Figure: 2

a. Cell: Huh7 Cytokine: IL-6 Time point: 48 hours a . Cell: Huh7 Cytokine: IL-6 Time point: 72 hours ¢. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours

Experiment: MTT Assay Experiment: MTT Assay Experiment: RT-PCR:Ki67

A B A B
d ET : e A B
Control  |IL-6 Control IL-6 Control  ||L-6
d Y Y d Y Y d Y Y
1 100.000000, 131.452000 1 100.0000 161.748100 1 1.00 224710
2 100.000000, 156.086200 2 100.0000/ 169.630000 2 1.00 376.100
3 100.000000 143.651000 3 100.0000| 177.568900 3 1.00 300.405

d. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours

c. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours

c. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours
Experiment: RT-PCR:PCNA

Experiment: Western Blotting : PCNA(CST), p-Actin( Biobharati) Experiment: RT-PCR:IL-6R
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Figure3

b
a. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours (b)

Cytokine: IL-6 Time point: 4 hours Experiment: Immunofluorescence Total STAT3(CST)
Experiment: Western Blotting: ph-STAT3(CST), Total

Control
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© (i) cell: Hun? Cytokine: IL-6 and Stattic Time point: 24 hours Experiment: Annexin-Pl (Flow cytometry)
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d. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours

Experiment: Western Blotting: ph-STAT3(CST), Total
STAT3(CST),PCNA(CST) B-Actin( Biobharati)

24hours Control 1L-6  IL6+ STATTIC
STATTIC
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f. Cell: Huh7 Cytokine: IL-6 and STATTIC Time point: 24 hours

Experiment: DCFDA:ROS

Count

e. Ce

Cell: Huh7 Cytokine: IL-6 and Stattic Time point: 24 hours

\ Experiment: Flow cytometer: DCFDA:ROS
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. Cell: Huh7 Cytokine: IL-6 and STATTIC Time point: 24 hours

Experiment: MTT Assay

T able format: A ‘ B ‘ Table format: A | B ‘
Grouped Without NAC With NAC Grouped Without NAC With NAC

y x[A A:Y2 A:Y3 Av4 [ BN B:Y2 B:Y3 B4 | i x| AYT [ AY2 [ AYS [ AYA | BY1 | BY2 | BYI [ B4 |

1 [Control 1.000000)  1.000000) 1000000 1000000 0768036 0657340) 0703623 0848945 1 [Control 100.000000 100.000000 100.000000 100.000000| 100.000000 100.000000 100.000000 100.000000

| 2 |2uM Stattic 3497688| 1426858 1476078) 0.787173 2.170717| 2956885| 1701640/  0.802135 2 |2uM Stattic | 28.299120 63296700 60.173160 63562280 114.000000 99.014240/ 98.641000 130.662000

3 [4uM Stattic 62401850] 63.3719%0,  66.608290 42.086380| 59.034630| 47.046880 3 |4uM Stattic 1612903 1538462 1515152 1629802) 46.941180 70.974810 83.918450) 115.679400
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Figure4

a. Cell: Huh7 Cytokine: Untreated and IL-6
Time point: 72 hours Experiment:Western
Blotting ph-p65 and Total p65(CST), B-Actin(
Biobharati)

Control IL-6
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BITS 2020-06-17 20hr 34min_Exposure_600.0sec

c. Cell: Huh7 Cytokine: IL-6 and
p65siRNATIme point: 72 hours
Experiment:Western Blotting ph-p65 and Total
p65(CST), p-Actin( Biobharati)

IL-6 _ + + -
NFKkB-p65-siRNA - - + +
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b. Cell: Huh7 Cytokine: IL-6 Time point: 4 hours Experiment: Immunofluorescence Total p65(CST)
IL-6

e. Cell: Huh7 Cytokine: IL-6 and
p65siRNATIme point: 72 hours
Experiment:Western Blotting PCNA(CST),
B-Actin( Biobharati)

IL-6 + + -
NFkB-p65-siRNA - + +
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PCNA —— - —
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f(ii). Cell: Huh7 Cytokine: IL-6 and

f(i). Cell: Huh7 Cytokine: 1L-6 and STATTIC Time point: 24 hours

p65siRNATIme point: 72 hours

g. Cell: Huh7 Cytokine: IL-6 Time point: 72 hours

. ] : Experiment:Western Blotting Total STAT3(CST),
. ) . i Experiment:Western Blotting ph-STAT3,
Experiment:Western Blotting ph-STATS3, Total STAT3(CST), Total p65 (CST), PCNA Total p65 (CST)

Total STAT3(CST), p-Actin( Biobharati) (CST) B-Acting Biobharati P-STAT3 Input
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Figures c. Cell: Huh7 Cytokine: TGF-B Time point: 72 hours

b. Cell: Huh7 Cytokine: TGF-$ Time point: 72 hours b. Cell: Huh7 Cytokine: TGF-B Time point: 72 hours
- P - P Experiment: Western Blotting: N-Cad, Vimentin(CST) B-

Experiment: RT-PCR:N-Cad Experiment: RT-PCR:Vimentin éctirg( I?iob_r}%rgt:%
ontro -
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3 1 ——1
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5 1 2 370186 3 1 1.827663 Vimentin I:l

d. Cell: Huh7 Cytokine: TGF-B Time point: 72 hours d. Cell: Huh7 Cytokine: TGF-p Time point: 4 hours
Experiment: Immunofluorescence: Smad2

Experiment: Western Blotting: Smad2/3 complex(CST) B- . : :
Actin( Biobharati) B-Actin | ) N—

oy Group A Group B -
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> . L i . . . .
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e. Cell: Huh7 Cytokine: TGF-p Time point: 72 hours

f. Cell: Huh7 Cytokine: TGF-p Time
Experiment: Western Blotting: N-Cad, Total Smad3(CST) B-Actin( Biobharati) point: 72 hours

Experiment: Western Blotting: N-Cad,
Total Smad3(CST) B-Actin( Biobharati)
TGF-p IL-6 TGF-B+IL-6
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Figure6

b. Cell: Huh7 Cytokine: TGF-g Time point: 72

hours Experiment: MTT assay b. Cell: Huh7 Cytokine: IL-6 and TGF-§ Time

point: 72 hours Experiment: MTT assay

A B
:Il‘ } . |Group A|Group B|Group C
Control _|TGF | L6 | TGF- [IL+TGF
Al Y - | 4
1 100 36.886890 1 100.0000128.22580130.64515!
2 100/ 29.924240 2 100.0000125.48388130.96776!
3 1000 24.820140 3 100.0000119.45137146.79605!
c. Cell: Huh7 Cytokine: IL-6 and TGF-p Time point: 72 hours Experiment: Cell cycle assay
Table fomat: L ] 2 ] E ] . |
Grouped Sub G1-Phase G1-Phase S-Phase G2-Phase
d At [ A2 [ Aw [ av [ BY [ B | B [ BW [ Cor [ cv2 [ N [ oW [ ov [ D | 0 [ M|
IL Control 0.44 1.09 421 am 13.05 288 29.88 3467 73.51 6252 55.69 4725 628 5.38 283 268
2 L6 1.78 7.80 2057 2082 4290 5242 4413 39.55 41.96 3049 26.55 2181 242 1.52 145 1.09
TTGF 104 14 m 1091 274 3164 3393 37 6473 5415 47.16 3974 376 289 184 1.87)
I TGF+L$6 315 886 18.78 2749 4534 5218 4848 20 3755 2754 2364 242 208 1.30 1.0 077

d. Cell: Huh7 Cytokine: IL-6 and TGF-p Time

d. Cell: Huh7 Cytokine: IL-6 and TGF-p Time
point: 72 hours Experiment: RT-PCR: PCNA

point: 72 hours Experiment: RT-PCR: Ki67

e A8 [ c T Db | A | B | ¢C D

Control | TGF IL-6 TGF+IL6 | = " Control TGF L6 |TGF+IL-6

4 Y | Yy [y [ Y | Y [T Y T ¥ Y
| 1] 1.00 429 146 4 1.00 288 22471 0.88
| 2 | 1.00 379 52.95 149 75 1.00 3.29 376.10 0.68
| 3 1.00 345 38.97 193 737 1.00 288 22471 088
[ 4 | 1.00 3.19 52.95 149 =] 1.00 3.29 376.10 0.68
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Figure?

a. Cell: Huh7 Cytokine: IL-6 and TGF-$
Time point: 72 hours Experiment:Western
Blotting phospho-p65Total p65(CST), B-
Actin( Biobharati)

Control TGF-p IL6 TGF-B+IL6

BITS 2020-01-29 17hr 09min_Exposure_1000.0sec

Ph-p65

BITS 2020-02-01 13hr 10min_Exposure_1000.0sec

B-Actin

b.Cell: Huh7 Cytokine: TGF-p and IL-6 Time point: 72 hours Experiment: Immunofluorescence Total

() soup 97120022 @5 )

p65(CST)
IL-6

TGE-B+IL-6
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e. Cell: Huh7 Cytokine: IL-6 and TGF-g Time point: 72

c. Cell: Huh7 Cytokine: IL-6 and TGF-B Time d. Cell: Huh7 Cytokine: IL-6 and TGF-B Time point: 72 hours hours Experiment: Immunofluorescence: STAT3

point: 72 hours Experiment: RT-PCR: IL-6R Experiment: Western Blotting :PCNA (CST), B-Actin( Biobharati)

A B [ ¢ [ D ] Control TGF-g§ IL-6 TGF-g+
4 -
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4 100 033 043 BITS 2020-06-27 15hr 03min_Exposure_500.0sec
Total STAT3
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B-Actin

F. Cell: Huh7 Cytokine: IL-6 and TGF-§
Time point: 72 hours Experiment:Western
Blotting Smad2/3 Complex(CST), B-Actin(

F. Cell: Huh7 Cytokine: IL-6 and TGF-p Time Biobharati)
point: 72 hours Experiment: Immunofluorescence: TGF-B IL-6 TGF-B+IL-6 ' A [ B ‘ C D
Smad?2 Cancer Biology 2021-01-19 12hr 01min_Exposure_48.4sec - Control TGF IL-6 TGF+IL-6
e Control TGF IL-6 TGF+IL-6 - l ‘
y Y Y | Y | Y | 1 1 1.975375 4.684109 2.182634
1 1 1.267860 1.067980 1.638743 2 1 1.880175 3353578 1.370030
2 1 0.648463 0597625  1.258630 Smad2/3 —
3 1 1321554 0583606|  1.445862 Complex i 1 4.657330 7.217819 2015197
T4 1 1.016655 1.014768  1.067994 4 1 0856154  6.118980  1.293359
5 1 2682135 0.881523 1.852116 Cancer Biology 2021-01-18 11hr 20min_Exposure_75.9sec 5 1 0 931759 5 34321 5 1 754860
S 1] 2340000 1.252250) 2834750 6 1 0981600  6.940600  4.438000
7 1 12290000 1.182000| 2561200 —
3 1 2037125 0628250 0777500 7 1 0.781250 4.486094 3.281250
p-Actin
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f. Cell: Huh7 Cytokine: TGF-p and IL-6 Time point: 4 hours Experiment: Immunofluorescence Total SMAD2 (CST)

TGF-p

IL-6 TGF-B+IL-6




Figure8

a. Cell: Huh7 Cytokine: IL-6 Time point: 72

(@)

H3K4me3

B-Actin

c. Cell: Huh7 Cytokine: TGF-p Time point:  d. Cell: Huh7 Cytokine: IL-6 Time point:

hours Experiment:Western Blotting
H3K4me3(CST), p-Actin( Biobharati)

Control I1L-6

Cancer Biology 2021-08-24 13hr 30min_Exposure_63.4sec

—— — —

——

ancer Biology 2021-08-24 13hr 39min_E xposure_5.0sed

E=_

72 hours Experiment:Western Blotting
H3K27me3(CST), B-Actin( Biobharati)

H3K27me3

B-Actin

Control TGF-I}

BITS 2021-03-02 12hr 68min_Exposure_100.0Osec

i

a. Cell: Huh7 Cytokine: IL-6 Time point: 72

hours Experiment:Western Blotting
H3K27me3(CST), B-Actin( Biobharati)

Control IL-6

BITS 2021-02-15 15hr 24min_Exposure_137.1sec|

H3K27me3 e

BITS 2021-02-13 17hr 66min_Exposure_1.0sec

B-Actin

72 hours Experiment:Western Blotting
EZH2(CST), B-Actin( Biobharati)
Control IL-6

BITS 2021-08-20 12hr 17min_Exposure_200.0sec

EZH2 > -

Cancer Biology 2021-08-21 14hr 52min_Exposure_200.0sec

-

B-Actin

b. Cell: Huh7 Cytokine: IL-6 Time point: 72

hours Experiment:Western Blotting
H3K4me3(CST), p-Actin( Biobharati)

Control I1L-6 IL-6+p65siRNA

[Cancer Biology 2021-08-24 13hr 24min_Exposure_6.2sec

H3K4me3

— —

Cancer Biology 2021-08-24 13hr 39min_Exposure_5.0sec

B-Actin

f. Cell: Huh7 Cytokine: TGF-p and IL-6 Time point: 4 hours Experiment:
Immunofluorescence EZH2 (CST)

Control

TGF-B

IL-6

Experiment: MTT Assay

: Huh7 Cytokine: IL-6 Time point: 72 hours

Table format Group A Group B
Control [
d A A:2 A3 A4 B:1 B:2 B:3 Bid
1 10000000 100.00000  100.0000  100.0000 10447760 11324200 127.52290 135.78950
2 13582090 13607310 1389908 1426316 13333330 12328770 11467890 131.05260
3 10845770 11141550  119.2661 1152632 11840800 111.41550 111.92860 123.15790
4 87.06468 9178082 1013761 1000000 8159204 7808219 6972477  58.84737




RT-PCR raw data for I1L-6R,gp-130 and B-Actin
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B-Actin-mRNA
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RT-PCR raw data for Ki6/, PCNA and B-Actin
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Ki67-mRNA
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B-Actin-mRNA
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RT-PCR raw data for N-Cad, Vimentin, TGFR and B-Actin




N-Cad-mRNA
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Vimentin-mRNA
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TGFR-mRNA
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B-Actin-mRNA
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Analysis of RT-PCR data
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