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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-a ELISA Ready-SET-Go! 5% ELISA/ELISPOT diluent (TNF-a assay diluent)
(Invitrogen)

Capture antibody for coating step: IL-6 (left), TNF-a

(middle), and 10x coating buffer for TNF-a capture Detection antibody: IL-6 (left) and TNF-o (right)
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1.3. RNA extraction reagents

N AR RN
AR

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

1.4. Reverse transcription reagents

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 oncom was Oncom powder was then
freeze-dried ground with food processor suspended in DW to a
concentration of 0.1 g/mL

l

The supernatant was After 24 hours of mixing
centrifuged with higher g with rotator, the suspension
force to gain a clearer was centrifuged and
supernatant, OWE was supernatant was collected

transferred into microtubes

46



Appendix 3
Phagocytosis activity assay
3.1. Flow cytometry setups

——

Flow cytometry

Set up
1. Tune on Transformer, FACS, PC and Pressure valve,
2. PC name — Administrator PC pass — BDIS
3. Start up B Cell Quest pro.
Acquire — connect to cytometer — Browser : directory (change)
(Put) commendj:ﬁ+l~4 —> Detectors, Threshold, Compensation, Status

Acquire — Counters

Graph creati > Dot plot

<l1>
Plot type : Acquisition
Parameter : X=FSC, Y=SSC
No Gate

<2>
. Plot type : Acquisition
[l Parameter: x=Fsc, v=ssC
[ e

Gate : G1=R1 - Make sate (hexagen w the conter) [&]

<3>

Plot type : Acquisition
Parameter : X=FL2-H, Y=FL1-H
No Gate

Graph creation — Histogram @j
<4>
Plot type : Acquisition
Parameter : X=FL2-H
Gate : G1=R1

Condition setting — Detectors
SSC : change voltage — 490 FL1: 480 (o)
FL : change voltage and mode—log
MeLa - ygo Uog)

4. Washing

Insert the tube containing D.W. — Push LO

Measurement
Push RUN

Acuire — acquisition & storage
Number of cells ; 10000
Change to the tube containing the control — Push Acquire
Change Voltage or AmpGain of Detectors
Click Setup *5 Acquize——> Jeb up Yowge FL1 5 ki wnil the cel dors wulin he RLY 2 FL2
range
5 For Abn wtid samples , yncheck  Sehup.

Finish > Washinh
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3.2. CellQuest software interface

& CellQuestPro_Ffile Edit_Cytometer Plots _Gates Stats 8atch _Acquire Windows _Help

enn ) untitied
x so89 Y. 0 |

1. Dot plot graph (Plot type: acquisition,
parameters: X=FSC, Y=SSC)

2. Dot plot graph (Plot type: acquisition,
parameters: X=FSC, Y=SSC, gate:

& CellQuest Pro_File Edn_Cytometer Plots _Gates Stats _Batch _Acquire _ Windows._ Help Gl:Rl)
onn g

— : 3. Dot plot graph (Plot type: acquisition,

parameters: X=FL2-H, Y= FL1-H)

4. Histogram graph (Plot type:
acquisition, parameters: X=FL2-H,
gate: G1=R1)

.

saffl A ¢ Counters
@ Total Events: 10000

Events/Second: 165 Reset
FoS Cotor iy atpume SN (A=) Elapsed Time: 00.01:03
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3.3. WinMDI 2.9 steps to make histograms

WiaMDI 29
- Contouft — o\

o Choote Dot - gesoluhon

7
SOsplay Aray Aoy LI
= contour -Hu),

9 rowing Brlganriam

— O\ quoi\f‘\m
- 0K
> gt clek - [egwn

o (reatt G Fe
ound e \Wwng ul §
e

L, 0sply kab Huighoa vam
- pli-H A0 Pt
- eplarge window

ockers
= Right click o ﬂrﬂp\«"’ iV

=2 o = San

> looe ot Xoxal

= A N~ Next date \ 3 Qmp\’\‘

W xR ot dan
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4.1.2. Measurement |

IL-6 Conc. Absorbance
(ng/mL) 1 2 Average IL-6 Standard Curve
0| 0.009 -0.009 0 00
T — gmo y=250.22:¢+150.19x+22.577 4
. . . .
150 0.441] 0.415 0428 S 300 R7=099%9 -
2000 0571 056 05655 5 . P
250| 0.694] 0.652 0673 ® o
300 0794 0729 07615 £ 40 P
400, 1.024] 0918 0971) £ 200 oY
500 1146] 1085 11155 S L..e=®
600 1.263] 1.228 12455 2 0 05 N s
700] 1398 1385 1.3915
1000 1.627] 1.652] 1.6395 Absorbance
TNF-ae Conc.|  Absorbance Average
(ng/mL) 1 2 g TNF-a Standard Curve
o o0.01 -0.011] -0.0005
so] 0.322] 0311] 03165 - 1
Too 052 0559 05395 % 1000 Y=193.99¢+32.750x+129 o
150] 0.722] 0.69 0.706 £ a0 R1=05919 .~
200] 0.95¢ 0.908 0.932 5 e .o
250/ 1.092] 1.03 1.061 & P
300 1.193] 1.124 1.1585 £ 400 e
400 1.385 1.239 1312 S Lm0 e*®
500 1.568 1.46 1514 S o L o
600] 1.641] 1.545 1593 7 5 o ) e )
700] 1.86] 1.905] 1.8825 z
1000 2.189] 2.086] 2.1375 Absorbance
4.1.3. Measurement Il
'tn‘;/c;:)c ";bsc"bancze Average IL-6 Standard Curve
o o002 -002 0 1200
50| 0.105 0.1  0.1025 E 1000 y=711.35x+191.68x+20.875 o
100, 0.172] 0.187] 0.1795 E R? £ 0.9935
150 o0.284] 0351 03175 — 80 .
2000 0361 0342 03515 % 600 e
250 0.443] 0.427 0.435 2 a0 -
3000 0579 0.531 0.555 g —
400, 0561 0.671 0.616 5 200 o8
500 0.681] 0.647 0.664 o 0 g
600| 0.836 0.761 0.7985 = 0 02 04 06 08 1
7000 0.776] 0.936 0.856 Absorbance
1000 1.091] 0982 1.0365
- Absorbance
TI\}E;:E;'C 1 5 | Average TNF-a Standard Curve
o| 0.008] -0.00s] -0.0005 1500
oozl ool oss 2, y-213et 23 douacncah
: ' ' ® R2=0.9914
150 0.691] 0.71]  0.7005 £ 800
200 0.971] o0.886] 0.9285 E 00 )
250] 1.096] 1.061 1.0785 1 Rt
300] 1.255 1.127] 1191 £ 40 e
400 138 1.326 1353 g 200 __..,..o""
500] 1.656] 1.568 1.612 S gl o ®
600 1.758] 1.736 1.747 o o s 1 15 5
700 1.906] 1.72 1.813 = Absorbance
1000| 2.189] 2.095 2.142
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4.1.4 Measurement lll

IL-6 Conc. Absorbance
(ne/mL) 1 2 Average IL-6 Standard Curve
0 0.022] -0.023] -0.0005 1200
>0 0.104 0.088 0.099 g 391.76x%24276.46x+25.765
1000 y=391.76x A6x+25. °
100 0.216/ 0.189  0.2025 4 R? = 09973
150 0.339] 0.293 0.316 £ 300
2000 0.283] 0.345 0314 § 600 ‘_.5-"'
250 0.524 0.4 0462] & ey
300 0586 0507 05465 £ 4% PR
400 0.688 0.664 0.676| é 200 "
500 0.868 0.792 0.83 © 0 g ®
600 0.977| 0.914]  0.9455 0 02 04 06 08 1 12 14
700 1.038) 1.016 1.027 Abeorb
1000 1.266] 1.195  1.2305 sorbance
TNF-o Conc.|  Absorbance
Average TNF-a Standard Curve
(ng/mL) 1 2
0 0.003 -0.004] -0.0005 1200
50 0281 0245 0263  E ., y=45437%-113.72x+34.26 o
100/ 0.437 038  0.4085 Es R?=0.9916
150, 0.641 0.575 0.608| — 800 ‘.‘-'
2000 0.711] 0.672] 0.6915 2 600
250 0.868| 0.777 0.8225 o @
£ 400 R
3000 0.92| 0.989] 0.9545 g o ®
400 1.104] 1.045] 10745 S 200 P L
500 1.167| 1.151 1.159 g 0 e .-
00 1.172] 1.498 335 ; 0 05 1 15 2
700, 1.29 1.4 1.345 = Absorbance
1000, 1.555| 1.576]  1.5655
4.1.5. Statistical analysis
ELISA RAW 264.7 IL-6 ELISA RAW 264.7 TNF-a
Anova: Single Factor Anova: Single Factor
SUMMARY SUMMARY
Groups Count Sum Average Variance Groups Count Sum Average Variance
Control 9 165.0515 18.33906 3.062642 Control 9 254.3577 28.26197 21.23815
24 9 513.6693 57.07437 197.6537 24 9 951.6175 105.7353 585.5001
98 9 1581.498 175.722 1785.746 98 9 1053.068 117.0076 410.0036
391 9 2319.72 257.7467 1863.569 391 9 1437.958 159.7731 998.69
1563 9 3312.403 368.0448 625.5701 1563 9 1925.856 213.984 693.1763
ANOVA ANOVA
Source of Variation 5SS df MS F P-value F crit Source of Variation SS df MS F P-value F crit
Between Groups 743059.6 4 185764.9 207.5307 3.57E-26 2.605975 Between Groups 170285.1 4 42571.27 78.58514 2.12E-18 2.605975
Within Groups 35804.81 40 895.1202 Within Groups 21668.86 40 541.7216
Total 778864.4 44 Total 191953.9 44
Tukey Test Tukey Test
Group1 | Group 2 |Difference| nl n2 SE q Group1 | Group2 |Difference| nl n2 SE q
Control 24| 38.73531 9 9] 9.972853| 3.884075| |Control 24 77.47331 9 9| 9.972853| 7.768419
Control 98| 157.3829 9 9 9.972853| 15.78113| |Control 98| 88.74561 9 9| 9.972853| 8.898718
Control 391 239.4076 9 9] 9.972853| 24.00593| |Control 391]131.5111 9 9] 9.972853| 13.18691
Control 1563| 349.7057 9 9] 9.972853| 35.06576| |Control 1563 185.722 9 9] 9.972853| 18.62276
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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 | Critical value
level (a) (a)
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 |

|L-6 Conc. Absorbance Average
(ng/mL) 1 2
0 0.001| -0.002 -0.0005
50 0.123 0.106 0.1145
100 0.3 0.25 0.275
150 0.415 0.427 0.421
200 0.551 0.524 0.5375
250 0.64 0.598 0.619
300 0.656 0.682 0.669
400 0.754 0.752 0.753
500 0.953 0.972 0.9625
600 0.992 0.951 0.9715
700 1.116| 1.121 1.1185
1000 1.34 1.286| 1.313
TNF-at Conc.| Absorbance Average
(ng/mL) 1 2
0 0.005/ -0.005 0
50 0.281] 0.268 0.2745
100] 0.474| 0.467 0.4705
150, 0.589] 0.702 0.6455
200/ 0.829] 0.778 0.8035
250/ 0.949] 0.961 0.955
300/ 1.156| 1.064 1.11
400/ 1.427] 1.247 1.337|
500/ 1.495 1.496 1.4955)
600/ 1.671 1.538 1.6045
00| 1.765 1.845 805
00 1.939] 1.963 951
4.2.3. Measurement Il
|L-6 Conc. Absorbhance Average
(ng/mL) 1 2
0 0 0 0
50 0.163] 0.164 0.1635
100 0.28| 0.309 0.2945
150, 0.409] 0.433 0.421
2000 0.505] 0.559 0.532
2500 0.652| 0.668 0.66
300 0.72 0.75 0.735
4000 0.905] 0.982 0.9435
500 1.057] 1.076 1.0665)
600 1.141 1.095 1.118
7000 1.266] 1.207 1.2365)
1000 1.474] 1.532 1.503]
TNF-a Conc.| Absorbance Average
(ng/mL) 1 2
0| 0.009] -0.009| 0|
50| 0.232 0.258 0.245
100 0.466 0.457 0.4615
150/ 0.609 0.606 0.6075
200| 0.727 0.775 0.751]
250| 0.845 0.947 0.896
300 1.101 1.006| 1.0535
400| 1.395 1.174 1.2845
500| 1.448 1.458| 1.453
600 1.571 1.559] 1.565
700| 1.656 1.784 1.72
00| 1.854 1.931 25

1200
1000
800
600
400
200

IL-6 concentration (ng/mL)

[T |
o 9o o
(=T = =]

TNF-a concentration (ng/mL)
W
(=]
(=]

1200

IL-6 concentration (ng/mL)

TNF-a concentration (ng/mL)

1000

800
600
400
200

[ T 4 B = B B © =]
(=il llsllslells]
o Qo o o oo oo

(=]

IL-6 Standard Curve

TNF-a Standard Curve

y=484.13x2+91.474x+20.807

R?=0.9916
= g8
o
o ®
e
04 06 08 1

Absorbance

1.2

y =155.72%2+101.91x+9.0809 ®

R? =0.9945

1
Absorbance

15

IL-6 Standard Curve

y =355.46x2+104.37x+23.539 »

R* =0.9947

-'-.-‘

1
Absorbance

TNF-a Standard Curve

0.5
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4.2.4. Measurement Il

- Absorbance
ltnsglc:i,c 1 > Average IL-6 Standard Curve
0 -0.006 0.006 0 200
200089 0103 0.09 £ 700 V=252x*+383.27x+8.8187 @
1000 0.207] 0.221 0214 & 600 R2=0.9967
1500 028 0303 02915 = g ey
= o
2000 0403 0359 038 S 4o .
250, 056 0383 04715 E 5 o
3000 0575 0515 0545 S 5o _o®
a0 073 0704 0717 £ 4p -
5000 0.867| 0.852 0.8595 S 0 .--"‘
00 0767 0.939 853 = 0 0.2 04 0.6 08 1 12
700 1.003] 1.081 1.042
Absorbance
00 1.168 1.238 703
TI\I&;SE?C qbsorban;e Average TNF-a Standard Curve
0 0.003] -0.004 -0.0005 1200
0 0.173| 0.138 0.1555 E 1000 y=467.83x+258.40x-2.7844 o
100 0.25] 0.259 0.2545 ? R? =0.9957
1500 0.366] 0.367]  0.3665 - 80 .
200/ 0.447] 0.405 0.426 2 600 P
250/ 0.539] 0.511 0.525 _E 200 .--'b'"
300/ 0.601] 0.607 0.604 g .
400 0.719] 0.737 0.728 c 200 e
500/ 0.788] 0.769] 0.7785 5 0 lew o®
600/ 0.879 0.84) 0.8595 < 0 02 04 06 08 1 12 14
700/ 1.004] 0.922 0.963 = Absorbance
1000 1.223] 1.23] 1.2265
4.2.5. Statistical analysis
ELISA P-Mac IL-6 ELISA P-Mac TNF-a
Anova: Single Factor Anova: Single Factor
SUMMARY SUMMARY
Groups Count Sum  Average Variance Groups Count Sum _ Average Variance
Control 9 196.7789 21.86432 32.68816 Control 9 69.50619 7.72291 0.265294
24 9 326.7129 36.30143 25.66248 24 9 228.7118 25.41242 7.475335
98 9 422.2735 46.91928 15.93526 98 9 280.8706 31.20784 63.14763
391 9 491.7275 54.63638 122.8709 391 9 345.5439 38.39377 3.969962
1563 9 735.9456 81.77174 897.1309 1563 9 417.7714 46.41904 109.0798
ANOVA ANOVA
Source of Variation Ss df MS F P-value  F crit Source of Variation Ss df Ms F P-value  Ferit
Between Groups  18047.02 4 4511.754 20.61503 2.76E-09 2.605975 Between Groups ~ 7728.041 4 1932.01 52.51796 2.14E-15 2.605975
Within Groups 8754.301 40 218.8575 Within Groups 1471.504 40 36.78761
Total 26801.32 44 Total 9199.545 44
Tukey Test Tukey Test
Group1 | Group2 | Difference nl n2 SE q Group1 | Group2 | Difference nl n2 SE q
Control 24 | 14.43711254 9 9/4.931278 2.927661 Control 24 |17.68951296 9 9| 2.02176|8.749563
Control 98 | 25.05495842 9 9| 4.931278| 5.080824 Control 98  |23.48493332 9 9] 2.02176/11.61609
Control 391 | 32.77207024 9 9|4.931278| 6.645756 Control 391  |30.67085624 9 9] 2.02176/15.17038
Control | 1563 | 59.9074145 9 0/4.931278] 12.14846 Control | 1563 |38.69612978 9 9| 2.02176|19.13983
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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 | Critical value
level (a) (a)
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

Cytokine Sample 20— A4ACt Average SD
Control 1.24 0.92 0.87 1.01 1.30 0.76 0.82 1.40| 0.87 1.02| 0.232591
24 6.36 8.40 4.50 159.12 16.19 16.07 6.53 5.57 5.38 9.79| 5.667642
IL-6 o??\[gE/cn:,I?)CI 98 33.28 42.13 36.93 64.89 37.79 51.63 41.45 36.34 41.74 42.91) 9.754643
391 81.95 30.63 50.80 80.82 68.44 75.93 66.41 62.39| 50.33 63.08| 16.74447
1563 106.64 79.71| 116.70 160.53 91.56| 111.95/ 130.99 83.48| 73.18 106.08| 27.91092
Control 1.52 0.49 1.34 1.04 0.82 1.16 0.83 1.12 1.08 1.05 0.304874
24 5.22 3.59 3.42 2.73 3.12 2.93 3.94 3.43 4.59 3.66| 0.805192
TNF-a O;?\/gE/‘;:C)CI 98 5.86 7.16 4.26 2.96 3.69 3.15 3.07 5.09 9.96 5.02| 2.336329
391 20.68 9.00 10.27 2.85 4.32 4.00 9.30 7.19 12.61 8.91| 5.466677
1563 15.35 17.03 11.63 7.73 6.36 5.46 10.17 11.13 9.76 10.51] 3.850831
5.1.2. Statistical analysis
RT-PCR RAW 264.7 IL-6 RT-PCR RAW 264.7 TNF-a
Anova: Single Factor Anova: Single Factor
SUMMARY SUMMARY
Groups Count Sum  Average Variance Groups Count Sum _ Average Variance
Control 9 9.200218 1.022246 0.054099 Control 99.412067 1.045785 0.092948
24 9 88.10843 9.789826 32.12216 24 93297511 3.663902 0.648335
98 9 386.1739 42.90821 95.15306 98 9 45.18097 5.020108 5.458434
391 9 567.6961 63.07734 280.3772 391 9 80.21175 8.912417 29.88456
1563 9 954.7363 106.0818 779.0196 1563 994.62957 10.5144 14.8289
ANOVA ANOVA
Source of Variation sS df MS F P-value  Fcrit Source of Variation S df Ms F P-value Fcrit
Between Groups 65115.48 4 16278.87 68.58731 2.29E-17 2.605975 Between Groups 537.1333 4 134.2833 13.18748 6.13E-07 2.605975
Within Groups 9493.809 40 237.3452 Within Groups 407.3054 40 10.18264
Total 74609.29 44 Total 944.4387 44
Tukey Test Tukey Test
Group 1 | Group 2 | Difference ni n2 SE q Groupl | Group 2 | Difference nl n2 SE q
Control 24 8.767579375| 9 9(5.135337| 1.707303 Control 24 2.618116475 9 9| 1.063675| 2.461388
Control 98 41.88596797 9| 9/ 5.135337| 8.15642 Control 98 3.974323045 9 9| 1.063675| 3.736408
Control 391 |62.05509562 9 9| 5.135337| 12.08394| | Control 391 7.866631633 9 9] 1.063675| 7.395712
Control 1563 | 105.0595626 9 9| 5.135337| 20.45816| | Control 1563 | 9.468611906) 9 9] 1.063675| 8.901793
5.2. P-Mac
5.2.1. Raw data
Cytokine Sample M — AACE Average SD
Control 1.52 1.01 0.65 1.34 0.83 0.90 0.54 1.39 1.34 1.06| 0.353443
24 6.45 5.54 6.23 9.87 4.73 1.90 6.70 3.59 4.01 5.45| 2.275263
IL-6 OE’::/?GC' 98 9.96| 5.27 8.67 10.27| 7.01 4.11 10.48 7.21 8.88 7.99| 2.251954
391 6.25 15.49 7.80 8.32 11.77) 16.76 7.52 9.71 12.55 10.68| 3.694844
1563 16.72 19.61 10.80 11.69| 16.64 15.53 13.03 18.04 13.67| 15.08| 2.970825
Control 1.02 0.95 1.03 1.02 0.91 1.07 0.59 1.16 1.45 1.02| 0.225762
24 3.04 5.40 2.59 2.94 3.55 3.50 3.07 3.29 3.76 3.46| 0.809753
TNF-a OE":gE/?Gc' 98 10.34 5.62 4.14 4.33 4.30 7.03 7.82 5.76 2.47 5.76| 2.356998
391 17.11 5.27 4,55 7.31 7.31 9.00| 6.01 7.76] 16.87| 9.02| 4.712422
1563 21.51 12.97| 17.59 10.27| 19.29 17.75 9.51 26.17 16.56 16.85| 5.341395
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5.2.2. Statistical analysis

RT-PCR P-Mac IL-6
Anova: Single Factor

RT-PCR P-Mac TNF-a
Anova: Single Factor

SUMMARY IL-6 SUMMARY
Groups Count Sum Average Variance Groups Count Sum Average Variance
Control 9 9.517739 1.057527 0.124922 Control 9 921511 1.023901 0.050968
24 9 49.02401 5.447112 5.176822 24 9 31.14397 3.460441 0.6557
98 9 71.86568 7.985075 5.071298 98 9 51.804 5.756 5.555442
391 9 96.16491 10.68499 13.65187 391 9 81.19258 9.021398 22.20692
1563 9 135.7239 15.08043 8.825799 1563 9 151.626 16.84734 28.5305
ANOVA ANOVA
Source of Variation SS df MS F P-value F crit Source of Variation 55 df MS F P-value F crit
Between Groups 1008.397 4 252.0992 38.37043 3.43E-13 2.605975 Between Groups 1355.399 4 338.8497 29.7239 1.67E-11 2.605975
Within Groups 262.8057 40 6.570142 Within Groups 455.9963 40 11.39991
Total 1271.202 44 Total 1811.395 a4
Tukey Test Tukey Test
Group1l | Group 2 |Difference| ni n2 SE q Group 1 | Group 2 Difference| nl n2 SE q
Control 24 4.389585 9 9 0.85441 5.137566 Control 24 2.436539 9 9] 1.125458| 2.164931
Control 98 | 6.927549 9 9| 0.85441 8.107995| | Control 98 | 4732099 9 9/ 1.125458| 4.204597
Control 391 | 9.627464 9 9| 0.85441| 11.26797 Control 391 | 7.997436 9 9] 1.125458| 7.105991
Control 1563 | 14.02291 9 9| 0.85441| 16.41239 Control 1563 | 15.82344 9 9] 1.125458| 14.05955

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 | Critical value
level (a) (a)
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 Il

6.2. Measurement Il

Count

Control #1

Control #2 Control #3
s & )
) 6.50% 7.67%
H 4
Positive Control #1 Positive Control #2 Positive Control #3
- E ,
c
: 2
3 | 13.87%
OWE #1
i | 14.81%
Texas Red-labeled Zymosan A
A
Control #1 Control #2 Control #3
5.25% 5.16% 5.67%

. Positive Control #1  ,  Positive Control #2 ;  Positive Control #3

| 1659%  13.99%  14.86%
4 OWE #1 & OWE #3
L 12.82%

13.39%

T
Lo

Texas Red-labeled Zymosan A
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Appendix 7
E-OWE and H-OWE ELISA (RAW 264.7 cells)

7.1.1L-6

7.1.1. Raw data

7.1.2. Standard curve

7.1.3. Statistical analysis (Two way ANOVA)

Anova: Two-Factor With Replication Anova: Two-Factor With Replication

SUMMARYU E Total SUMMARY U H Total

93 P
Count 3 3 6 Count 3 3 5
Sum 598.2003| 462.2601] 1060.46 Sum 598.2029 344.3439 942.5468

Average  199.4001 154.0867 176.7434

Average 199.401 114.7813 157.0911
Variance = 451.4059 871.5527 1145.175

Variance 451.4157 859.6312 2672.566

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

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 1443.706 1135.368
Average  240.6176 189.2279
Variance = 2774.555 2442.286

Total
Count 6 6
Sum 1443.708 932.3233
Average 240.618 155.3872
Variance = 2774.516 2464.302

ANOVA
K Vari SS df MS F P-value Fcrit ANOVA
;ea:xfm: = 17491.96 1 17491.96 16.49896 0.003624 5317655 Leof Varig S5 & Ms F__| Pvalie | Ferit

: 90} 26 - - 2 1 20085 26. ) 31
Columns  7922.696 1 7922.696 7.472932  0.0257 5317655 ZZT’:;S 217;’;2? . 217902023 zg ziggi gggg:g; 2;?2?2

. u " " o ., .
'\;;t_;:_m'm ;gfi;z ; 132'072;2 0.104475) 0.754811) 5.317655 Interactior  1.12042 1 1.12042 0.001467 0.970381 5.317655
T 2 : Within  6107.968 8 763.496

. 1

Total 34006.9 Total 47986.97 1
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Tukey

G1 G2 Diff nl n2 SE q

uos E98 45.31341 3| 18.79881| 2.410441
U391 E391 57.46594 3| 18.79881| 3.056892
G1 G2 Diff nl n2 SE q

Uos H98 84.61969 3| 15.95301| 5.304307
U391 H391 85.84194 3| 15.95301| 5.380923
Note:

U98, U391 = untreated OWE or OWE 98 pug/mL, 391 pg/mL

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

H98, H391=heat-treated OWE 98 pug/mL, 391 pug/mL
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7.2. TNF-a

7.2.1. Raw data

Absorbance TNF-a conc. (ng/mL)
Samples SD
#1 #2 #3 #1 #2 #3 Average

Control 0.233 0.191 0.133 46.93 38.44 27.03 37.46 9.99
24 0.497 0.587 0471 104.66] 126.07 98.64| 109.79 14.41
U-OWE 98 0.786 0.940 0.885 176.51] 218.49 203.20| 199.40 21.25
391 1.027 1.165 1.272) 243.34) 284.44] 317.72| 281.84 37.26
24 0.352 0.474 0.440 72.02 99.33 91.56 87.63 14.07
E-OWE 98 0.564 0.784 0.745 120.51] 175.98 165.77| 154.09 29.52
391 0.797 1.052 1.026] 179.42] 250.63| 243.05| 224.37 39.11
24 0.194 0.332 0.455 39.04 67.69 94.97| 67.23 27.97
H-OWE 98 0.404 0.559 0.650 83.46| 119.31] 141.57 114.78 29.32
391 0.778 0.890 0.906f 174.40] 204.58 209.00] 195.99 18.83

7.2.2. Standard curve

TNF-a Standard Curve
TNF-a conc. Absorbance Average
(ng/mL) 800 .
y=54.123x*+179.18x+ 2.2378 _
0 o -0.001] -0.0005 700 s e
50, 0.9 0.213] 0.2015 = 600 .
100, 0.464  0.49 0.477, E /
s 500
150, 0682 0.711] 0.6965 £ /'
2000 0.922] 0.902 0.912 £ 400 /‘v
250 1.025 1.011 1.018 % 300 / *
=3
3000 0.89] 0.5 0.77 £ 200 P
400, 1.365 1.204]  1.3295 100 /
500 1.456] 1.465  1.4605
600 1.811 1.815 1.813 0
0 0.5 1 1.5 2
7000 1.981 1.945 1.963
Absorbance
1000] 2.389] 2.299 2.344
7.2.3. Statistical analysis
ELISATNF-a RAW 264.7 (Enzyme- & Heat-treated)
Anova: Single
Factor
SUMMARY Tukey Test :

Groups Count Sum  Average Variance Group1| Group2 |Difference nl n2 SE q
Control 3112.386837.46226 99.70217 Control |U-OWE 24 | 72.3254 3 3| 14.99203| 4.824255
U-OWE 24 3 329.363109.7877 207.7904 Control [U-OWE98 | 161.9387 3 3| 14.99203| 10.80165
U-OWE 98 3598.2029 199.401  451.4157 Control |U-OWE 391| 244.3728 3 3| 14.99203 16.30018
U-OWE 391 3845.5053281.8351  1388.338 Control |E-OWE 24 | 50.17097 3 3| 14.99203| 3.346508
E-OWE 24 3262.899787.63323  198.0507 I TEoWE 58 | 116.6244 3 371299203 7.779054
E-OWE 98 3462.2601154.0867 871.5527 Control |E- : : :

E-OWE 391 3673.1074 224.3691 1529.446 Control [E-OWE 391 | 186.9069 3 3| 14.99203| 12.46708
H-OWE 24 3201.696467.23214 782.3061 Control [H-OWE 24 | 29.76988 3 3| 14,99203| 1.985713
H-OWE 98 3344,3439114.7813  859.6312 Control |[H-OWE 98 | 77.31902 3 3| 14.99203| 5.157341
H-OWE 391 3587.9794195.9931 354599 Control [H-OWE 391 158.5309 3 3| 14.99203] 10.57434
ANOVA

Source of Variation 55 df MS F P-value F crit

Between Groups  161012.6 917890.29 26.53231 3.22E-09 2.392814

Within Groups 13485.66 20674.2832

Total 174498.3 29
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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 | Critical value
level (a) (a)
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
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