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Abstract: In the course of studies on bioactive metabolites from marine fungi, a new  

10-membered lactone, named penicillinolide A (1) was isolated from the organic extract of 

Penicillium sp. SF-5292 as a potential anti-inflammatory compound. The structure of 

penicillinolide A (1) was mainly determined by analysis of NMR and MS data and 

Mosher’s method. Penicillinolide A (1) inhibited the production of NO and PGE2 due to 

inhibition of the expression of iNOS and COX-2. Penicillinolide A (1) also reduced  

TNF-α, IL-1β and IL-6 production, and these anti-inflammatory effects were shown to be 

correlated with the suppression of the phosphorylation and degradation of IκB-α, NF-κB 
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nuclear translocation, and NF-κB DNA binding activity. In addition, using inhibitor tin 

protoporphyrin (SnPP), a competitive inhibitor of HO activity, it was verified that the 

inhibitory effects of compound 1 on the production of pro-inflammatory mediators and 

NF-κB DNA binding activity were partially associated with HO-1 expression through Nrf2 

nuclear translocation. 

Keywords: Penicillium sp.; marine-derived fungi; 10-membered lactone; anti-inflammatory 

effect; heme oxygenase-1 

 

1. Introduction 

Prolonged inflammation can lead to a variety of diseases, including arthritis, inflammatory bowel 

disease, neurodegenerative disorders, and septic shock syndrome. Although the inflammatory 

responses are different in various diseases, they can be characterized by the involvement of a common 

spectrum of genes and mediators, including inflammatory cytokines and pro-inflammatory factors [1]. 

Heme oxygenase-1 (HO-1) is a rate-limiting enzyme in heme catabolism, which leads to the formation 

of carbon monoxide (CO), iron ions and biliverdin/bilirubin [2]. HO-1 and its by-products play 

important roles in the resolution phase of inflammation, with macrophages acting as the critical  

target [3,4]. Studies have shown that HO-1 expression inhibits the production of pro-inflammatory 

cytokines and chemokines such as tumor necrosis factor (TNF)-α, interleukin (IL)-1β and IL-6 in 

activated macrophages [5–8]. Furthermore, the upregulation of HO-1 expression suppresses the 

expression of the pro-inflammatory cyclooxygenase (COX)-2 and inducible nitric oxide synthase 

(iNOS), and thereby reduces COX-2-drived prostaglandin E2 (PGE2) and iNOS-derived nitric oxide 

(NO) production [9–11]. In addition, HO-1 inhibits iNOS expression and NO production in activated 

macrophages through inactivation of nuclear factor (NF)-κB [10–14]. Thus, a number of therapeutic 

agents that upregulate the expression of HO-1 and exert anti-inflammatory activities through HO-1 

induction have been reported [15–17]. Among the various anti-oxidative and anti-inflammatory 

enzymes, nuclear factor-E2-related factor 2 (Nrf2) plays a key role in the protection of cells against 

oxidative stress and inflammatory condition [18]. Nuclear translocation of Nrf2 is required for the 

expression of certain inducible proteins, such as GSH S-transferase, quinine reductase and HO-1 [19]. 

Recent study has shown that natural products can activate Nrf2 by directly binding to Keap1 through a 

covalent linkage, which results in the induction of cytoprotective proteins including HO-1 [20].  

In addition, our previous studies on the metabolites from marine-derived fungi have resulted in the 

identification of HO-1 regulating activity and the investigation of the mechanism of the 

pharmacological activities related to anti-inflammatory activity [21,22]. 

Fungi have proven to be valuable resources for the discovery of novel secondary metabolites. 

Because the marine environment provides unique ecosystems and living conditions, marine fungi have 

been recognized as a potential source of diverse novel secondary metabolites [23–25]. In our ongoing 

studies on bioactive secondary metabolites from marine microorganisms from Korea [21,22,26,27], we 

investigated the chemical constituents of the extracts obtained from cultures of the marine-derived 
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fungus Penicillium sp. SF-5292, which inhibited NO production in LPS-stimulated macrophages. This 

study led to the isolation of a new 10-membered lactone type metabolite, named penicillinolide A (1). 

2. Results and Discussion 

2.1. Structure Determination of Penicillinolide A (1)  

Penicillinolide A (1) (Figure 1) was assigned the molecular formula C14H24O5 on the basis of 

HRESIMS data (m/z 295.1517 [M + Na]
+
), which was fully supported by the 

1
H and 

13
C NMR data 

(Table 1). Analysis of 
1
H, 

13
C, and DEPT NMR spectra indicated the presence of one methyl, three 

oxymethine, and six methylene groups. In addition, the presence of a ketone (δ 211.0) and a carboxylic 

carbonyl group (δ 172.9) were suggested by the 
13

C NMR spectrum. This structural information 

accounted for two unsaturation equivalents, suggesting that the compound must be cyclic to account 

for the unsaturation equivalents required by the molecular formula. In addition, the presence of two 

hydroxyl groups was suggested by taking into account the molecular formula and chemical shift values 

for two oxymethine groups (δ 65.2/5.00, δ 75.2/4.57). The presence of a spin system composed of  

C-2C-5 was readily identified by analysis of COSY and HSQC data. Another spin system from C-7 

to C-11 was also easily identified by analysis of COSY and HSQC data, but further extension of the 

spin system was hampered by signal overlapping between δ 1.09–1.23. However, observation of 

HMBC correlation of H-10 with C-11 and C-12, of H-11 with C-12 and C-13, and of H-14 with C-12 

and C-13 allowed the completion of the spin system composed of C-8C-14. Connection of these spin 

systems and quaternary carbons were established by the observation of key HMBC correlations. 

Considering the chemical shift values of C-1 (δ 172.9) and C-9 (δ 73.1), HMBC correlation of H-9 

with C-1 allowed the connection of C-9 with C-1 via the oxygen atom. The ketone group was attached 

to C-7 by correlation of H-8 with C-6. HMBC correlation of H-3 with C-5 and of H-5 with C-3, C-4, 

and C-6 allowed the connection between C-4 and C-5. Therefore, the gross structure of 1 was assigned 

as shown. 

Figure 1. Chemical structure of penicillinolide A (1). 

 

The absolute configuration of 1 was determined by application of modified Mosher’s method. The 

(S)- and (R)-MTPA esters of 1 (1a and 1b) were prepared using (R)-and (S)-MTPA chloride, 

respectively. Although the complete assignment of protons in 1a and 1b was hampered by signal 

overlapping, careful analysis of the 
1
H NMR and COSY spectra allowed the assignment of the proton 
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chemical shifts for the two diastereomeric esters 1a and 1b in proximity of the esterified carbons (C-4 

and C-7). The differences in chemical shift values (δ =δS − δR) for the two diastereomeric esters 1a 

and 1b were calculated in order to assign the absolute configurations at C-4 and C-7 (Figure 2). 

Calculations for all of the relevant signals suggested S absolute configurations at C-4 and C-7. With 

these assignments, NOESY correlations between H-7 and H-9 revealed that these protons are 

positioned at the same face of the molecule (Figure 3), thus assigning the absolute configuration at  

C-9 as R. 

Table 1. NMR Spectroscopic Data (
1
H 400 MHz, pyridine-d5) for Penicillinolide A (1). 

Position δC 
a δH, mult. (J in Hz) 

b Key NOESY HMBC (H→C#) 

1 172.9 - -  

2 28.9 3.11, m; 2.56, m - 1, 3, 4 

3 28.6 2.65, m; 2.00, m - 1, 2, 4, 5 

4 65.2 5.00, m H-7 - 

5
 

46.2 
3.12, dd (18.1, 11.0);  

2.93, dd (18.1, 4.8) 
- 3, 4, 6 

6
 

211.0 - - - 

7 75.2 4.57, dd (7.7, 3.7) H-4, H-9 8, 9 

8 39.3 2.58, m; 2.41, m - 6, 7, 9, 10 

9 73.1 5.27, m H-7 1, 7 

10 34.3 1.81, m; 1.70, m - 8, 9, 11, 12 

11 25.8 1.27, m - 10, 12, 13 

12 31.8 1.23–1.09, m - - 

13 22.7 1.21–1.11, m - - 

14
 

14.1 0.76, t (6.6) - 12, 13 
a
 Recorded at 100 MHz; 

b
 Recorded at 400 MHz. 

Figure 2. δ values [δ (in ppm) = δS − δR] obtained for the (S)- and (R)-MTPA esters of 

penicillinolide A (1a and 1b, respectively). 
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Figure 3. Key NOE correlation of penicillinolide A. 

 

2.2. Effects of Penicillinolide A (1) on the Expression of Pro-Inflammatory Proteins and Production of 

Pro-Inflammatory Cytokines in Murine Peritoneal Macrophages Stimulated with LPS 

The effects of compounds on the LPS-induced IL-1β, TNF-α, IL-6, iNOS-derived NO and  

COX-2-derived PGE2 productions were examined by ELISA, in which macrophages were  

pre-incubated with 1 for 12 h before being stimulated with LPS (500 ng/mL) for 18 h in the presence 

or absence of non-cytotoxic concentrations of 1 (Supplementary Figure S1). Penicillinolide A (1) 

decreased the IL-1β, TNF-α, IL-6, NO, and PGE2 production in a concentration-dependent manner, 

with IC50 values of 8.63 µM, 11.32 µM, 20.92 μM, 20.47 μM, and 17.54 μM, respectively (Figure 4). 

To investigate the effects of 1 on iNOS and COX-2 expression in LPS-stimulated macrophages, 

murine peritoneal macrophages were stimulated with LPS in the presence or absence of 1 at  

non-cytotoxic concentrations (5–40 µM). Pre-treatment of the macrophages with 1 for 12 h resulted in 

a decrease in iNOS and COX-2 expression (Figure 5). 

Figure 4. The effects of penicillinolide A (1) on the production of IL-1β (A); TNF-α (B); 

IL-6 (C); nitrite (D) and PGE2 (E) in murine peritoneal macrophages stimulated with LPS. 

Murine peritoneal macrophages were pre-treated for 12 h at the indicated concentrations  

of 1, and stimulated for 18 h with LPS (500 ng/mL). The concentration of IL-1β, TNF-α,  

IL-6, NO and PGE2 were determined as described in the Experimental Section. The data 

represent the mean values ± SD of three experiments. * p < 0.05 compared to the group 

treated with LPS. 
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Figure 4. Cont. 

 

Figure 5. The effects of penicillinolide A (1) on the protein expression of iNOS and  

COX-2 in murine peritoneal macrophages stimulated with LPS. Murine peritoneal 

macrophages were pre-treated for 12 h at the indicated concentrations of 1, and stimulated 

for 18 h with LPS (500 ng/mL). Western blot analysis was performed, and representative 

blots from three independent experiments are shown. 

 

2.3. Effects of Penicillinolide A (1) on the Protein Expression Levels of IκB-α Phosphorylation  

and Degradation as well as NF-κB Translocation and DNA Binding Activity in Murine  

Peritoneal Macrophages 

The macrophage-triggering immunogen LPS, a component of the outer membrane of bacteria [28,29], 

activates the inhibitor of NF-κB (I-κB kinase), which in turn phosphorylates two specific serine 

residues on the I-κB protein. Phospho-IκB is then, after ubiquitination, degraded by the proteasome, 

which unmasks the nuclear localization signal of NF-κB, ultimately leading the way for its nuclear 

translocation and binding to target gene promoters, thereby up-regulating various inflammatory 

mediators such as TNF-α, IL-1β, IL-6, NO, PGE2, iNOS, and COX-2 [30,31]. Therefore, the 

phosphorylation and degradation of IκB-α (an inhibitor of NF-κB nuclear translocation) were evaluated 

as a next step to elucidate the mechanisms by which penicillinolide A (1) suppresses the production of 

LPS-induced pro-inflammatory enzymes and mediators. As shown in Figure 6, IκB-α in murine 

peritoneal macrophages was degraded after LPS treatment (500 ng/mL for 1 h). However, pre-treatment 

of 1 for 12 h, at concentrations ranging from 5 to 40 μM, markedly inhibited LPS-induced 

phosphorylation and degradation of IκB-α (Figure 6A), thereby preventing NF-κB (p50 and p65) 

translocation into the nucleus. The protein expression levels of nuclear p50 and p65 increased after 

treatment with LPS for 1h. However, this response was gradually inhibited by the treatment with 1 in a 

dose-dependent manner (Figure 6B). In addition, macrophages treated with LPS for 30 min showed an 
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approximately three-fold increase in NF-κB DNA-binding activity as compared to controls. However, 

penicillinolide A (1) impaired this activity in a concentration-dependent manner (Figure 6C). 

Figure 6. The effects of penicillinolide A (1) on the level of IκB-α phosphorylation, 

degradation of IκB-α (A); NF-κB p65 and p50 translocation (B); and NF-κB DNA binding 

activity (C) in murine peritoneal macrophages. Murine peritoneal macrophages were  

pre-treated for 12 h at the indicated concentrations of 1, and stimulated for 1 h with LPS 

(500 ng/mL). Western blot analysis of IκB-α and p-IκB-α in the cytoplasm and NF-κB in 

the nucleus (A,B) were performed. A commercially available NF-κB ELISA (Active Motif) 

was used to test the nuclear extracts and to determine the degree of NF-κB binding (C). 

The data represent the mean values ± SD of three experiments. * p < 0.05 compared to the 

group treated with LPS. 
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Western blot analysis. Western blot analysis of the nuclear fraction of penicillinolide A-treated 

macrophages showed a gradual increase in Nrf2 levels, whereas the cytoplasmic fractions showed a 

concomitant decrease (Figure 8A). In addition, the role of Nrf2 in HO-1 expression by 1 was studied 

using siRNA against Nrf2. Macrophages were transiently transfected with siRNA Nrf2, and then were 

treated with 40 μM of 1 for 12 h. As shown in Figure 8B, transient transfection with Nrf2 siRNA 

completely abolished HO-1 expression by 1, which suggested that penicillinolide A (1) was associated 

with HO-1 expression via Nrf2 signaling pathways. 

Figure 7. The effect of penicillinolide A (1) on the mRNA and protein expression of HO-1 

in murine peritoneal macrophages. Murine peritoneal macrophages were incubated for 12 h 

with the indicated concentrations of 1. HO-1 mRNA expression levels (A) were 

determined by real-time PCR. Western blot analyses showed concentration-dependent (B) 

and time-dependent (C) HO-1 protein expression. Representative blots from three 

independent experiments are shown. The data represent the mean ± SD of three 

experiments. * p < 0.05 compared to the control group. 

 

Figure 8. The effects of penicillinolide A (1) on the nuclear translocation of Nrf2 (A) and 

Nrf2-mediated HO-1 expression (B) in murine peritoneal macrophages. Murine peritoneal 

macrophages were treated with 40 μM of 1 for 15, 30, 60, 90 and 120 min. The nuclei were 

fractionated from the cytosol using PER-mammalian protein extraction buffer (A). 

Macrophages were transiently transfected with Nrf2 siRNA, and then were treated with  

40 μM of 1 for 12 h (B). Western blot analysis for HO-1 expression and Nrf2 translocation 

was performed, as described in the Experimental Section, and the representative blots from 

three independent experiments are shown. 
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2.5. Effects of SnPP on the Inhibition of Production of Pro-Inflammatory Mediators via Pre-Treatment 

of Penicillinolide A (1) in LPS-Stimulated Murine Peritoneal Macrophages 

On the basis of our findings that penicillinolide A (1) markedly inhibited the production of  

LPS-induced pro-inflammatory enzymes and pro-inflammatory cytokines in the NF-κB signaling 

pathway (Figures 4–6), and that penicillinolide A (1) induced the HO-1 expression via the Nrf2 

pathway (Figures 7 and 8), it was suggested that the up-regulation of HO-1 induced by penicillinolide 

A (1) mediated the suppressive effect on pro-inflammatory mediators through the NF-κB signaling 

pathway. To confirm this, we investigated whether the effect of penicillinolide A (1) was reversed by 

pre-treatment with SnPP, an inhibitor of HO-1. Murine peritoneal macrophages were pre-treated  

with 40 μM of 1 for 12 h in the absence or presence of SnPP. The suppressive effects of 1 on  

LPS-stimulated production of NO, PGE2, TNF-α, IL-1β, and IL-6 and NF-κB DNA-binding activity 

were partially reversed by SnPP (Figure 9). Therefore, these results suggest that induction of HO-1 by 

1 partially contributes to the inhibitory effect of pro-inflammatory mediators through a NF-κB pathway. 

Figure 9. The effects of SnPP on the inhibition of nitrite, PGE2, TNF-α, IL-1, and IL-6 

production, and NF-κB DNA-binding activity by pre-treatment of 1 in LPS-stimulated 

murine peritoneal macrophages. Murine peritoneal macrophages were pre-treated for 12 h 

with 1 (40 μM), in the presence or absence of SnPP (50 μM) and stimulated with LPS  

(500 ng/mL) for 18 h (A–E) or 1 h (F). The concentrations of nitrite (A); PGE2 (B); TNF-α 

(C); IL-1β (D); and IL-6 (E) and nuclear NF-κB DNA-binding activity (F) were 

investigated as described in the Experimental Section. The data represent the mean ± SD of 

three experiments. * p < 0.05 compared to the control group; ** p < 0.05 compared to the 

group treated with LPS alone; # p < 0.05 compared to the group treated with 1 and LPS. 
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3. Experimental Section 

3.1. General Experimental Procedures and Materials 

Optical rotations were recorded on a Perkin Elmer 341 digital polarimeter. UV spectra were 

recorded on a Biochrom 1300 UV/Visible spectrophotometer. The Fourier transform infrared (FTIR) 

spectrum was measured using a Nicolet 380 FT-IR spectrometer. NMR spectra (1D and 2D) were 

recorded in C5D5N or CDCl3 using a JEOL JNM ECP-400 spectrometer (400 MHz for 
1
H and  

100 MHz for 
13

C), and chemical shifts were referenced relative to tetramethylsilane (δH/δC = 0). HSQC 

and HMBC experiments were optimized for 
1
JCH = 140 Hz and 

n
JCH = 8 Hz, respectively. ESIMS data 

were obtained using a Q-TOF micro LC-MS/MS instrument (Waters) at Korea University, Seoul, 

Korea. Solvents for extractions and flash column chromatography were reagent grade and used without 

further purification. Solvents used for HPLC were analytical grade. Flash column chromatography was 

performed using YMC octadecyl-functionalized silica gel (C18). HPLC separations were performed on 

a prep-C18 column (21.2 × 150 mm; 5-µm particle size) with a flow rate of 5 mL/min. Compounds were 

simultaneously detected by UV absorption at 210 nm and Evaporative Light Scattering Detector (ELSD). 

Dulbecco’s modified Eagle’s medium (DMEM), fetal bovine serum (FBS), and other tissue culture 

reagents were purchased from Gibco BRL Co. (Grand Island, NY, USA). Tin protoporphyrin IX 

(SnPP IX), an inhibitor of HO activity, was obtained from Porphyrin Products (Logan, UT, USA). TG 

was purchased from BD Pharmingen (San Diego, CA, USA). All other chemicals were obtained from 

Sigma Chemical Co. (St. Louis, MO, USA) unless stated otherwise. Primary antibodies, including 

those raised against HO-1, COX-2, iNOS, IκB-α, p-IκB-α, and p65, and the appropriate secondary 

antibodies used for western blotting analysis were purchased from Santa Cruz Biotechnology (Santa 

Cruz, CA, USA). Enzyme-linked immunosorbent assay (ELISA) kits for PGE2, TNF-α, and IL-1β 

were purchased from R&D Systems (Minneapolis, MN, USA). 

3.2. Specimen Collection and Identification of the Marine-Derived Fungus Penicillium sp. SF-5292 

Penicillium sp. SF-5292 (deposited at the College of Medical and Life Sciences fungal strain 

repository, Silla University) was isolated from an unidentified organism belonging to Bryozoa that was 

manually collected using scuba equipment off the shores of Jeju Island in February 2009. The sample 

was stored in a sterile plastic bag and transported to the laboratory, where it was kept frozen until 

further processing. The sample was diluted 10 times using sterile seawater. The ground sample was 

diluted 10-fold using sterile seawater. One mL of the diluted sample was processed utilizing the spread 

plate method in potato dextrose agar (PDA) medium containing 3% NaCl. The plate was incubated at 

25 °C for 14 days. After purifying the isolates several times, the final pure cultures were selected and 

preserved at −70 °C. This fungus was identified based on the analysis of the ribosomal RNA (rRNA) 

sequences. A GenBank search with the 28S rRNA gene of SF-5292 (isolation No. JF-34, GenBank 

accession number JN986843) indicated Penicillium expansum (JN938952), P. solitum (JN642222),  

P. aurantiogriseum (JN938945) and P. polonicum (JN938933) as the closest matches showing 

sequence identities of 99.89%, 99.89%, 99.77% and 99.77%, respectively. Therefore, the marine-derived 

fungal strain SF-5292 was characterized as Penicillium sp. 
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3.3. Fermentation, Extraction and Isolation of Penicillinolide A (1) from Penicillium sp. SF-5292 

The fungal strain was cultured on 60 petri-dish plates (90 mm), each containing 20 mL of PDA 

[0.4% (w/v) potato Starch, 2% (w/v) dextrose, 3% (w/v) NaCl, 1.5% (w/v) agar]. Plates were 

individually inoculated with 2 mL seed cultures of the fungal strain. Plate cultures were incubated at 

25 °C for a period of 14 days. Extraction of the agar media with MEK (4 × 1 L) provided an organic 

phase, which was then concentrated in vacuo to yield 1.0 g of extract. The MEK extract was subjected 

to C18 flash column chromatography (5 × 40 cm), eluting with a stepwise gradient of 20%, 40%, 60%, 

80%, and 100% (v/v) MeOH in H2O (400 mL each). The fractions eluted at 80% MeOH (140.7 mg) 

were combined and purified by semi-preparative reversed-phase HPLC eluting with a gradient from 

40% to 100% MeOH in H2O (0.1% formic acid) over 60 min, then 100% MeOH for 20 min, to yield 

penicillinolide A (1, 13.4 mg, tR = 31.0 min). 

Penicillinolide A (1): White solid; [α]
25

D +50 (c 0.38, MeOH); FT-IR νmax 3393, 2956, 2932, 2859, 

1717, 1440, 1350, 1250, 1128, 1100, 1043, 963, 925 cm
−1

; 
1
H and 

13
C NMR data, Table 1; HRESIMS 

m/z 295.1517 [M + Na]
+
 (calcd for C14H24O5Na, 295.1521). 

3.4. Preparation of Mosher Esters of Penicillinolide A (1) 

Compound 1 (2 mg) was treated with (R)-()- and (S)-(+)-α-methoxy-α-(trifluoromethyl)phenylacetyl 

chloride (15 µL) in CH2Cl2 (400 µL) in the presence of 4-dimethylaminopyridine for 24 h at room 

temperature. The reaction was monitored by silica gel TLC and stopped when the original spot had 

disappeared. The reaction product was purified by preparative silica gel TLC using n-hexaneacetone 

(2:1) as eluent to give (S)-(1a) and (R)-MTPA esters (1b), respectively. The 
1
H NMR spectra of the 

esters were recorded in CDCl3 and the assignments were done by 
1
H–

1
H COSY spectra. 

3.4.1. Selected 
1
H NMR (CDCl3, 400 MHz) Data for 1a 

δH 7.357.52 (5H, Ph), 5.77 (1H, d, J = 10.8 Hz, H-4), 4.93 (2H, H-7 and H-9), 3.57 (3H, s, OCH3), 

2.95 (1H, dd, J = 4.0, 18.0 Hz, H-5b), 2.77 (1H, dd, J = 11.2, 18.0 Hz, H-5a), 2.29 (1H, m, H-8a),  

2.24 (1H, m, H-3a), 2.14 (1H, m, H-8b), 1.83 (1H, m, H-3b), 1.42 (2H, m, H2-10), 0.76 (3H, t,  

J = 6.8 Hz, H3-14). 

3.4.2. Selected 
1
H NMR (CDCl3, 400 MHz) Data for 1b 

δH 7.337.45 (5H, Ph), 5.77 (1H, d, J = 10.8 Hz, H-4), 4.96 (2H, H-7 and H-9), 3.46 (3H, s, OCH3), 

2.90 (1H, dd, J = 4.4, 18.0 Hz, H-5b), 2.69 (1H, dd, J = 11.2, 18.0 Hz, H-5a), 2.36 (1H, m, H-8a),  

2.30 (1H, m, H-3a), 2.18 (1H, m, H-8b), 1.87 (1H, m, H-3b), 1.43 (2H, m, H2-10), 0.78 (3H, t,  

J = 6.8 Hz, H3-14). 

3.5. Peritoneal Macrophage Cultures and Cell Viability Assay 

C57BL/6 mice were purchased from Orient Bio Co. (Sungnam, Kyung-Kido, Korea). TG-elicited 

peritoneal macrophages were harvested 4 days after intraperitoneal (i.p.) injection of 3 mL of TG [35]. 

Peritoneal lavage was performed using 8 mL of Hanks’ balanced salt solution (HBSS) containing 
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10 U/mL heparin. The cells were distributed in Roswell Park Memorial Institute (RPMI) medium 

supplemented with 10% heat-inactivated FBS, in 6-well tissue culture plates (5 × 10
6
 cells/mL). The 

effects of various experimental modulations on cell viability were evaluated according to 

mitochondrial reductase function by using an assay based on the reduction of tetrazolium salt  

3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide (MTT) with formazan crystals [36]. 

3.6. Determination of Nitrite Production and PGE2, TNF-α, IL-1β and IL-6 Assays 

The production of nitrite, a stable end product of NO oxidation, was used as a measure of iNOS 

activity. The nitrite present in the conditioned medium was determined using a method based on the 

Griess reaction [37]. The level of PGE2, TNF-α, IL-1β or IL-6 present in each sample was determined 

using a commercially available kit from R&D Systems [38]. The assay was performed according to the 

manufacturer’s instructions. Briefly, murine peritoneal macrophages were cultured in 24-well plates, 

pre-incubated for 12 h with different concentrations of compounds, and then stimulated for 18 h with 

LPS. The cell culture supernatants were then immediately collected after treatment and centrifuged at 

13,000× g for 2 min to remove particulate matter. The medium was added to a 96-well plate pre-coated 

with affinity-purified PGE2-specific polyclonal antibodies or the medium was added to a 96-well plate 

pre-coated with affinity-purified polyclonal antibodies that were specific to mouse TNF-α, IL-1β or 

IL-6. An enzyme-linked polyclonal antibody specific for PGE2, mouse TNF-α, IL-1β or IL-6 was 

added to the wells for 20 h, followed by a final wash to remove any unbound antibody-enzyme 

reagent. A substrate solution was added, and the intensity of the color produced, which was measured 

at 450 nm (the correction wavelength was set at 540 nm or 570 nm), was proportional to the amount of 

PGE2, TNF-α, IL-1β or IL-6 present. 

3.7. Preparation of Cytosolic and Nuclear Fractions 

Murine peritoneal macrophages were homogenized (1:20, w:v) in PER-Mammalian Protein 

Extraction buffer (Pierce Biotechnology, Rockford, IL, USA) containing freshly added protease 

inhibitor cocktail I (EMD Biosciences, San Diego, CA, USA) and 1 mM phenylmethylsulfonyl 

fluoride (PMSF). The cytosolic fraction of the cells was prepared by centrifugation at 15,000× g for  

10 min at 4 °C. Nuclear and cytoplasmic extracts of cells were prepared using NE-PER nuclear and 

cytoplasmic extraction reagents (Pierce Biotechnology), respectively. 

3.8. Western Blot Analysis 

Western blot analysis was performed by lysing the cells in 20 mM Tris-HCl buffer (pH 7.4) 

containing a protease inhibitor mixture (0.1 mM PMSF, 5 mg/mL aprotinin, 5 mg/mL pepstatin A,  

and 1 mg/mL chymostatin). The protein concentration was determined using a Lowry protein assay kit 

(P5626; Sigma Chemical Co., St Louis, MO, USA). An equal amount of protein for each sample was 

resolved using 12% sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) and then 

electrophoretically transferred onto a Hybond enhanced chemiluminescence (ECL) nitrocellulose 

membrane (Bio-Rad, Hercules, CA, USA). The membrane was blocked with 5% skimmed milk  

and sequentially incubated with primary antibody (Santa Cruz Biotechnology) and horseradish 
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peroxidase-conjugated secondary antibody followed by ECL detection (Amersham Pharmacia Biotech, 

Piscataway, NJ, USA). 

3.9. Real-Time PCR 

Total RNA was isolated from the cells by using Trizol (Invitrogen, Carlsbad, CA, USA), in accordance 

with the manufacturer’s recommendations, and quantified spectrophotometrically (at 260 nm). Total 

RNA (1 μg) was reverse-transcribed using the High Capacity RNA-to-cDNA kit (Applied Biosystems, 

Carlsbad, CA, USA). The cDNA was then amplified using the SYBR Premix Ex Taq kit (TaKaRa Bio 

Inc., Shiga, Japan) by using a StepOnePlus Real-Time PCR system (Applied Biosystems). Briefly, 

each 20 μL of reaction volume contained 10 μL of SYBR Green PCR Master Mix, 0.8 μM of each primer, 

and diethyl pyrocarbonate (DEPC)-treated water. The primer sequences were designed using PrimerQuest 

(Integrated DNA Technologies, Cambridge, MA, USA). The primer sequences were as follows: HO-1, 

forward 5′-CTCTTGGCTGGCTTCCTT-3′, reverse 5′-GGCTCCTTCCTCCTTTCC-3′, and glyceraldehyde 

3-phosphate dehydrogenase (GAPDH), forward 5′-ACTTTGGTATCGTGGAAGGACT-3′, reverse  

5′-GTAGAGGCAGGGATGATGTTCT-3. The optimal conditions for PCR amplification of the cDNA 

were established by following the manufacturer’s instructions. The data were analyzed using StepOne 

software (Applied Biosystems), and the cycle number at the linear amplification threshold (Ct) values 

for the endogenous control gene (GAPDH) and the target gene were recorded. Relative gene 

expression (target gene expression normalized to the expression of the endogenous control gene) was 

calculated using the comparative Ct method (2
−ΔΔCt

). 

3.10. DNA-Binding Activity of NF-κB  

The DNA-binding activity of NF-κB in the nuclear extracts was measured using the TransAM kit 

(Active Motif, Carlsbad, CA, USA) according to the manufacturer’s instructions. 

3.11. Transfection of Nrf2 siRNA 

Macrophages were transiently transfected with Nrf2 siRNA for 6 h by using LipofectAMINE 

2000TM (Invitrogen, Grand Island, NY, USA), according to the manufacturer’s protocol, and 

recovered in fresh media containing 10% FBS for 24 h. 

3.12. Statistical Analysis 

The data were expressed as the mean ± standard deviation (SD) of at least three independent 

experiments. To compare three or more groups, one-way analysis of variance (ANOVA) followed by 

the Newman-Keuls post hoc test was used. Statistical analysis was performed using GraphPad Prism 

software, version 3.03 (GraphPad Software Inc., San Diego, CA, USA). 

4. Conclusions 

Chemical investigation of the marine-derived fungus Penicillium sp. SF-5292 afforded a new  

10-membered lactone, named penicillinolide A (1). Penicillinolide A (1) is a new member of naturally 

occurring 10-membered lactones (nonenolides, decanolides), which showed a broad spectrum of 
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bioactivities such as cytotoxic, phytotoxic, antimalarial, antimicrobial [39], and inhibition of 

cholesterol biosynthesis [40]. These various bioactivities together with the interesting structure of the 

medium-sized ring have led to a number of synthetic studies [39]. The structure of penicillinolide A (1) 

is most closely related to putaminoxins B and D, which have a pentyl side chain at the C-9 position of 

the 10-membered lactone ring [41]. In addition, phomolide D, which has a propyl side chain at the C-9 

position of the lactone ring, shares similar structural features with penicillinolide A (1) [42]. 

Penicillinolide A (1), to the best of our knowledge, is the first member of the nonenolides that has  

an anti-inflammatory activity. 

In the course of further pharmacological evaluation of penicillinolide A (1), it was shown that 1 

suppressed the production of pro-inflammatory mediators such as NO, PGE2, TNF-α, IL-1β, and IL-6 

via the inhibition of the NF-κB pathway. In addition the anti-inflammatory effect of 1 was shown to  

be associated with the Nrf2-related induction of anti-inflammatory HO-1 enzyme expression in  

LPS-induced murine peritoneal macrophages. Therefore, penicillinolide A (1) may be a potential 

therapeutic candidate for the treatment of inflammatory diseases. 

Acknowledgments 

This research was supported by grants from the Global R&D Center (GRDC) Program through the 

National Research Foundation of Korea (NRF) funded by the Ministry of Education, Science and 

Technology of Korea (MEST), and a grant from KRIBB Research Initiative Program. 

Conflicts of Interest 

The authors declare no conflict of interest. 

References 

1 Heller, R.A.; Schena, M.; Chai, A.; Shalon, D.; Bedilion, T.; Gilmore, J.; Woolley, D.E.; Davis, R.W. 

Discovery and analysis of inflammatory disease-related genes using cdna microarrays. Proc. Natl. 

Acad. Sci. USA 1997, 94, 2150–2155. 

2 Abraham, N.G.; Kappas, A. Pharmacological and clinical aspects of heme oxygenase. Pharmcol. 

Rev. 2008, 60, 79–127. 

3 Otterbein, L.E.; Mantell, L.L.; Choi, A.M. Carbon monoxide provides protection against 

hyperoxic lung injury. Am. J. Physiol. 1999, 276, L688–L694. 

4 Ryter, S.W.; Alam, J.; Choi, A.M. Heme oxygenase-1/carbon monoxide: From basic science to 

therapeutic applications. Physiol. Rev. 2006, 86, 583–650. 

5 Otterbein, L.E.; Bach, F.H.; Alam, J.; Soares, M.; Tao Lu, H.; Wysk, M.; Davis, R.J.;  

Flavell, R.A.; Choi, A.M. Carbon monoxide has anti-inflammatory effects involving the  

mitogen-activated protein kinase pathway. Nat. Med. 2000, 6, 422–428. 

6 Lee, T.S.; Tsai, H.L.; Chau, L.Y. Induction of heme oxygenase-1 expression in murine 

macrophages is essential for the anti-inflammatory effect of low dose 15-deoxy-delta  

12,14-prostaglandin J2. J. Biol. Chem. 2003, 278, 19325–19330. 



Mar. Drugs 2013, 11 4524 

 

7 Wiesel, P.; Foster, L.C.; Pellacani, A.; Layne, M.D.; Hsieh, C.M.; Huggins, G.S.; Strauss, P.;  

Yet, S.F.; Perrella, M.A. Thioredoxin facilitates the induction of heme oxygenase-1 in response to 

inflammatory mediators. J. Biol. Chem. 2000, 275, 24840–24846. 

8 Morse, D.; Pischke, S.E.; Zhou, Z.; Davis, R.J.; Flavell, R.A.; Loop, T. Suppression of 

inflammatory cytokine production by carbon monoxide involves the JNK pathway and AP-1.  

J. Biol. Chem. 2003, 278, 36993–36998. 

9 Suh, G.Y.; Jin, Y.; Yi, A.K.; Wang, X.M.; Choi, A.M. CCAAT/enhancer-binding protein 

mediates carbon monoxide-induced suppression of cyclooxygenase-2. Am. J. Respir. Cell Mol. Biol. 

2006, 35, 220–226. 

10 Oh, G.S.; Pae, H.O.; Lee, B.S.; Kim, B.N.; Kim, J.M.; Kim, H.R.; Jeon, S.B.; Jeon, W.K.;  

Chae, H.J.; Chung, H.T. Hydrogen sulfide inhibits nitric oxide production and nuclear  

factor kappa B via heme oxygenase-1 expression in RAW264.7 macrophages stimulated with 

lipopolysaccharide. Free Radic. Biol. Med. 2006, 41, 106–119. 

11 Oh, G.S.; Pae, H.O.; Choi, B.M.; Chae, S.C.; Lee, H.S.; Ryu, D.G. 3-Hydroxyanthranilic acid, 

one of metabolites of tryptophan via indoleamine 2,3-dioxygenase pathway, suppresses inducible 

nitric oxide synthase expression by enhancing heme oxygenase-1 expression. Biochem. Biophys. 

Res. Commun. 2004, 320, 1156–1162. 

12 Van-Assche, T.; Huygelen, V.; Crabtree, M.J.; Antoniades, C. Gene therapy targeting 

inflammation in atherosclerosis. Curr. Pharm. Des. 2011, 17, 4210–4223. 

13 Lee, D.S.; Jeong, G.S.; Li, B.; Park, H.; Kim, Y.C. Anti-inflammatory effects of sulfuretin from 

Rhus verniciflua stokes via the induction of heme oxygenase-1 expression in murine macrophages. 

Int. Immunopharmacol. 2010, 10, 850–858. 

14 Willoughby, D.A.; Moore, A.R.; Colville-Nash, P.R.; Gilroy, D. Resolution of inflammation.  

Int. J. Immunopharmacol. 2000, 22, 1131–1135. 

15 Gueler, F.; Park, J.K.; Rong, S.; Kirsch, T.; Lindschau, C.; Zheng, W.; Elger, M.; Fiebeler, A.; 

Fliser, D.; Luft, F.C.; et al. Statins attenuate ischemia-reperfusion injury by inducing heme 

oxygenase-1 in infiltrating macrophages. Am. J. Pathol. 2007, 170, 1192–1199. 

16 Gonçalves, G.M.; Cenedeze, M.A.; Feitoza, C.Q.; Wang, P.M.; Bertocchi, A.P.; Damiao, M.J.; 

Pinheiro, H.S.; Antunes Teixeira, V.P.; dos Reis, M.A.; Pacheco-Silva, A.; et al. The role of heme 

oxygenase 1 in rapamycin-induced renal dysfunction after ischemia and reperfusion injury. 

Kidney Int. 2006, 70, 1742–1749. 

17 Aburaya, M.; Tanaka, K.; Hoshino, T.; Tsutsumi, S.; Suzuki, K.; Makise, M.; Akagi, R.; Mizushima, T. 

Heme oxygenase-1 protects gastric mucosal cells against nonsteroidal anti-inflammatory drugs.  

J. Biol. Chem. 2006, 281, 33422–33432. 

18 Baird, L.; Dinkova-Kostova, A.T. The cytoprotective role of the Keap1–Nrf2 pathway.  

Arch. Toxicol. 2011, 85, 241–272.  

19 Jaiswal, A.K. Regulation of genes encoding NAD(P)H: Quinine oxidoreductases. Free Radic. 

Biol. Med. 2000, 29, 254–262. 

20 Balogun, E.; Hoque, M.; Gong, P.; Killeen, E.; Green, C.J.; Foresti, R.; Alam, J.; Motterlini, R. 

Curcumin activates the haem oxygenase-1 gene via regulation of NRF2 and he antioxidant-responsive 

element. Biochem. J. 2003, 371, 887–895. 



Mar. Drugs 2013, 11 4525 

 

21 Lee, D.S.; Jeong, G.S.; Li, B.; Lee, S.U.; Oh, H.; Kim, Y.C. Asperlin from the marine-derived 

fungus Aspergillus sp. SF-5044 exerts anti-inflammatory effects through heme oxygenase-1 

expression in murine macrophages. J. Pharmacol. Sci. 2011, 116, 283–295. 

22 Lee, D.S.; Jang, J.H.; Ko, W.; Kim, K.S.; Sohn, J.H.; Kang, M.S.; Ahn, J.S.; Kim, Y.C.; Oh, H. 

PTP1B inhibitory and anti-inflammatory effects of secondary metabolites isolated from the 

marine-derived fungus Penicillium sp. JF-55. Mar. Drugs 2013, 11, 1409–1426. 

23 Fenical, W.; Jensen, P.R. Developing a new resource for drug discovery: Marine actinomycete 

bacteria. Nat. Chem. Biol. 2006, 2, 666–673. 

24 Bugni, T.S.; Ireland, C.M. Marine-derived fungi: A chemically and biologically diverse group of 

microorganisms. Nat. Prod. Rep. 2004, 21, 143–163. 

25 Saleem, M.; Ali, M.S.; Hussain, S.; Jabbar, A.; Ashraf, M.; Lee, Y.S. Marine natural products of 

fungal origin. Nat. Prod. Rep. 2007, 24, 1142–1152. 

26 Lee, S.U.; Asami, Y.; Lee, D.; Jang, J.-H.; Ahn, J.S.; Oh, H. Protuboxepins A and B and 

protubonines A and B from the marine-derived fungus Aspergillus sp. SF-5044. J. Nat. Prod. 2011, 

74, 1284–1287. 

27 Kim, M.-Y.; Sohn, J.H.; Ahn, J.S.; Oh, H. Alternaramide, a cyclic depsipeptide from the  

marine-derived fungus Alternaria sp. SF-5016. J. Nat. Prod. 2009, 72, 2065–2068. 

28 Palmer, R.M.; Ashton, D.S.; Moncada, S. Vascular endothelial cells synthesize nitric oxide from 

L-Arginine. Nature 1988, 333, 664–666. 

29 Block, M.L.; Hong, J.S. Microglia and inflammation-mediated neurodegeneration: Multiple 

triggers with a common mechanism. Prog. Neurobiol. 2005, 76, 77–98. 

30 Surh, Y.J.; Chun, K.S.; Cha, H.H.; Han, S.S.; Keum, Y.S.; Park, K.K.; Lee, S.S. Molecular 

mechanisms underlying chemopreventive activities of anti-inflammatory phytochemicals:  

Down-regulation of COX-2 and iNOS through suppression of NF-kappa B activation. Mutat. Res. 

2001, 480–481, 243–268. 

31 Verma, I.M.; Stevenson, J.K.; Schwarz, E.M.; van Antwerp, D.; Miyamoto, S. Rel/NF-kappaB/I 

kappaB family: Intimate tales of association and dissociation. Genes Dev. 1995, 9, 2723–2735. 

32 Paine, A.; Eiz-Vesper, B.; Blasczyk, R.; Immenschuh, S. Signaling to heme oxygenase-1 and its 

anti-inflammatory therapeutic potential. Biochem. Pharmacol. 2010, 80, 1895–1903. 

33 Copple, I.M.; Goldring, C.E.; Kitteringham, N.R.; Park, B.K. The Nrf2-Keap1 defence pathway: 

Role in protection against drug-induced toxicity. Toxicology 2008, 246, 24–33. 

34 Li, W.; Khor, T.O.; Xu, C.; Shen, G.; Jeong, W.S.; Yu, S.; Kong, A.N. Activation of  

Nrf2-antioxidant signaling attenuates NFkappaB-inflammatory response and elicits apoptosis. 

Biochem. Pharmacol. 2008, 76, 1485–1489. 

35 Narumi, S.; Finke, J.H.; Hamilton, T.A. Interferon gamma and interleukin 2 synergize to induce 

selective monokine expression in murine peritoneal macrophages. J. Biol. Chem. 1990, 265, 

7036–7041. 

36 Berridge, M.V.; Tan, A.S. Characterization of the cellular reduction of 3-(4,5-dimethylthiazol-2-

yl)-2,5-diphenyltetrazolium bromide (MTT): Subcellular localization, substrate dependence, and 

involvement of mitochondrial electron transport in MTT reduction. Arch. Biochem. Biophys. 1993, 

303, 474–482. 



Mar. Drugs 2013, 11 4526 

 

37 Titheradge, M.A. The Enzymatic Measurement of Nitrate and Nitrite. Meth. Mol. Biol. 1998, 101, 

83–91. 

38 Sawle, P.; Foresti, R.; Mann, B.E.; Johnson, T.R.; Green, C.J.; Motterlini, R. Carbon  

monoxide-releasing molecules (CO-RMs) attenuate the inflammatory response elicited by 

lipopolysaccharide in RAW264.7 murine macrophages. Br. J. Pharmacol. 2005, 145, 800–810. 

39 Sun, P.; Lu, S.; Ree, T.V.; Krohn, K.; Li, L.; Zhang, W. Nonanolides of natural origin: Structure, 

synthesis, and biological activity. Curr. Med. Chem. 2012, 19, 3417–3455. 

40 Riatto, V.B.; Pilli, R.A.; Victor, M.M. Fifteen years of biological and synthetic studies of 

decarestrictine family. Tetrahedron 2008, 64, 2279–2300. 

41 Evidente, A.; Capasso, R.; Andolfi, A.; Vurro, M.; Zonno, M.C. Putaminoxins D and E from 

Phoma putaminum. Phytochemistry 1998, 48, 941–945. 

42 Li, Y.Y.; Wang, M.Z.; Huang, Y.J.; Shen, Y.M. Secondary metabolites from Phomopsis sp. A123. 

Mycology 2010, 1, 254–261. 

© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/3.0/). 


