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A B S T R A C T   

Background: Methyl lucidone (ML), a methyl derivative of lucidone, has anti-inflammatory 
properties. However, the molecular mechanisms that reduce the inflammatory effect of ML in 
human lung epithelial cells remain unkown. This study aimed to elucidate the molecular mech-
anisms underlying the anti-inflammatory effect of ML. 
Methods: Four compounds (ML, methyl linderone, kanakugiol, and linderone) from Lindera 
erythrocarpa Makino were evaluated for their ability to reduce MUC5AC secretion levels in 
phorbol-12-myristate-13-acetate (PMA)-stimulated NCI–H292 cells using ELISA. The expression 
and secretion levels of inflammatory response-related proteins were analyzed using quantitative 
reverse transcription-PCR, ELISA, and western blotting. To determine whether ML directly reg-
ulates TGF-β-activated kinase 1 (TAK1), we performed an in vitro kinase assay. 
Results: ML treatment effectively reduced the levels of inflammatory cytokines, including inter-
leukin-1β and TNF-α, increased by stimulation. Furthermore, ML downregulated the pathway 
cascade of both IκB kinase (IKK)/NF-κB and p38 mitogen-activated protein (MAP) kinase/CREB 
by inhibiting the upstream kinase TAK1. An in vitro kinase analysis confirmed that ML treatment 
significantly reduced the kinase activity of TAK1. 
Conclusion: ML pretreatment repressed the PMA-stimulated inflammation reaction by reducing 
the TAK1-mediated IKK/NF-κB and p38 MAP kinase/CREB signaling. These findings suggest that 
ML may improve respiratory health and can be used as a dietary supplement or functional food to 
prevent inflammatory lung diseases.   
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1. Introduction 

Patients with worsening pulmonary inflammatory diseases, such as asthma, acute respiratory distress syndrome, and chronic 
obstructive pulmonary disease (COPD), have a common symptom of cytokine and mucus hypersecretion [1,2]. Inhaled corticosteroids 
relieve these symptoms, but side effects such as osteoporosis, obesity, and hyperglycemia can occur when they are used in the long 
term [3]. Thus, studies aimed at finding safer therapeutic alternatives for asthma and COPD are attracting attention [4,5]. 

Mucus secretion from bronchial epithelial cells is a primary defense mechanism against exposure to inhaled pathogens, irritants, 
and toxins at the surface layer of the mucosa [6]. However, mucus hyperproduction and oversecretion are common pathophysiological 
hallmarks of inflammatory lung diseases [7]. MUC5AC is a known and prominent mucin protein expressed in airway epithelium. Its 
production is notably increased in the pulmonary tissues of asthma mice models exposed to ovalbumin [8] and in the bronchial 
epithelia of patients with COPD [9]. Moreover, MUC5AC secretion is upregulated by diverse inflammatory cytokines such as IL-1β and 
TNF-α [10]. 

Inflammatory processes are controlled by multiple signaling pathways, including the mitogen-activated protein (MAP) kinases and 
nuclear factor (NF)-κB pathways. NF-κB plays a key regulatory role in the expression of pro-inflammatory mediators, including 
MUC5AC and TNF-α [11,12]. To activate NF-κB, the IKK complex (comprising IKKα, IKKβ, and IKKγ) phosphorylates IκBα, which is 
subsequently broken down by the proteasome. The released NF-κB translocates to the nucleus and expresses inflammatory genes [13]. 
MAP kinases with conserved serine and threonine residues are composed of extracellular signal-regulated kinase (ERK), c-Jun 
N-terminal kinase (JNK), and p38 MAP kinase. MAP kinases are involved in controlling crucial cellular processes and inflammatory 
diseases [14]. In particular, there are reports that p38 MAP plays a central role in regulating COPD and asthma pathology by turning on 
cAMP response element-binding protein (CREB) [15]. Thus, investigating compounds that can inhibit both IKK/NF-κB and p38 could 
help identify therapeutics for inflammatory lung diseases. 

TGF-β-activated kinase 1 (TAK1) is a serine/threonine kinase that functions upstream of MAP kinases [16]. It is also an important 
regulator for the activation of IKK/NF-κB and p38 MAP kinase pathway cascades. TAK1 is emerging as an important target in various 
diseases, including pulmonary diseases, cancers, and fibrosis [17,18]. Indeed, our previous research demonstrated that a TAK1 in-
hibitor (5Z-7-oxozeaenol, 5OZ) reduced MUC5AC expression and secretion [19]. Thus, approaches to modulate TAK1 activity can be 
applied to reduce the expression of genes associated with respiratory inflammatory diseases. 

The Lindera (L.) plants have great medicinal and therapeutic value because they are a source of many secondary metabolites, such 
as sesquiterpenoids, alkaloids, butanolides, lucidones, flavonoids, and phenylpropanoids [20]. L. erythrocarpa Makino is cultivated in 
China, Japan, and Korea and is used as a traditional remedy owing to its analgesic, digestion-promoting, and antibacterial properties 
[21]. It also exerts protective effects against oxidants [22] and inflammation [23]. Among the active constituents of Lindera plants, 
lucidone and its derivatives have diverse functions, including antioxidant, dermatoprotective, hepatoprotective, hypolipidemic re-
action, and anti-inflammatory effects [24]. The present study aimed to elucidate the molecular mechanisms underlying the 
anti-inflammatory effect of methyl lucidone (ML) isolated from L. erythrocarpa in human airway epithelial cells. 

2. Materials and methods 

2.1. Chemicals and reagents 

Growth medium for NCI–H292 cell maintenance was obtained from WELGENE company (Daegu, South Korea). The materials 
added to the growth medium were purchased from Thermo Fisher Scientific Inc. (Waltham, MA, USA). Specific antibodies against 
β-actin, phosphorylated (p)-JNK, p-ERK, p-p38, and p38 were purchased from Santa Cruz Biotechnology (Dallas, TX, USA). p–NF-κB, 
NF-κB, p-IKKα/β, IKKα, p-IκBα, p-CREB, CREB, p-TAK1, and TAK1 antibodies were purchased from Cell Signaling Technology (Beverly, 
MA, USA). SB203580 was acquired from Selleckchem (Houston, TX, USA). Phorbol 12-myristate 13-acetate (PMA), 5Z-7-oxozeaenol 
(5OZ), and Bay 11–7082 were bought from Sigma-Aldrich (St. Louis, MO, USA). 

2.2. Cell lines and culture conditions 

NCI–H292 cells were sourced from the American Type Culture Collection (CRL-1848; ATCC, Manassas, VA, USA). The cells were 
grown in complete media, containing RPMI 1640 medium, 10% FBS and 100 mg/L streptomycin plus 100 U/mL penicillin, at 37 ◦C 
and 5% CO2 under humidified conditions. 

2.3. Plant material and preparation of Lindera erythrocarpa fruit 

For this study, the same L. erythrocarpa Makino fruit as the sample KRIB 0000372, collected on Jeju Island, South Korea, in October 
2013, was collected in October 2021 by Dr. Jin-Hyub Paik. The target compounds were derived from dried fruits of L. erythrocarpa as 
described previously [25]. Briefly, the extracts (770.0 g, yield 15.4%) were fractionated on a silica gel column (10 × 90 cm, JEO prep 
60, 40–63 μm, 2.3 kg) and eluted using hexane− EtOAc mixtures (20:1 → 15:1 → 10:1 → 8:1 → 6:1 → 4:1 → 2:1 → 1:1, v/v) to obtain 10 
pooled fractions (LE No. 1–10). LE No. 4 (105.0 g) was chromatographically separated using reversed-phase open column chroma-
tography (M.S.GEL®, 75 μm, H2O/CH3OH, 40%→50%→60%→70%→75%→80%→90%→100%, v/v) to yield LE04_I–K (kanakugiol 3, 
4.1 g). LE No. 6 (47.1 g) was subjected to preparative HPLC (YMC-Pack ODS-AQ-HG, 10 mm, 70% MeOH isocratic system, 100 
mL/min, 55.0 min) to obtain LE06_B (methyl linderone 2, 2.5 g). LE No. 8 (35.4 g) was chromatographically separated using 
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reversed-phase open column chromatography (M.S.GEL®, 75 μm, H2O/CH3OH, 30–100%, v/v) to yield six fractions (LE08_A-F). 
LE08_B was separated by MPLC (Spot Prep II 250, Armen, Paris, France, flow rate: 100 mL/min) using a YMC ODS AQ HG (10 × 250 
mm, 10 μm, Kyoto, Japan) and a gradient solvent system (0–50.0 min, 60% MeOH; 50.0–70.0 min, 60–100% MeOH) to provide 
LE08B_P2B (ML 1, 2.4 g). LE No. 9 (80.6 g) was chromatographically separated by reversed-phase open column chromatography (M.S. 
GEL®, 75 μm, H2O/CH3OH, 40–100%, v/v) to yield 10 fractions (LE09_A-J), and LE09_F-G was separated by preparative HPLC (YMC 
ODS AQ HG, 50–100% CH3OH, 12 mL/min) to give LE09P2 (linderone 4, 0.45 g). The compound was distinguished by spectroscopic 
data, such as HRMS, 1H, and 13C NMR, and compared with the earlier reported data [25]. 

An ACQUITY UPLC™ system (Waters Corporation, Milford, MA) was used for UPLC (ultra-performance liquid chromatography) 
analysis. HRMS analysis was carried out using an ultra-performance liquid chromatography quadrupole time-of-flight mass spec-
trometer (UPLC-QTOF-MS) equipped with an electrospray ionization (ESI) interface (Waters Q-TOF PremierTM, Waters Corporation). 
NMR analysis was performed using a Fourier transform (FT)-NMR spectrometer (JEOL ECZ500R, JEOL Ltd., Akishima, Tokyo, Japan) 
to obtain 1D spectra (1H NMR and 13C NMR). 

2.4. Cytotoxicity analysis 

To measure cell viability, NCI–H292 cells were seeded, at a density of 1 × 104 cells/well, in complete media in 96-well microplates 
for 1 d. The complete media was replaced with a reduced-serum (0.1% FBS) medium and incubated for 16 h. Cells pretreated with 
various concentrations of four compounds (ML, methyl linderone, kanakugiol, and linderone) were cultured for 2 h prior to PMA 
stimulation treatment. After 1 d, cell viability was analyzed using the CCK-8 assay (CK04, Dojindo Laboratories, Kumamoto, Japan) in 
triplicate, referring to the technical manual. The optical density at 450 nm was measured using a microplate spectrophotometer 
(Epoch, Bio tek Instruments, Winooski, Vermont, USA) and expressed as a relative percentage compared with the control value. 

2.5. ELISA 

NCI–H292 cells were grown, at a density of 1 × 104 cells/well, in 96-well microplates for 1 d. The cells were starved by changing 
reduced-serum (0.1% FBS) medium after 16 h and then treated with ML for 2 h prior to activation by PMA for 16 h. The IL-1β and TNF- 
α proteins secreted in the supernatant were estimated according to the manufacturer’s protocol (BD PharMingen, San Diego, CA, USA). 
MUC5AC protein levels were measured as described previously [26]. 

2.6. Evaluation of mRNA expression levels 

The seeded NCI–H292 cells were incubated in 24-well plates 1 d prior and then placed in a low-serum medium. After starvation, the 
cells were exposed to several doses of ML for 2 h and treated with PMA for 3 h. Total RNA from cells was extracted using TRIzol 
(Invitrogen, Carlsbad, CA, USA) according to the instruction manual. cDNA synthesis and SYBR green-based quantitative reverse 
transcription-PCR (qRT-PCR) were performed as reported previously [26]. The primers used are listed in Table 1. Each experiment was 
conducted in triplicate, and results were calculated using the 2− ΔΔCT method. 

2.7. Western blot analysis 

The cells were homogenized in the CETi lysis buffer (TransLab, Daejeon, South Korea) under cold conditions. Protein samples were 
processed via electrophoresis and electrotransferred onto a PVDF membrane, which was blocked with 5% skim milk and incubated 
with the target protein antibodies overnight. The membrane was rinsed with TBST and incubated with secondary antibodies. The blots 
were visualized using Amersham Imager 600 (Amersham, Little Chalfont, UK), and quantifiable data were obtained using the Multi 
Gauge software version 3.0 (Fujifilm, Tokyo, Japan). 

2.8. In vitro TAK1 kinase assay 

The inhibitory effect of the ML on TAK1 kinase activity was determined using a commercial TAK1-TAB1 kinase enzyme system 
(V4088) and an ADP-Glo kinase assay kit (V9101) following the manufacturer’s instructions (Promega Corporation, Wisconsin, USA). 
Briefly, the human recombinant TAK1-TAB1 fusion protein was diluted to 100 ng/μL using reaction buffer A containing 50 μM DTT. 
Diluted TAK1-TAB1 was mixed with the substrate at 1 μg/μL MBP protein. The mixture was then incubated for 20 min. Next, the 
reaction was started by introducing ATP. After 40 min of incubation, the ADP-Glo reagent and the detection buffer were added to each 

Table 1 
Primer sequences using for evaluation of mRNA expression levels.  

Target gene Accession no. Forward primer sequence (5′–3′) Reverse primer sequence (5′–3′) Product size (bp) Annealing temperature (◦C) 

IL-1β NM_000576.3 AGCCAGGACAGTCAGCTCTC ACTTCTTGCCCCCTTTGAAT 241 55 
TNF-α NM_000594.4 CCTACCAGACCAAGGTCAAC AGGGGGTAATAAAGGGATTG 279 52 
MUC5AC NM_001304359.2 TGATCATCCAGCAG CCGAGCTCAGAGGACATATGGG 409 58 
β-actin NM_001101.5 CATGTACGTTGCTATCCAGG CTCCTTAATGTCACGCACGA 250 55  
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well and incubated for 30 min. Luminescence was measured with a luminometer (SpectraMax M4, Molecular Devices, Sunnyvale, CA, 
USA). 

2.9. Statistical analysis 

Data are presented as average ± standard deviation. Statistical significance was set at p < 0.05 (*), p < 0.01 (**), and p < 0.001 
(***) using Student’s t-test. 

3. Results 

3.1. Inhibitory effect of four compounds isolated from L. erythrocarpa on MUC5AC secretion levels in PMA-treated NCI–H292 cells 

Since MUC5AC is a pathological marker of airway inflammatory disease, we performed MUC5AC ELISA to determine whether four 
compounds (ML, methyl linderone, kanakugiol, and linderone) isolated from the fruit of L. erythrocarpa inhibit inflammation in human 
epithelial cells (NCI–H292). Cell viability was assessed to determine the non-cytotoxic concentrations of compounds before the ex-
periments. None of the compounds showed cytotoxicity at concentrations <2 μM in the presence of 100 nM PMA (Fig. 1A). Next, we 
investigated whether the four compounds reduced the PMA-stimulated MUC5AC secretion. Of these compounds, ML, methyl lin-
derone, and linderone significantly inhibited MUC5AC secretion, but kanakugiol had no effect (Fig. 1B). Notably, ML, methyl lin-
derone, and linderone have a common chemical structure, which contains lucidone derivatives. Since ML most strongly suppressed 
MUC5AC secretion in a concentration-dependent manner (range of 0.5–2 μM), we focused on the anti-inflammatory effect of ML in 
further experiments. 

3.2. ML treatment inhibits the PMA-induced pro-inflammatory responses in NCI–H292 cells 

As ML treatment effectively inhibited MUC5AC secretion , we examined whether this compound could inhibit the expression and 
secretion of other inflammatory mediators. We found that ML pretreatment decreased the levels of TNF-α and IL-1β in a dose- 
dependent manner in NCI–H292 cells (Fig. 2B and C). Consistent with this, ML treatment significantly inhibited the mRNA expres-
sion of PMA-induced TNF-α, IL-1β, and MUC5AC (Fig. 2D–F). These data suggest that ML exerts potent anti-inflammatory effects by 
reducing the transcriptional levels of various inflammatory mediators, including MUC5AC, IL-1β, and TNF-α. 

3.3. ML inhibits NF-κB signaling and p38 MAP kinase activation in PMA-stimulated NCI–H292 cells 

NF-κB is a key transcription factor that regulates the expression of inflammatory mediators, including cytokines and MUC5AC. We 
performed western blotting to determine whether ML inhibits the PMA-stimulated activation of NF-κB. First, we confirmed that PMA 
significantly increased the phosphorylation of IKKα/β at Ser 176/180, IκBα at Ser 32, and p65 at Ser 536 (Fig. 3A, lanes 1 and 2). ML 
treatment markedly reduced IκBα, IKKα/β, and NF-κB phosphorylation in a concentration-dependent manner (Fig. 3A, lanes 3–5). As 
the total levels of IKK and p65 proteins were stable, the decrease in phosphorylation upon ML pretreatment was not due to a change in 
their protein levels. Moreover, when we performed Western blot analysis to verify whether ML regulated an activity of MAPKs, our 
results showed that ML treatment specifically inhibited the PMA-induced p38 phosphorylation but not ERK or JNK phosphorylation. 

Fig. 1. Effects of four compounds derived from the L. erythrocarpa Makino fruit on PMA-stimulated MUC5AC secretion in NCI–H292 cells. (A) The 
toxicity of four compounds isolated from L. erythrocarpa Makino fruit, namely methyl lucidone (ML), methyl linderone, kanakugiol, and linderone, 
in NCI–H292 cells was measured following treatment with different concentrations of these compounds (0.5, 1, and 2 μM) in the presence of PMA 
for 24 h using the CCK-8 assay. (B) The inhibitory effect of the four compounds on MUC5AC secretion in NCI–H292 cells was determined using 
ELISA. The cells were pretreated with the compounds for 2 h and then with PMA for 16 h. Error bars indicate the average ± standard deviation of 
values from three independent experiments. #, p < 0.01 (compared with the group without PMA treatment); *, p < 0.05, **, p < 0.01, and ***, p <
0.001 (compared with the group with PMA only). 
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ML treatment also reduced CREB phosphorylation (Fig. 3B). These results show that ML may exert anti-inflammatory effects by 
negatively modulating both NF-κB and p38 MAP kinase signaling. 

3.4. ML suppresses TAK1-mediated NF-κB and p38 activation 

Since TAK1 is an important upstream kinase that regulates NF-κB and p38, we examined whether ML affects TAK1 phosphorylation 

Fig. 2. ML strongly inhibits the expression of inflammatory mediators in PMA-treated NCI–H292 cells. (A) Chemical structure of ML. (B–C) The 
inhibitory effects of ML on PMA-induced cytokine (IL-1β and TNF-α) secretion levels were measured using ELISA. (D–F) The inhibitory effect of ML 
on the mRNA expression of pro-inflammatory cytokines (IL-1β and TNF-α) and MUC5AC was evaluated using qRT-PCR. Error bars indicate the 
average ± standard deviation of values from three independent tests. #, p < 0.01 (compared with the group without PMA treatment); *, p < 0.05, 
**, p < 0.01, and ***, p < 0.001 (compared with the group with PMA only). 

Fig. 3. ML inhibits activation of the NF-κB and p38 pathways in NCI–H292 cells. The cells were treated with different ML doses for 2 h and then 
with PMA (1 μM) for 30 min. (A) The reduction effects of ML on NF-κB signaling phosphorylation were determined using specific antibodies against 
p-IKKα/β, IKKα, p-IκBα, p–NF–κB, and NF-κB. (B) The reduction effect of ML on PMA-stimulated MAPKs signaling and CREB was detected using 
antibodies against p-CREB, p38, p-ERK, p-JNK, and p-p38. The signal of protein expression was normalized to that of actin. The numbers above each 
lane indicate the relative band intensities estimated using the Multi Gauge software version 3.0 (Fujifilm, Tokyo, Japan). 
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using Western blot analysis. Our results showed that ML treatment reduced the PMA-induced TAK1 phosphorylation in a 
concentration-dependent manner, without affecting the total TAK1 levels (Fig. 4A). Next, we used the TAK1 inhibitor 5OZ to deter-
mine whether PMA-induced NF-κB and p38 activation is mediated by TAK1 in NCI–H292 cells. Treatment with 5OZ reduced NF-κB, 
p38, CREB, and TAK1 phosphorylation. Combination treatment with two compounds targeting TAK1 may have a synergistic inhibitory 
effect compared to the individual treatment with each compound. As expected, the combined treatment with ML and 5OZ significantly 
reduced PMA-stimulated TAK1, NF-κB, p38, and CREB phosphorylation compared to treatment with each agent alone (Fig. 4B). 
Consistently, PMA-induced MUC5AC secretion was strongly reduced by the combination of the two compounds compared to that by 
ML or 5OZ alone without affecting cell viability (Fig. 4C and 4D). Similar reduction in MUC5AC secretion was observed when using the 
combination of two compounds compared to that achieved with either ML or SB203580 (p38 inhibitor) alone and in the combination 
of two compounds compared to that with either ML or Bay11-7082 (NF-κB inhibitor) alone (Fig. 4D). These results suggest that ML 
treatment reduces TAK1 phosphorylation, thereby reducing MUC5AC secretion by negatively regulating NF-κB and p38. 

3.5. ML treatment significantly inhibits TAK1 activity under cell-free conditions 

To assess whether ML directly binds to TAK1, we performed a TAK1 kinase activity assay in a cell-free system using a recombinant 
human TAK1-TAB1 fusion protein. The activity of TAK1 kinase, evaluated by the rate of ATP conversion to ADP, was reduced by ML 
treatment and was strongly reduced by 5OZ. It is well known that 5OZ binds to the ATP-binding pocket of the catalytic domain of TAK1 
and inhibits the activity of this enzyme. In our study, 5OZ inhibited enzyme activity by approximately 60% at 0.25 μM. In contrast, ML 
showed 20% inhibition at 2.5 μM, which was approximately 10 times higher than that obtained with 5OZ. 

Catalytic properties of the TAK1 enzyme were markedly reduced upon ML treatment in a concentration-dependent manner and 
were strongly inhibited by 5OZ, which is already known to attach to the ATP-binding site of TAK1 (Fig. 5A). These data show that ML 

Fig. 4. ML suppresses activated TAK1 and its downstream molecules in NCI–H292 cells. (A) The inhibitory effect of ML on PMA-induced TAK1 
activation was detected using antibodies against p-TAK1 and total TAK1. (B) The inhibitory effect of ML and a TAK1-specific inhibitor (5Z-7- 
oxozeaenol, 5OZ) was evaluated via Western blot analysis using antibodies against p-TAK1, TAK1, p-p38, p38, p–NF–κB, NF-κB, p-CREB, and CREB. 
The signal of protein expression was normalized to that of actin. The numbers above each lane indicate the relative band intensities estimated using 
the Multi Gauge software version 3.0. (C) The cellular toxicity of each compound was determined by CCK-8 assay. (D) Inhibitory effect of the 
combination of ML and 5OZ, p38 inhibitor (SB203580), and NF-κB specific inhibitor (Bay11-7082) on MUC5AC secretion in NCI–H292 cells was 
determined using ELISA. 
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can inhibit kinase activity by blocking the ATP-binding site or other regions of TAK1. Collectively, our results suggest that the 
repression effects of ML on NF-κB signaling and p38 MAP are mediated by the suppression of the activity of TAK1, which is an upstream 
IKK/NF-κB and p38/CREB regulator in human bronchial epithelial cells as well as in cell-free conditions (Fig. 5B). 

4. Discussion 

The long-term administration of corticosteroids to reduce chronic lung inflammation has serious limitations with unfavorable 
effects, including pneumonia and osteoporosis [27,28]. Thus, the development of adjuvant therapies or alternative medicines using 
natural products could be a strategy to overcome the side effects of long-term administration. Tiotropium (trade name Spiriva®), 
derived from Datura plants, is widely used as an inhaled anticholinergic bronchodilator to treat COPD [29]. Coenzyme Q10 [28], 
ginseng [30], and resveratrol [31] are effective in relieving systemic and respiratory inflammation and have been suggested as 
adjuvant therapies. 

NCI–H292 cells are derived from bronchial mucoepidermoid carcinomas. As such, their characteristics and responses may not fully 
represent those of normal cells or tissues, limiting the generalizability of the findings to non-cancerous conditions. Meanwhile, 
NCI–H292 is a well-established and widely used cell line, which is readily available from cell banks. It has been extensively charac-
terized and has established protocols for culturing, which makes it a convenient and standardized model for experimentation. The ease 
of reproducibility of results in these cells by other researchers serves as an advantage. Additionally, the cells are widely employed in 
studies related to bronchial-associated disorders and inflammatory responses. This cell line serves as a valuable model for pulmonary 
diseases, particularly those associated with mucin production activity [32,33]. In our previously published paper, we have already 
demonstrated that the levels of MUC5AC, a major component of mucin, are significantly increased when NCI–H292 cells are treated 
with PMA, EGF, TNF, cigarette smoke extract, or acrolein [34]. 

PMA is a potent inflammation/cytokine inducer that has been widely used in various cell types, including NCI–H292 cells. PMA 
activates the protein kinase C (PKC) signaling pathway, leading to the production of inflammatory cytokines and the initiation of 
inflammatory responses. Studies have reported that PMA treatment of NCI–H292 cells leads to the upregulation of pro-inflammatory 
cytokines such as interleukin-6 (IL-6), interleukin-8 (IL-8), and TNF-α [35,36]. PMA-induced inflammation in NCI–H292 cells is 
accompanied by activation of the NF-κB signaling pathway, a key regulator of inflammatory responses. Consistent with previous 
findings, PMA treatment in THP-1 cells has been shown to increase the expression of TLR4 pathway-related molecules (such as MyD88, 
MAPKs, and NF-κB), resulting in the upregulation of inflammatory proteins (including IL-1β, IL-6, and TNF-α) [37,38]. 

Plants of the genus L. erythrocarpa (family Lauraceae) have potent antioxidant activities [39]. However, the therapeutic potential of 
L. erythrocarpa Makino extract for relieving inflammatory lung disease and its molecular mechanisms of action have not been studied in 
detail. In this study, we isolated four compounds (ML, methyl linderone, kanakugiol, and linderone) from L. erythrocarpa Makino 
extract and found that only three lucidone derivative compounds (ML, methyl linderone, and linderone) significantly reduced 

Fig. 5. ML significantly reduces the activity of TAK1 kinase in cell-free conditions. (A) The reduction effect of ML on TAK1 activity was evaluated 
using an in vitro TAK1 kinase assay. Error bars represent the mean ± S.D. of values from three separate experiments (#, p < 0.01 compared with the 
group with DMSO alone; **, p < 0.01, and ***, p < 0.001, compared with the group with TAK1 enzyme without drug treatment). (B) Schematic of 
the molecular mechanism by which ML suppresses PMA-increased MUC5AC, IL-1β, and TNF-α expression in airway epithelial cells. ML inhibits the 
activation of TAK1 and its downstream IKK/NF-κB and P38/CREB signaling pathways, thereby suppressing the expression of inflammation-related 
genes, including MUC5AC, IL-1β, and TNF-α. TM, transmembrane. 
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MUC5AC secretion levels, while kanakugiol had no effect. Notably, ML effectively inhibited the expression and secretion of inflam-
matory mucin or cytokines, such as TNF-α, MUC5AC, and IL-1β, in PMA-induced NCI–H292 cells. These results suggest that ML may 
inhibit the molecular mechanism(s) controlling the transcriptional expression of various inflammatory mediators. 

Furthermore, we showed that ML exerted anti-inflammatory effects by blocking the phosphorylation of IKK/NF-κB and p38/CREB 
signaling in PMA-treated NCI–H292 cells. Activation of NF-κB or p38 is associated with the worsening of asthma or COPD [40]. Our 
results showed that ML treatment significantly inhibited the phospho-activation of NF-κB components, such as IKKα/β, IκBα, and 
NF-κB p65 (Fig. 3A). Interestingly, ML treatment selectively reduced only the activation of p38 and not that of JNK and ERK (Fig. 3B). 
p38 is a pharmacologically important target involved in restoring corticosteroid responsiveness and ameliorating the advanced stages 
of COPD and asthma [41]. Our data fully support that ML is a promising drug candidate for downregulating lung inflammatory re-
sponses by negatively modulating the upstream factors of the IKK/NF-κB and p38/CREB pathways, thereby decreasing the expression 
of lung inflammatory mediators. 

Since TAK1 is a critical upstream molecule that initiates the IKK/NF-κB pathway [42], we investigated whether ML inhibits TAK1 
phosphorylation in PMA-stimulated NCI–H292 cells. Our data indicate for the first time that ML pharmacologically inhibits TAK1 
kinase activity. In support of this conclusion, phosphorylation of Thr187, an important residue for the TAK1 activation loop [43], 
showed a synergistic inhibitory effect when combined with ML to 5OZ, a TAK1-selective inhibitor (Fig. 4B). Furthermore, we 
demonstrated that ML can directly regulate TAK1 kinase using an in vitro TAK1 enzymatic assay (Fig. 5A). ML weakly inhibits TAK1 
activity compared to 5OZ, which targets reactive cysteines at the Asp-Phe-Gly (DFG) motif of the ATP-binding site [44]. Therefore, it is 
highly likely that ML acts allosterically rather than directly on the ATP-binding pocket of TAK1. Referring to other similar studies, as 
one of the anti-inflammatory mechanisms of resveratrol, TAK1 amino acid residues, including Asp 161 and Ala 107 surrounding 
Thr187 of TAK1, are essential for the resveratrol-TAK1 interaction [17]. This suggests the need for additional molecular docking 
prediction experiments to identify the TAK1 docking pocket in ML. 

5. Conclusion 

In conclusion, our study is the first to demonstrate that ML isolated from the fruit of L. erythrocarpa Makino inhibits TAK1-mediated 
p38 MAP kinase and NF-κB activation to exert anti-inflammatory effects. ML inhibits MCU5AC secretion and inflammatory mediators, 
which are biomarkers of respiratory inflammatory disease. Taken together, we propose that ML could serve as a promising agent for 
treating pulmonary inflammatory diseases such as asthma and COPD. 

Author contribution statement 

Eun Sol Oh: Performed the experiments; Wrote the paper. </p>
Hyunju Ro: Su Ui Lee:Conceived and designed the experiments; Analyzed and interpreted the data; Wrote the paper. </p>
Hyung Won Ryu: Performed the experiments; Analyzed and interpreted the data; Contributed reagents, materials, analysis tools or 

data; Wrote the paper. </p>
Ji-Yoon Park: Yu Na Song: Namho Kim: Hae-Young Kim: Seon Min Oh: Su-Yeon Lee: Doo-Young Kim: Performed the experiments. 

</p>; 
Sooil Kim: Analyzed and interpreted the data. </p>
Sung-Tae Hong: Conceived and designed the experiments; Analyzed and interpreted the data; Contributed reagents, materials, 

analysis tools or data. </p>; 
Mun-Ock Kim: Conceived and designed the experiments; Analyzed and interpreted the data; Contributed reagents, materials, 

analysis tools or data; Wrote the paper. 

Data availability statement 

Data included in article/supp. material/referenced in article. 

Declaration of competing interest 

The authors declare that they have no known competing financial interests or personal relationships that could have appeared to 
influence the work reported in this paper. 

Acknowledgments 

This work was supported by the KRIBB Research Initiative Program funded by the Ministry of Science and ICT of Republic of Korea 
(MSIT, KGM5522322), the National Research Foundation of Korea (NRF) grants funded by the MSIT (2020R1A2C2006664, 
2020R1C1C1011146, RS-2023-00252236), and research grants funded by the Ministry of Education (MOE) of Republic of Korea and 
Chungnam National University. 

E.S. Oh et al.                                                                                                                                                                                                           



Heliyon 9 (2023) e20154

9

Appendix A. Supplementary data 

Supplementary data to this article can be found online at https://doi.org/10.1016/j.heliyon.2023.e20154. 

References 

[1] H. Lai, D.F. Rogers, New pharmacotherapy for airway mucus hypersecretion in asthma and COPD: targeting intracellular signaling pathways, J. Aerosol Med. 
Pulm. Drug Deliv. 23 (4) (2010) 219–231. 

[2] P.J. Barnes, Targeting cytokines to treat asthma and chronic obstructive pulmonary disease, Nat. Rev. Immunol. 18 (7) (2018) 454–466. 
[3] S.C. Manson, R.E. Brown, A. Cerulli, C.F. Vidaurre, The cumulative burden of oral corticosteroid side effects and the economic implications of steroid use, 

Respir. Med. 103 (7) (2009) 975–994. 
[4] J.S. Li, S.Y. Li, Y. Xie, X.Q. Yu, M.H. Wang, Z.K. Sun, L.J. Ma, X.H. Jia, H.L. Zhang, J.P. Xu, C.X. Hou, The effective evaluation on symptoms and quality of life of 

chronic obstructive pulmonary disease patients treated by comprehensive therapy based on traditional Chinese medicine patterns, Complement Ther Med 21 (6) 
(2013) 595–602. 

[5] J. Liu, F. Gao, Z. Li, Effect of yiqibushenhuoxue decoction on chronic obstructive pulmonary disease measured by St. George’s respiratory disease questionnaire 
scores and forced expiratory volume, J. Tradit. Chin. Med. 34 (4) (2014) 445–449. 

[6] J.A. Voynow, B.K. Rubin, Mucins, mucus, and sputum, Chest 135 (2) (2009) 505–512. 
[7] J.V. Fahy, B.F. Dickey, Airway mucus function and dysfunction, N. Engl. J. Med. 363 (23) (2010) 2233–2247. 
[8] Z.H. Ni, J.H. Tang, G. Chen, Y.M. Lai, Q.G. Chen, Z. Li, W. Yang, X.M. Luo, X.B. Wang, Resveratrol inhibits mucus overproduction and MUC5AC expression in a 

murine model of asthma, Mol. Med. Rep. 13 (1) (2016) 287–294. 
[9] J. Li, Z. Ye, The potential role and regulatory mechanisms of MUC5AC in chronic obstructive pulmonary disease, Molecules 25 (19) (2020). 

[10] K.S. Song, W.J. Lee, K.C. Chung, J.S. Koo, E.J. Yang, J.Y. Choi, J.H. Yoon, Interleukin-1 beta and tumor necrosis factor-alpha induce MUC5AC overexpression 
through a mechanism involving ERK/p38 mitogen-activated protein kinases-MSK1-CREB activation in human airway epithelial cells, J. Biol. Chem. 278 (26) 
(2003) 23243–23250. 

[11] T. Fujisawa, S. Velichko, P. Thai, L.Y. Hung, F. Huang, R. Wu, Regulation of airway MUC5AC expression by IL-1 beta and IL-17A; the NF-kappaB paradigm, 
J. Immunol. 183 (10) (2009) 6236–6243. 

[12] T.S. Blackwell, J.W. Christman, The role of nuclear factor-kappa B in cytokine gene regulation, Am. J. Respir. Cell Mol. Biol. 17 (1) (1997) 3–9. 
[13] J.K. Durand, A.S. Baldwin, Targeting IKK and NF-kappaB for therapy, Adv Protein Chem Struct Biol 107 (2017) 77–115. 
[14] T. Thalhamer, M.A. McGrath, M.M. Harnett, MAPKs and their relevance to arthritis and inflammation, Rheumatology 47 (4) (2008) 409–414. 
[15] Y. Koga, T. Hisada, T. Ishizuka, M. Utsugi, A. Ono, M. Yatomi, Y. Kamide, H. Aoki-Saito, H. Tsurumaki, K. Dobashi, M. Yamada, CREB regulates TNF-alpha- 

induced GM-CSF secretion via p38 MAPK in human lung fibroblasts, Allergol. Int. 65 (4) (2016) 406–413. 
[16] T. Pera, C. Atmaj, M. van der Vegt, A.J. Halayko, J. Zaagsma, H. Meurs, Role for TAK1 in cigarette smoke-induced proinflammatory signaling and IL-8 release by 

human airway smooth muscle cells, Am. J. Physiol. Lung Cell Mol. Physiol. 303 (3) (2012) L272–L278. 
[17] J. Li, C. Liang, Z.K. Zhang, X. Pan, S. Peng, W.S. Lee, A. Lu, Z. Lin, G. Zhang, W.N. Leung, B.T. Zhang, TAK1 inhibition attenuates both inflammation and fibrosis 

in experimental pneumoconiosis, Cell Discov 3 (2017), 17023. 
[18] H. Sakurai, Targeting of TAK1 in inflammatory disorders and cancer, Trends Pharmacol. Sci. 33 (10) (2012) 522–530. 
[19] M.O. Kim, J.W. Lee, J.K. Lee, Y.N. Song, E.S. Oh, H. Ro, D. Yoon, Y.H. Jeong, J.Y. Park, S.T. Hong, H.W. Ryu, S.U. Lee, D.Y. Lee, Black ginseng extract suppresses 

airway inflammation induced by cigarette smoke and lipopolysaccharides in vivo, Antioxidants 11 (4) (2022). 
[20] M.E. Haque, S. Azam, R. Balakrishnan, M. Akther, I.S. Kim, Therapeutic potential of Lindera obtusiloba: focus on antioxidative and pharmacological properties, 

Plants 9 (12) (2020). 
[21] H.M. Oh, S.K. Choi, J.M. Lee, S.K. Lee, H.Y. Kim, D.C. Han, H.M. Kim, K.H. Son, B.M. Kwon, Cyclopentenediones, inhibitors of farnesyl protein transferase and 

anti-tumor compounds, isolated from the fruit of Lindera erythrocarpa Makino, Bioorg. Med. Chem. 13 (22) (2005) 6182–6187. 
[22] J.A. Kim, Y.S. Jung, M.Y. Kim, S.Y. Yang, S. Lee, Y.H. Kim, Protective effect of components isolated from Lindera erythrocarpa against oxidative stress-induced 

apoptosis of H9c2 cardiomyocytes, Phytother Res. 25 (11) (2011) 1612–1617. 
[23] S.Y. Wang, X.Y. Lan, J.H. Xiao, J.C. Yang, Y.T. Kao, S.T. Chang, Antiinflammatory activity of Lindera erythrocarpa fruits, Phytother Res. 22 (2) (2008) 213–216. 
[24] D.C. Agrawal, L.-F. Shyur, H.-S. Tsay, S.-Y. Wang, Y.-C. Wu, Medicinal Plants - Recent Advances in Research and Development, Springer Singapore : Imprint: 

Springer, Singapore, 2016, p. 1, online resource (XXIII, 491 pages 70 illustrations, 43 illustrations in color. 
[25] S.H. Lee, H.W. Oh, Y. Fang, S.B. An, D.S. Park, H.H. Song, S.R. Oh, S.Y. Kim, S. Kim, N. Kim, A.S. Raikhel, Y.H. Je, S.W. Shin, Identification of plant compounds 

that disrupt the insect juvenile hormone receptor complex, Proc Natl Acad Sci U S A 112 (6) (2015) 1733–1738. 
[26] S.U. Lee, M.H. Sung, H.W. Ryu, J. Lee, H.S. Kim, H.J. In, K.S. Ahn, H.J. Lee, H.K. Lee, D.H. Shin, Y. Lee, S.T. Hong, S.R. Oh, Verproside inhibits TNF-alpha- 

induced MUC5AC expression through suppression of the TNF-alpha/NF-kappaB pathway in human airway epithelial cells, Cytokine 77 (2016) 168–175. 
[27] N.A. Hanania, K.R. Chapman, S. Kesten, Adverse effects of inhaled corticosteroids, Am. J. Med. 98 (2) (1995) 196–208. 
[28] A.C. Tanrikulu, A. Abakay, O. Evliyaoglu, Y. Palanci, Coenzyme Q10, copper, zinc, and lipid peroxidation levels in serum of patients with chronic obstructive 

pulmonary disease, Biol. Trace Elem. Res. 143 (2) (2011) 659–667. 
[29] D. Dusser, M.L. Bravo, P. Iacono, The effect of tiotropium on exacerbations and airflow in patients with COPD, Eur. Respir. J. 27 (3) (2006) 547–555. 
[30] J.L. Shergis, Y.M. Di, A.L. Zhang, R. Vlahos, R. Helliwell, J.M. Ye, C.C. Xue, Therapeutic potential of Panax ginseng and ginsenosides in the treatment of chronic 

obstructive pulmonary disease, Complement Ther Med 22 (5) (2014) 944–953. 
[31] X.L. Wang, T. Li, J.H. Li, S.Y. Miao, X.Z. Xiao, The effects of resveratrol on inflammation and oxidative stress in a rat model of chronic obstructive pulmonary 

disease, Molecules 22 (9) (2017). 
[32] J. Ryu, K.I. Kim, R. Hossain, M. Lee, J.T. Hong, H.J. Lee, C.J. Lee, Meclofenamate suppresses MUC5AC mucin gene expression by regulating the NF-kB signaling 

pathway in human pulmonary mucoepidermoid NCI-H292 cells, Biomol Ther (Seoul) 31 (3) (2023) 306–311. 
[33] H. Heo, Y. Kim, B. Cha, S. Brito, H. Kim, H. Kim, B.M. Fatombi, S.Y. Jung, S.M. Lee, L. Lei, S.H. Lee, G.W. Park, B.M. Kwak, B.H. Bin, J.H. Park, M.G. Lee, 

A systematic exploration of ginsenoside Rg5 reveals anti-inflammatory functions in airway mucosa cells, J Ginseng Res 47 (1) (2023) 97–105. 
[34] E.S. Oh, H.W. Ryu, M.O. Kim, J.W. Lee, Y.N. Song, J.Y. Park, D.Y. Kim, H. Ro, J. Lee, T.D. Kim, S.T. Hong, S.U. Lee, S.R. Oh, Verproside, the most active 

ingredient in YPL-001 isolated from pseudolysimachion rotundum var. subintegrum, decreases inflammatory response by inhibiting PKCdelta activation in 
human lung epithelial cells, Int. J. Mol. Sci. 24 (8) (2023). 

[35] T.H. Pham, M.S. Kim, M.Q. Le, Y.S. Song, Y. Bak, H.W. Ryu, S.R. Oh, D.Y. Yoon, Fargesin exerts anti-inflammatory effects in THP-1 monocytes by suppressing 
PKC-dependent AP-1 and NF-kB signaling, Phytomedicine 24 (2017) 96–103. 

[36] N.S. Holden, P.E. Squires, M. Kaur, R. Bland, C.E. Jones, R. Newton, Phorbol ester-stimulated NF-kappaB-dependent transcription: roles for isoforms of novel 
protein kinase C, Cell. Signal. 20 (7) (2008) 1338–1348. 

[37] Y.K. Kim, J.H. Hwang, H.T. Lee, Differential susceptibility to lipopolysaccharide affects the activation of toll-like-receptor 4 signaling in THP-1 cells and PMA- 
differentiated THP-1 cells, Innate Immun. 28 (3–4) (2022) 122–129. 

[38] F. Kong, B. Ye, L. Lin, X. Cai, W. Huang, Z. Huang, Atorvastatin suppresses NLRP3 inflammasome activation via TLR4/MyD88/NF-kappaB signaling in PMA- 
stimulated THP-1 monocytes, Biomed. Pharmacother. 82 (2016) 167–172. 

E.S. Oh et al.                                                                                                                                                                                                           

https://doi.org/10.1016/j.heliyon.2023.e20154
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref1
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref1
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref2
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref3
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref3
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref4
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref4
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref4
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref5
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref5
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref6
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref7
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref8
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref8
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref9
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref10
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref10
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref10
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref11
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref11
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref12
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref13
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref14
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref15
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref15
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref16
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref16
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref17
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref17
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref18
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref19
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref19
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref20
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref20
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref21
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref21
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref22
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref22
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref23
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref24
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref24
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref25
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref25
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref26
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref26
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref27
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref28
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref28
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref29
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref30
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref30
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref31
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref31
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref32
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref32
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref33
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref33
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref34
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref34
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref34
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref35
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref35
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref36
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref36
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref37
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref37
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref38
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref38


Heliyon 9 (2023) e20154

10

[39] Y.C. Hseu, H.W. Lo, M. Korivi, Y.C. Tsai, M.J. Tang, H.L. Yang, Dermato-protective properties of ergothioneine through induction of Nrf 2/ARE-mediated 
antioxidant genes in UVA-irradiated Human keratinocytes, Free Radic. Biol. Med. 86 (2015) 102–117. 

[40] C. Wang, J. Zhou, J. Wang, S. Li, A. Fukunaga, J. Yodoi, H. Tian, Progress in the mechanism and targeted drug therapy for COPD, Signal Transduct Target Ther 5 
(1) (2020) 248. 

[41] C. Pelaia, A. Vatrella, L. Gallelli, N. Lombardo, A. Sciacqua, R. Savino, G. Pelaia, Role of p38 mitogen-activated protein kinase in asthma and COPD: pathogenic 
aspects and potential targeted therapies, Drug Des Devel Ther 15 (2021) 1275–1284. 

[42] M. Nishimura, M.S. Shin, P. Singhirunnusorn, S. Suzuki, M. Kawanishi, K. Koizumi, I. Saiki, H. Sakurai, TAK1-mediated serine/threonine phosphorylation of 
epidermal growth factor receptor via p38/extracellular signal-regulated kinase: NF-{kappa}B-independent survival pathways in tumor necrosis factor alpha 
signaling, Mol. Cell Biol. 29 (20) (2009) 5529–5539. 

[43] P. Singhirunnusorn, S. Suzuki, N. Kawasaki, I. Saiki, H. Sakurai, Critical roles of threonine 187 phosphorylation in cellular stress-induced rapid and transient 
activation of transforming growth factor-beta-activated kinase 1 (TAK1) in a signaling complex containing TAK1-binding protein TAB1 and TAB2, J. Biol. Chem. 
280 (8) (2005) 7359–7368. 

[44] I. Kilty, L.H. Jones, TAK1 selective inhibition: state of the art and future opportunities, Future Med. Chem. 7 (1) (2015) 23–33. 

E.S. Oh et al.                                                                                                                                                                                                           

http://refhub.elsevier.com/S2405-8440(23)07362-0/sref39
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref39
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref40
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref40
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref41
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref41
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref42
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref42
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref42
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref43
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref43
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref43
http://refhub.elsevier.com/S2405-8440(23)07362-0/sref44

	Methyl lucidone inhibits airway inflammatory response by reducing TAK1 activity in human bronchial epithelial NCI–H292 cells
	1 Introduction
	2 Materials and methods
	2.1 Chemicals and reagents
	2.2 Cell lines and culture conditions
	2.3 Plant material and preparation of Lindera erythrocarpa fruit
	2.4 Cytotoxicity analysis
	2.5 ELISA
	2.6 Evaluation of mRNA expression levels
	2.7 Western blot analysis
	2.8 In vitro TAK1 kinase assay
	2.9 Statistical analysis

	3 Results
	3.1 Inhibitory effect of four compounds isolated from L. erythrocarpa on MUC5AC secretion levels in PMA-treated NCI–H292 cells
	3.2 ML treatment inhibits the PMA-induced pro-inflammatory responses in NCI–H292 cells
	3.3 ML inhibits NF-κB signaling and p38 MAP kinase activation in PMA-stimulated NCI–H292 cells
	3.4 ML suppresses TAK1-mediated NF-κB and p38 activation
	3.5 ML treatment significantly inhibits TAK1 activity under cell-free conditions

	4 Discussion
	5 Conclusion
	Author contribution statement
	Data availability statement
	Declaration of competing interest
	Acknowledgments
	Appendix A Supplementary data
	References


