comparied with the Tube group, suggesting that
citraconate decreases the inhibitory effect of Tube on inflammatory factor transcription.
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Figure 14 . (A) The control group was injected with an equal amount of sterile PBS intraperitoneally. (B)
The LPS group was the model group, and 10 mg/kg LPS solution was injected intraperitoneally. (C) The
LPS+Tube group was the Tube group treated with 10 mg/kg LPS solution for 3 hours after intraperitoneal
injection of 1 mg/kg Tube. (D) The Tube+Citra group was the inhibitor group, with an intraperitoneal
injection of citraconate and Tube, followed by 10 mg/kg LPS solution after 3 hours.
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Figure 15. Control: blank control group; LPS: LPS group; Tubimoside III: Tube group; Citraconate:
inhibitor group; Tube+Citra: Tube+inhibitor group.***P < 0.001,****P < 0.0001 VS LPS.##P < 0.01,
###P < 0.001 vs. Tube.Values are expressed as mean ± SEM, and each experiment was repeated three
times.

4 Discussion

NO, IL-1β, IL-6, and TNF-α participate in the pathogenesis of inflammatory diseases[13, 14]. We found
that Tube inhibited the expression of IL-1β, IL-6, and iNOS and suppressed NO production but did not
affect TNF-α expression in LPS-induced RAW264.7 cells. We also measured NF-κB and MAPK signaling
pathway-related proteins (e.g., NF-κB p65 and MAKP p38) and found that Tube had no significant effect on
the phosphorylation levels[15-20]. These findings suggest that Tube may not inhibit inflammation through
the classical NF-κB signaling pathway. Small molecules of bacterial origin can be recognized by cell surface
receptors and activate relevant signal transduction, leading to the reprogramming of macrophage energy
metabolism from mitochondrial oxidative phosphorylation to a high rate aerobic glycolysis; this reprogram-
ming regulates the synthesis and accumulation of macrophage immune metabolites, which in turn affects the
expression of inflammatory factors.

Glucose transporter protein (GLUT1) and lactate dehydrogenase (LDH) play pivotal roles in glycolysis.
They convert glucose into pyruvate and lactate, which then enter the tricarboxylic acid (TCA)[21, 22].
Tube increased the mRNA levels of fructose-2,6-bisphosphatase 3, HK2, and GLUT1, the rate-limiting
enzyme genes of glycolysis, but decreased mRNA levels of LDH. These findings suggest that Tube causes
cellular accumulation of pyruvate; therefore, we measured the pyruvate content in RAW264.7 cells and
found thatTube did increase it. Notably, we found little effect of Tube on basal and maximal respiration
in RAW264.7 cells; therefore, we tentatively concluded that Tube increases the production of pyruvate,
an intermediate product of glycolysis, and does not increase levels of mitochondrial oxidative respiration.
Pyruvate is involved in energy metabolism by entering the TCA cycle; therefore,Tube might exert its anti-
inflammatory effect by regulating the energy metabolic process.

Macrophage metabolic pathways are altered during inflammatory responses, known as “metabolic repro-
gramming”[23]. We found that metabolic reprogramming participates in the development of inflammatory
responses by regulating the expression of macrophage inflammatory factors[24]. Moreover, we observed an
intermediate product, itaconic acid. During LPS stimulation, macrophages upregulate expression of immune
response gene 1, a mitochondria-related enzyme that catalyzes the conversion of cis-aconitate into itaconate
and inhibits succinate dehydrogenase through competitive binding, creating a metabolic breakpoint in the
TCA cycle and blocks the TCA cycle[17, 25] . Itaconic acid inhibits the electron transport chain in mito-
chondria[25, 26], and it regulates the transcription of IL-1β and IL-6 through the ATF3-IκBζ axis; however,
it has no significant effect on the transcription level of TNF-α[8, 10]. Τηερεφορε, ωε μεασυρεδ εξπρεσσιον
λεvελς οφ δοωνστρεαμ εφφεςτορ μολεςυλες οφ ιταςονις αςιδ υσινγ ΡΤ-Π῝Ρ εξπεριμεντς ανδ φουνδ τηατ Τυβε

ωας ασσοςιατεδ ωιτη τηε ρεγυλατορψ ρολε οφ ιταςονις αςιδ.

ΙκBζ is a transcriptional regulator of the non-classical NF-κB signaling pathway. It binds to the NF-κB p50
subunit and promotes the transcription of pro-inflammatory factors, including IL-6, IL-1β, and IL-1α[27,
28]. Ελεςτροπηιλις στρεσς ινδυςεδ βψ ιταςονις αςιδ ινηιβιτεδ ΙκBζ by upregulating activating transcription
factor 3 (ATF3), reducing the production of the pro-inflammatory factor IL-6[8]. Western blot showed
that Tube increased the ATF3 protein level and inhibited IκBζ protein levels. These findings suggest that
Tube exerts its anti-inflammatory effect by reprogramming glucose metabolism in macrophages, affecting the
metabolism of the small molecule itaconic acid. Finally, to confirm the necessity of the anti-inflammatory
effect of itaconic acid on Tube, we used an inhibitor of itaconic acid, citraconate (that competitively inhibits
aconitate decarboxylase 1)[29]. Citraconate impaired the protective effect of Tube in the LPS-induced acute
inflammation model. Citraconate also attenuated the downregulation of IL-1β and IL-6 by Tube. These
results suggest that Tube requires the involvement of itaconic acid to exert its inflammatory inhibitory
effects.
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In summary, tubeimoside III regulates the reprogramming of macrophage glucose metabolism, increasing
the content of small metabolic molecule itaconic acid, inhibiting the expression of IL-1β, IL-6, and iNOS,
and reducing the inflammatory response.
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