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Bioassay Experimental Section 

 (1) Cytotoxicity assay 

Eight human cancer cell lines (K562, MCF-7, Hela, Du145, H1975, A549, MOLT-4, and HL60) 

were purchased from Shanghai Cell Bank, Chinese Academy of Sciences. The cytotoxic activities 

against those cells were determined according to previously reported methods [S1,S2]. If the inhibitory 

rate is exceed 30% in preliminary test with the concentration of 30 μM, various concentrations of the 

compounds will be used and measured again, to calculate the IC50 values. 

(2) Antibacterial and antituberculosis assay 

Antibacterial assay. Antibacterial against Escherichia coli, Salmonella enterica, and Staphylococ-

cus aureus were carried out using discagar diffusion method [S3]. If the inhibitory rate is exceed 30% in 

preliminary test with the concentration of 30 μM, various concentrations of the compounds will be used 

and measured again, to calculate the IC50 values.   

Antituberculosis assay.  Inhibition rate of compounds against a tubercke bacillus was proceeded. 

Autoluminescent Mycobacterium tuberculosis H37Ra was inoculated in a 50 mL centrifuge tube con-

taining 5 mL of 7H9 broth (Becton Dickinson) with 0.1% Tween 80 and 10% OADC enrichment (Bec-

ton Dickinson) and then incubated at 37 °C. When the cultures reached an OD600 nm of 0.3 to 1.0, the 

culture was diluted, and 50 μL diluted H37Ra was inoculated in sterile 384 well plates, the RLU of 

which should be between 10 000 and 50 000 and should be recorded as the base luminescent Day0. The 

compounds were added to the 384 well plates in triplicate with a preliminary concentration of 30 μM. 

Rifampicin was used as positive drug. The luminescent value was detected for the following 3 d. [S2] 

 (3) Antiviral assay 

The antiviral activities against H1N1 and H3N2 were evaluated by the cytopathic effect (CPE) in-

hibition assay, on Madin–Darby canine kidney (MDCK) cells with CCK-8 assay, according to previ-

ously reported methods [S2, S4]. And the antiviral bioassay against EV71 virus was measured the abil-

ity to inhibit the CPE induced by EV71 virus on Vero cells with CCK-8 assay, according to previously 

reported methods [S2, S4]. If the inhibitory rate is exceed 30% in preliminary test with the concentration 

of 30 μM, various concentrations of the compounds will be used and measured again, to calculate the 

IC50 values. 

 (4) Anti-inflammatory assay 

The compound 1 was tested for COX-1 and COX-2 inhibitory activities using the COX (ovine) In-

hibitor Screening Kits according to the manufacturer’s instructions, as previously described [S5, S6]. 

Concentration of 30 μM of 1 was used in the preliminary tests.  
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To examine NF-κB inhibition activities, RAW264.7 cells stably transfected with a luciferase re-

porter gene was used. Cells were plated in 96-well plates at adensity of 1×104 cells/well and pre-treated 

with different concentrations compound 1 (0, 3.125, 6.25, 12.5, 25, 50, and 100 μM) for 30 min, fol-

lowed by 1 μg/ml LPS stimulation for 6h. BAY11-7082, obtained from Sigma-Aldrich (St Louis, MO, 

USA), was used as positive control (10 μM). Cells were harvested and luciferase activity was measured 

using the luciferase assay system (Promega, Madison, WI) [S7]. 
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Table S1. Inhibition rate (%) of 1 (30 μM) against eight human cancer cells. 

 

 

 

 

Table S2. Inhibition rate (%) of 1 (30 μM) against three common bacteria and a tubercle bacillus. 

Bacteria Escherichia 

coli 

Salmonella en-

terica 

Staphylococcus 

aureus 

Mycobacterium tuberculosis 

H37Ra 

Inhibition rate (%) 2.61  –15.51  17.61  16.39 

 

 

Table S3. Inhibition rate (%) of 1 (30 μM) against H1N1, H3N2 and EV71 virus. 

Virus H1N1 H3N2 EV71 

Inhibition rate (%) –17.37 5.76 –1.69 

 

 

Table S4. Inhibition rate (%) of 1 (30 μM) against COX-1 and COX-2. 

Targets COX-1 COX-2 

Inhibition rate –18.30 –16.37 

 

 

 

 

  

Cells K562 MCF-7 Hela Du145 H1975 A549 MOLT-4 HL60 

Inhibition rate (%) 15.4 13.0 29.8 –4.0 8.0 5.0 14.7 –13.5 
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Figure S1. NF-κB inhibition activities of 1.  

 

Figure S2. Full unedited gels for Figure 5. 

 

Figure S3. Full unedited gels for Figure 6. 



S7 

 

 

Figure S4. Full unedited gels for Figure 7. 

 

 

 

 

Figure S5. Effect of 1 on HK-2 cell viability. 
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Figure S6. UV spectrum of Penicilliumin B (1). 

  

Figure S7. IR spectrum of Penicilliumin B (1). 
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Figure S8. CD spectrum of Penicilliumin B (1). 

 

Figure S9. HR-ESI-MS spectrum of Penicilliumin B (1). 
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Figure S10. 1H-NMR (500 MHz) spectrum of Penicilliumin B (1). 

 

Figure S11. 13C-NMR (500 MHz) spectrum of Penicilliumin B (1). 
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Figure S12. DEPT (500 MHz) spectrum of Penicilliumin B (1). 

 

Figure S13. HSQC (500 MHz) spectrum of Penicilliumin B (1). 
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Figure S14. HMBC (500 MHz) spectrum of Penicilliumin B (1). 

 

 
 

Figure S15. 1H-1H COSY (500 MHz) spectrum of Penicilliumin B (1). 
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Figure S16. NOESY (500 MHz) spectrum of Penicilliumin B (1). 

 
 

 


