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Supplementary Figure S1. Gating strategy for putative T cell and natural killer (NK) cell populations. Number adjacent to each
outlined area is positive cells as percentage of each parent population.
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Supplementary Figure S2. Bodyweight and liver weight at 22 weeks of age. Mouse body weight (A), mouse liver weight (B), and
liver to body weight ratio (C). Mean + SD, n = 9-10 per group. Mann-Whitney U test.
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Supplementary Figure S3. FAP enzymatic activities in liver and blood plasma at 22 weeks of age. Mean + SD, n = 9-10 per group.
Mann-Whitney U test, * p <0.05.
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Supplementary Figure S4. Assessment of CD47 and CD68 immunostains following ARI-4175 treatment. Most cells were CD47* but
a sinusoidal pattern was evident. CD68 immunopositivity appeared restricted to cells of macrophage/ dendritic cell morphology.
Representative immunohistochemistry images are shown. The stained area was measured and divided by total tissue area to calcu-
late proportion of positive staining. Mean + SD, n = 3-4 per group.



6 of 10

Cancers 2021, 13, 5495

Cx3cr1

Cxcl10

ada L
| 1 1 T
< ™ N - o
S8L/L1ddH 0} pasijew.oN
]
o0 _|0||0|0¢ L
I I 1 T
© ® o . o
N -« L o o

S8L/L1LddH 03 pasijeuLioN

B
1

0_|0|.|II|_ ) -
I I I 1
e 0 e 0 o
N o L o o

S81L/L1LddH 03} pasijewioN

4175

Control

4175

Control

Control

Nfkbib

I 1 1 I T
w o v o w 9
N o - - o o

S8L/L1ddH 0} pesijew.oN

©
L _|0|.|v|..+ |m

n
L ~
© lTl"||ll|‘ Ll e
Y <
S _
2 S
(] -~
[ ] T‘.‘IJ'_ |m
o
I 1 1 T
N - - o o

S8lL/L1ddH 0} pesijewIoN

[ ]
T
4175

Tnf
Ccl2

[ ]
HS
1
Control

I T T T
[+ o <t oN (=)

S81/11ddH 03 pasijew.ioN

n
N~
<
9
€
[e]
(&
I I I T
< (3} N - o
S8L/LLddH 03 pSsijewlioN
. . 10
lTlullIlll" - - M

[ )

[}

1
Control

w e nw o n Qo
N N - -— o o

S8L/11LddH 03 pasijew.oN

u
T
4175

[ ]

[ ]

[ ]
Control

I I I I T
0 < ™ N - o

S8L/LLYdH 03 pesijeulioN




Cancers 2021, 13, 5495

7 0f 10

Normalised to HPRT1/18S

Normalised to HPRT1/18S

Normalised to HPRT1/18S

Dpp4 Fap
*% _
2.5_ w 3
2 .
2.0 =1 ° E o
2 -
1.5 %
2 .
1.0 3 hat
L) [ ] . — g 1 _
- ©
0.5 :
= ]
. o
0.0 : . 2 0 . .
Control 4175 Control 4175
Dpp9 Col1a2
2.0 * 4+
2 ..
1.5_ [ ) E 3 - T
o
I
1.0 AN o 29
° o
9 ‘T
0.5 = 1 T !
£ .
u 2 o
0.0 I | T |
Control 4175 Control 4175
Gpc3
2.0 >k
[ ]
1.5
oo ™
1.0
[ ]
0.5 Tis
u
0.0 : .
Control 4175

Normalised to HPRT1/18S

Normalised to HPRT1/18S

Dpp8
2.0
1.5 oo
. L}
1.0
o
[ ) alm
0.5+
[ ]
0.0 I I
Control 4175
Col3a1
3 -
n u
2 j T
1 OE‘ i
o n
0

1 1
Control 4175

Supplementary Figure S5. Intrahepatic gene expression levels of Cxcl10, Cxcr3, Cxc3r1, Tnf-o, Nfkbia, Nfkbib, Ccl2. Ccr2, Ccl5, Dpp4,
Fap, Dpp8, Dpp9, Colla2, Col3al and Gpc3 in control and ARI-4175 treated mice. Gene expression was normalised to Hprt1/18S. Mean
+ SD, n =7-8 per group. Mann-Whitney U test, p values * <0.05, ** < 0.01.
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Supplementary Figure S6. Assessment of inflammasome pathway in control and ARI-4175 treated HCC livers at the mRNA level.
The gene expression levels of Nirp1b, Nirp3 (A), pro-caspase-1, pro-caspase-3 (B), and II-1p, II-18 (C) were normalised to Hprt1/18S.
Mean + SD, n =7-8 per treatment group. Mann-Whitney U test.
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Supplementary Figure S7. Assessment of autophagy pathway components in control and ARI-4175 treated HCC livers. Immunob-
lotting (A) and densitometry (B) for autophagy markers Beclin-1 and LC3B were quantified in liver lysates. B-actin was the loading

control. Mean + SD, n = 7-8 per group. Mann-Whitney U test.
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Supplementary Figure S8. Full-length immunoblots for (A) Caspase-1 and (B) Autophagy markers Beclin-1 and LC3B in control and
ARI-4175 treated HCC liver lysates. $-actin was the loading control. n =7 for control and n = 8 for ARI-4175 treatment.



