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APPENDICES 

Appendix 1 

Several materials used in this study 

1.1. ELISA kits and reagents 

 

 
Mouse IL-6 ELISA MAX Standard Set (BioLegend) 

and Mouse TNF-α ELISA Ready-SET-Go! 
(Invitrogen) 

5× ELISA/ELISPOT diluent (TNF-α assay diluent) 

  

 

 
Capture antibody for coating step: IL-6 (left), TNF-α 
(middle), and 10× coating buffer for TNF-α capture 

Detection antibody: IL-6 (left) and TNF-α (right) 
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1.3. RNA extraction reagents 

 

 

 

 

 

 

 

 

 

1.4. Reverse transcription reagents 

   

Sepasol-RNA 1 Super G (Nacalai Tesque) 2-propanol (left), 75% ethanol (middle), 
and chloroform (right) 

From left to right: Oligo-(dT) 20 primer (Toyobo), 10 
mM dNTP, RNase Inhibitor, MMLV-Reverse 

Transcriptase (Promega), and 5 x Buffer  
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Appendix 2 

OWE preparation 

  

Oncom (cut into cubes) was 
freeze-dried 

Freeze-dried oncom was 
ground with food processor 

Oncom powder was then 
suspended in DW to a 

concentration of 0.1 g/mL 

After 24 hours of mixing 
with rotator, the suspension 

was centrifuged and 
supernatant was collected 

The supernatant was 
centrifuged with higher g 

force to gain a clearer 
supernatant, OWE was 

transferred into microtubes 
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Appendix 3 

Phagocytosis activity assay 

3.1. Flow cytometry setups 
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3.2. CellQuest software interface 
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3.3. WinMDI 2.9 steps to make histograms 
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4.1.2. Measurement I 

 

 

 

 

 

 

 

 

 

 

 

 

 

4.1.3. Measurement II 
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4.1.4 Measurement III 

 

 

 

 

 

 

 

 

 

 

 

 

 

4.1.5. Statistical analysis 
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The critical value obtained from Tukey’s test was compared to the critical value (q) in the table below: 

Number of means (k) 5     

df error 44     

      

 Critical Values of the Studentized Range 

 

Significance 
level (α) 

Critical value 
(q)    

 0.05 4.023    

 0.01 4.906    

 0.001 6.068    
 

If the critical value obtained from Tukey test is higher compared to critical value of the studentized 

range, the treatment group was statistically different compared to control group  
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4.2.2. Measurement I 

 

 

 

 

 

 

 

 

 

 

 

 

 

4.2.3. Measurement II 
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4.2.4. Measurement III 

 

 

 

 

 

 

 

 

 

 

 

 

 

4.2.5. Statistical analysis 
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The critical value obtained from Tukey’s test was compared to the critical value (q) in the table below: 

Number of means (k) 5     

df error 44     

      

 Critical Values of the Studentized Range 

 

Significance 
level (α) 

Critical value 
(q)    

 0.05 4.023    

 0.01 4.906    

 0.001 6.068    
 

If the critical value obtained from Tukey test is higher compared to critical value of the studentized 

range, the treatment group was statistically different compared to control group  
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Appendix 5 

Real-time RT-qPCR 

5.1. RAW 264.7 

5.1.1. Raw data 

 

5.1.2. Statistical analysis 

 

5.2. P-Mac 

5.2.1. Raw data 
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5.2.2. Statistical analysis 

 

 

 

 

 

 

 

 

 

 

The critical value obtained from Tukey’s test was compared to the critical value (q) in the table below: 

Number of means (k) 5     

df error 44     

      

 Critical Values of the Studentized Range 

 

Significance 
level (α) 

Critical value 
(q)    

 0.05 4.023    

 0.01 4.906    

 0.001 6.068    
 

If the critical value obtained from Tukey test is higher compared to critical value of the studentized 

range, the treatment group was statistically different compared to control group  
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Appendix 6 

Phagocytosis activity assay histograms 

6.1. Measurement II 

 

6.2. Measurement III 
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Appendix 7 

E-OWE and H-OWE ELISA (RAW 264.7 cells) 

7.1. IL-6 

7.1.1. Raw data 

 

 

 

 

 

 

7.1.2. Standard curve 

 

 

 

 

 

 

 

7.1.3. Statistical analysis (Two way ANOVA) 

 

Anova: Two-Factor With Replication

SUMMARYU E Total

98

Count 3 3 6

Sum 598.2003 462.2601 1060.46

Average 199.4001 154.0867 176.7434

Variance 451.4059 871.5527 1145.175

391

Count 3 3 6

Sum 845.5053 673.1074 1518.613

Average 281.8351 224.3691 253.1021

Variance 1388.338 1529.446 2157.814

Total

Count 6 6

Sum 1443.706 1135.368

Average 240.6176 189.2279

Variance 2774.555 2442.286

ANOVA

Source of Variation SS df MS F P-value F crit

Sample 17491.96 1 17491.96 16.49896 0.003624 5.317655

Columns 7922.696 1 7922.696 7.472932 0.0257 5.317655

Interaction 110.7629 1 110.7629 0.104475 0.754811 5.317655

Within 8481.486 8 1060.186

Total 34006.9 11

Anova: Two-Factor With Replication

SUMMARYU H Total

98

Count 3 3 6

Sum 598.2029 344.3439 942.5468

Average 199.401 114.7813 157.0911

Variance 451.4157 859.6312 2672.566

391

Count 3 3 6

Sum 845.5053 587.9794 1433.485

Average 281.8351 195.9931 238.9141

Variance 1388.338 354.599 2907.826

Total

Count 6 6

Sum 1443.708 932.3233

Average 240.618 155.3872

Variance 2774.516 2464.302

ANOVA

Source of Variation SS df MS F P-value F crit

Sample 20085 1 20085 26.30663 0.000897 5.317655

Columns 21792.87 1 21792.87 28.54354 0.000692 5.317655

Interaction 1.12042 1 1.12042 0.001467 0.970381 5.317655

Within 6107.968 8 763.496

Total 47986.97 11
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Note: 

U98, U391 = untreated OWE or OWE 98 µg/mL, 391 µg/mL 

E98, E391= enzyme-treated OWE 98 µg/mL, 391 µg/mL 

H98, H391=heat-treated OWE 98 µg/mL, 391 µg/mL   

Tukey

G1 G2 Diff n1 n2 SE q

U98 E98 45.31341 3 3 18.79881 2.410441

U391 E391 57.46594 3 3 18.79881 3.056892

G1 G2 Diff n1 n2 SE q

U98 H98 84.61969 3 3 15.95301 5.304307

U391 H391 85.84194 3 3 15.95301 5.380923
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7.2. TNF-α 

7.2.1. Raw data 

 

7.2.2. Standard curve 

 

7.2.3. Statistical analysis 
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The critical value obtained from Tukey’s test was compared to the critical value (q) in the table below: 

Number of means (k) 10     

df error 29     

      

 Critical Values of the Studentized Range 

 

Significance 
level (α) 

Critical value 
(q)    

 0.05 4.838    

 0.01 5.782    

 0.001 7.086    
 

If the critical value obtained from Tukey test is higher compared to critical value of the studentized 

range, the treatment group was statistically different compared to control group 


