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‘B\ AURKA(WT)
-GACCGATCTAAAGAAAACTGCATTTCAGGACCTGTTAAGGCTACAGCTCCAGTTGGAGGTCCAAAACGTGTTCTCGTGACTCAG
CAATTTCCTTGTCAGAATCCATTACCTGTAAATAGTGGCCAGGCTCAGCGGGTCTTGTGTCCTTCARATTCTTCCCAGCGCATTCCT
TTGCAAGCACAAAAGCTTGTCTCCAGTCACAAGCCGGTTCAGAATCAGAAGCAGAAGCAATTGCAGGCAACCAGTGTACCTCATCCT
GTCTCCAGGCCACTGAATAACACCCAAAAGAGCAAGCAGCCCCTGCCATCGGCACCTGAAAATAATCCTGAGGAGGAACTGGCATCA
AAACAGAAAAATGAAGAATCAAAAAAGAGGCAGTGGGCTTTGGAAGACTTTGAAATTGGTCGCCCTCTGGGTAAAGGARAGTTTGGT
AATGTTTATTTGGCAAGAGAAAAGCAAAGCAAGTTTATTCTGGCTCTTAAAGTGTTATTTAAAGCTCAGCTGGAGAAAGCCGGAGTG
GAGCATCAGCTCAGAAGAGAAGTAGAAATACAGTCCCACCTTCGGCATCCTAATATTCTTAGACTGTATGGTTATTTCCATGATGCT
ACCAGAGTCTACCTAATTCTGGAATATGCACCACTTGGAACAGTTTATAGAGAACTTCAGAAACTTTCAAAGTTTGATGAGCAGAGA
ACTGCTACTTATATAACAGAATTGGCAAATGCCCTGTCTTACTGTCATTCGAAGAGAGTTATTCATAGAGACATTAAGCCAGAGAAC
TTACTTCTTGGATCAGCTGGAGAGCTTAARAATTGCAGATTTTGGGTGGTCAGTACATGCTCCATCTTCCAGGAGGACCACTCTCTGT
GGCACCCTGGACTACCTGCCCCCTGAAATGATTGAAGGTCGGATGCATGATGAGAAGGTGGATCTCTGGAGCCTTGGAGTTCTTTGC
TATGAATTTTTAGTTGGGAAGCCTCCTTTTGAGGCAAACACATACCAAGAGACCTACAAARAGAATATCACGGGTTGAATTCACATTC
CCTGACTTTGIAACAGAGGGAGCCAGGGACCTCATTTCAAGACTGTTGAAGCATAATCCCAGCCAGAGGCCAATGCTCAGAGAAGTA
CTTGAACACCCCTGGATCACAGCARATTCATCAARACCATCARATTGCCAAAACAARAGAATCAGCTAGCAAACAGTCTIAG

AURKA(V352I
-GACCGATCTAAAGAAAACTGCATTTCAGGACCTGTTAAGGC(TACAGCTchGTTGGAGGTCCAAAACGTGTTCTCGTGACTCAG
CAATTTCCTTGTCAGAATCCATTACCTGTAAATAGTGGCCAGGCTCAGCGGGTCTTGTGTCCTTCAAATTCTTCCCAGCGCATTCCT
TTGCAAGCACAAAAGCTTGTCTCCAGTCACAAGCCGGTTCAGAATCAGAAGCAGAAGCAATTGCAGGCAACCAGTGTACCTCATCCT
GTCTCCAGGCCACTGAATAACACCCAAAAGAGCAAGCAGCCCCTGCCATCGGCACCTGAAAATAATCCTGAGGAGGAACTGGCATCA
AAACAGAAAAATGAAGAATCAAAAAAGAGGCAGTGGGCTTTGGAAGACTTTGAAATTGGTCGCCCTCTGGGTAAAGGAAAGTTTGGT
AATGTTTATTTGGCAAGAGAAAAGCAAAGCAAGTTTATTCTGGCTCTTAAAGTGTTATTTAAAGCTCAGCTGGAGAAAGCCGGAGTG
GAGCATCAGCTCAGAAGAGAAGTAGAAATACAGTCCCACCTTCGGCATCCTAATATTCTTAGACTGTATGGTTATTTCCATGATGCT
ACCAGAGTCTACCTAATTCTGGAATATGCACCACTTGGAACAGTTTATAGAGAACTTCAGAAACTTTCAAAGTTTGATGAGCAGAGA
ACTGCTACTTATATAACAGAATTGGCAAATGCCCTGTCTTACTGTCATTCGAAGAGAGTTATTCATAGAGACATTAAGCCAGAGAAC
TTACTTCTTGGATCAGCTGGAGAGCTTAAAATTGCAGATTTTGGGTGGTCAGTACATGCTCCATCTTCCAGGAGGACCACTCTCTGT
GGCACCCTGGACTACCTGCCCCCTGAAATGATTGAAGGTCGGATGCATGATGAGAAGGTGGATCTCTGGAGCCTTGGAGTTCTTTGC
TATGAATTTTTAGTTGGGAAGCCTCCTTTTGAGGCAAACACATACCAAGAGACCTACAAAAGAATATCACGGGTTGAATTCACATTC
CCTGACTTTATAACAGAGGGAGCCAGGGACCTCATTTCAAGACTGTTGAAGCATAATCCCAGCCAGAGGCCAATGCTCAGAGAAGTA
CTTGAACACCCCTGGATCACAGCAAATTCATCAAAACCATCAAATTGCCAAAACAAAGAAT CAGCTAGCAAACAGTCT-
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Figure S1. Sequence of AURKA (WT) and AURKA (V352I). (A) mRNA sequence of AURKA (WT)
and AURKA (V352I), the red indicates the mutated nucleotide sequence. (B) Protein sequence of

AURKA (WT) and AURKA (V352I), the red box indicates the mutated amino acid sequence.
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Figure S2. Expression of AURKA in TG1-AURKA(V352I) and TG2-AURKA(V352]) transgenic
zebrafish compared with control fish. gqPCR analysis of AURKA in TG1-AURKA(V352I) and TG2-
AURKA(V352]) transgenic zebrafish compared to control fish at 3 M and 5 M. (A) TGI:
Tg(fabp10a:AURKA (V352I)-EGFP-mCherry, myl7:EGFP). (B) TG2: Tg(fabp10a:AURKA(V352I)-
EGFP- mCherry, myl7:EGFP). Expression fold compared to control fish (Tg(fabp10a: EGFP- mCherry)
was shown in red (3M) and orange (5M). Statistical analysis of results was performed using a two-

tailed Student’s t-test. Asterisks (*) represent the level of significance. *: p-value <0.05; **: p-value <
0.01; ***: p-value < 0.001.
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Figure S3. Expression of lipogenic factors (ppary, srebpl, chrebp) in TG1-AURKA(V352]) and TG2-
AURKA(V352]) transgenic fish were higher than control. qPCR analysis of lipogenic factors (A, D)
ppary; (B, E) srebpl; (C, F) chrebp in TG1-AURKA(V352I) and TG2-AURKA(V352I) transgenic
zebrafish compared to control fish at different time points. Statistical analysis of results was
performed using a two-tailed Student’s t-test. Asterisks (*) represent the level of significance. *: p-

value<0.05; **: p-value < 0.01; ***: p-value < 0.001.
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Figure S4. Expression of lipogenic enzymes (dgat2, pap, fasn) in TG1-AURKA (V352l) and TG2-
AURKA (V352I) transgenic fish were higher than control. qPCR analysis of lipogenic enzyme (A, D)
dgat2; (B, E) pap; (C, F) fasn in TG1-AURKA(V352I) and TG2-AURKA(V352]) transgenic zebrafish
compared to control fish at different time points. Statistical analysis of results was performed using a
two-tailed Student’s f-test. Asterisks (*) represent the level of significance. **: p-value < 0.01; ***: p-
value < 0.001.
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Figure S5. Expression of fibrosis markers (collal, ctgfa, hpse) in TG1-AURKA (V352I) and TG2-
AURKA (V352]) transgenic fish compared to control. qPCR analysis of fibrosis markers (A, D) col1al;
(B, E) ctgfa; (C, F) hpse in TG1-AURKA(V352l) and TG2-AURKA(V352]) transgenic zebrafish
compared to control fish at different time points. Statistical analysis of results was performed using a

two-tailed Student’s f-test. Asterisks (*) represent the level of significance. *: p-value < 0.05; **: p-value
<0.01.
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Figure S6. Expression of cell cycle related genes (ccnel, cdkl, cdk2) was higher in TG1-AURKA (V352I)
and TG2-AURKA (V352]) transgenic fish. qPCR analysis of cell cycle/proliferation markers (A, D)
ccnel; (B, E) cdkl; (C, F) cdk2 in TG1-AURKA(V352]) and TG2-AURKA(V352I) transgenic zebrafish
compared to control fish at different time points. Statistical analysis of results was performed using a

two-tailed Student’s f-test. Asterisks (*) represent the level of significance. *: p-value < 0.05; **: p-
value<0.01; ***: p-value < 0.001.



Cancers 2019

Fold expression vs DMSO

Fold expression vs DMSO ‘—

Fold expression vs DMSO m
£
N

Fold expression vs DMSO m
-
|

A AURKA(WT)_ccnet
o 1.5 axk
[72] I 1
2 -
=] T nx 1
o | — |
> 1.0
b=
S
0
T
5 05
g T
@
-]
S
w 0.0 T T
O N N e
2 ) & &
o o":\q Q‘t‘]? &
5_,°
Drug
D AURKA(V352)TG1_ccnet
o 47
]
&
» 37
>
c
o
g ]
e
g, T T
o
3 j
S
W o4 T T
0 N N ©
& 2 & &
& ¥ & a°

Fold expression vs DMSO I

2.0 «
I . 1
1.5 T
1 -O -|_
0.5 i
0.0 T T
0 N N ©
& & s &
& & Ny o«’?
&
Drug

1.5

.. 1
1
b T

| -|_ i

=

Fold expression vs DMS

AURKA(WT)_cdk1

@»
]

2 T
O » Rl
& ] N &
& & & 0«5&
)
Drug

AURKA(V352)TG1_cdk1

11l

o N n
& CH o
& ¥ S
69
Drug

AURKA(V352)TG2_cdk1

AURKA(V352))TG3_cdk1

o}
~
°

s T T
1.0 T
0.0 T
0\“"0 Q».\:"J\ y@ e°‘éé§
Drug

F

r

Fold expression vs DMSO

Fold expression vs DMSO

Fold expression vs DMSO

Fold expression vs DMSO

S7 of S8

AURKA(WT)_cdk2

8- s
I 1
el T 1
A T |
2_
LT i :
o a A ®
& &2 i &
& & & &
%O
Drug

AURKA(V352)TG1_cdk2

104 | 1
- 1
: T
6
4
24 T
o NN .
& & & &
)
Drug

AURKA(V352)TG2_cdk2

r

N © EY n
h 1 1 Il

-
1

n

AURKA(V352)TG3_cdk2

104 *
T 1
8+
64
4
| T a
. :
O o °
& & & &
S Ry
90
Drug

Figure S7. Expression of cell cycle related genes (ccnel, cdkl, cdk2) in AURKA(WT), TGl-
AURKA(V352I), TG2-AURKA(V352I), and TG3-AURKA (V352I) transgenic fish after oral feeding of
041951, 0420S1 and Sorafenib for one month. qPCR analysis of cell cycle/proliferation markers (A, D,
G, )) ccnel; (B, E, H, K) cdkl; (C, F, I, L) cdk2 in AURKA (WT), TG1-AURKA(V352]), TG2-
AURKA(V352]), and TG3-AURKA (V352I) transgenic zebrafish compared to control fish at different
time points. Statistical analysis of results was performed using a two-tailed Student’s f-test. Asterisks
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(*) represent the level of significance. *: p-value < 0.05; **: p-value < 0.01; ***: p-value < 0.001; ****: p-
value < 0.0001.



