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D’Souza, Supplemental Figure 1. HNMR spectra of cjoc-42 used in these studies. The figure shows chemical shifts and integration values
match the ones reported in the original publication of the synthesis and properties of cjoc-42 (Chattopadhyay et al., 2016).
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w
]

Q
o0
C
q0)
< B
O 2- g B
LS
° iy
L
14 axxo»
© H m
Q
(a'el

0

Background HBL

D’Souza, Supplemental Figure 2. QRT-PCR shows levels of Gank mRNA in fresh HBL samples.



Cytotoxicity with Cjoc42 x 48 hours in Huh6 cells Cytotoxicity Assay with Cjoc42 x 48 hours in Hepalclc7 cells
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D’Souza, Supplemental Figure 3. Cytotoxicity in Huh6 and Hepalclc? cells treated with cjoc42 alone. (A) Cytotoxicity assay in Huh6 cells treated with
cjoc42 alone compared to DMSO control showed a modest decrease in cell viability at the 10 uM dose, but not statistically significant (p > 0.14). (B)
Cytotoxicity assay in Huh6 cells treated with cjoc42 alone compared to DMSO control showed no difference in cell viability.
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D’Souza, Supplemental Figure 4a. Examples of TUNEL assay in control, untreated Huh6 cells. Arrows show apoptotic cells within clusters.
Supplements to Fig 2I.
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D’Souza, Supplemental Figure 4b. Examples of TUNEL assay in cjoc42-treated Huh6 cells. Arrows show apoptotic cells within clusters.
Supplements to Fig 21
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D’Souza, Supplemental Figure 4c. Examples of TUNEL assay in cisplatin-treated Huh6 cells. Arrows show apoptotic cells within clusters.
Supplements to Fig 2I.
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D’Souza, Supplemental Figure 4d. Examples of TUNEL assay in cjoc42 + cisplatin treated Huh6 cells.
Arrows show apoptotic cells within clusters. Supplements to Fig 2.
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D’Souza, Supplemental Figure 5.
A) Microscope pictures at 20x magnification show reduction in number of Hepalclc? cells when treated with cisplatin and increasing concentrations of Cjoc42.
B) Microscope pictures at 20x showing reduction in size and number of clustered Hepaclc7 cells when treated with doxorubicin 0.1 mg/mL and increasing concentrations of Cjoc42

compared to cjoc42 or doxorubicin alone.
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D’Souza, Supplemental Figure 6. Additional results from the mouse toxicity study. (A) One cage with two mice injected with cjoc42 1 mg/kg and one mouse who did not receive any
injection. All three mice appear healthy throughout the course of the toxicity study including the day of injection (Dayl) and the day of harvest (Day 4). (B) There was no difference in the change
in weight between the day of injection and they day of harvest when comparing mice injected with DMSO and those injected with the highest dose of cjoc42 (1 mg/kg). Eight mice were used for
each group. (C) There was no statistically significant difference in liver: body ratio, spleen weight, or kidney weight between DMSO control and cjoc42 1 mg/kg. Eight mice were used in each

group.



Whole images of gels for Western blotting
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D’Souza, Supplemental Figure 7. Whole gel images of Western blots for the figure 1A.



50

36
25

20

75
50
36
25

Cis+ Cis+ Cis+
Ctr 1uM 5uM 10uM Cis1 1uM 5uM 10uM

0.90.50.8 0.7 0.5 0.4 0.5 0.5 0.6 0.5 0.4 0.9 0.4 0.30.61.0
L TR P e R A R

161513151.71514151514 131.4141.4091.0

Cis+ Cis+ Cis+
Ctr 1uM 5uM 10uM Cis0.5 1uyM 5um 10uM

50
36
25
20

Gank

2513131409 1.00.80.9 0.4 0.8 0.2 061.0 0.6 0.71.2

B-actin

1.81.7 1.71.71.71.71.81.71.71.81.71.71.81.81.81.9

Bcl-2

0.304 0404 14190.705 0.8 1.6 2.1 1.7 23 1.41.10.6

B-actin

181.71.715161.71.4181.21.5141.61.01.51.61.7

D’Souza, Supplemental Figure 8. Whole gel images of Western blots for the figure 2F and G.
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D’Souza, Supplemental Figure 9. Whole gel images of Western blots for the figure 3E.



D’Souza, Supplemental Figure 10.
Whole gel images of Western blots
for the figure 3G and H.
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D’Souza, Supplemental Figure 11. Whole gel images of Western blots for the figure 5B.

Cjocd2 Cjocd2 Cjoc42 Cjoc42
No DMSO 0.1 0.25 0.5 1.0

inj Ctrl mg/kg mg/kg mg/kg mg/kg

0.8 0.6 0.2 34 34 9.2 105 13.6 15.2 214 213

45 4.2 38 7.1 53 6.4 4.7 169 12.214.819.3

10.8 9.0 118 7.0 9.7 65 9.2 7.3 9.8 88 9.7

PSS —— - s casitl. M. G- &t -

51 93 80 7.8 7.7 80. 83 78 81 85 79

9.1 93 10.1 85 9.2 75 9.0 83 105 99 95

p53

C/EBPa.

B-actin

Ph-Rb

B-actin



DMSO  cjoc42 DMSO  cjoc42 DMSO cjoc42 DMSO cjoc42
140
75 110
g —-— CUGBP1 140 140 75
110 110
36 75 50 B-actin
25 Dp  —— p53 75 36
20 80.1 128 33 3.8 50 o e=p e HNF4o 25 5
36 36
o 20
> 25 25 21.6 23.1 26.7 28.6
50 v HNF4a il aE 36 15 486 463 2 2 : ;i
36
25 75 110
20 50 75 . = CUGBP1
36 50
52.8 26.3 6.1 14.8
25 i~y e Gank 36
20 25 46 10 355 499
iig 29.1 27.1 228 21 20 .
110 . e 9 Rb 75 250 Rb ' Cross-reactive
> 5o ™= ww ewwm 126 140 S|
36 - 36 110 - ;"". had \
425 494 44 37 25 75 110 kD Rb
20 68 7.6 414 44.2
140 17.9 277 224 32 140
75
110
abemmsa—— | c G
50 ; 75
25 122 324 321 233 : C/EBPo.
36
25
140 GANKYRIN IP it INPUT
110
75 C/EBPa
50 <«
36 i dni
40.3 49.1 4.2 6.4 N . . .
D’Souza, Supplemental Figure 12. Whole gel images of Western blots for the figure 5D.




