A novel HDAC inhibitor, CG200745, inhibits pancreatic cancer cell

growth and overcomes gemcitabine resistance
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Supplementary Figure 1. Anti-proliferative activities of erlotinib against three pancreatic
cancer cell lines and two gemcitabine-resistant cell lines. Cell viability curve based on the
erlotinib concentration in five pancreatic cancer cell lines. The doses of erlotinib equivalent

to IC 20~30 were selected.
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Supplementary Figure 2. Synergistic effect of CG200745 combined with gemcitabine/erlotinib (A, Cfpacl; B, HPAC). The doses of erlotinib and
CG200745 were equivalent to IC 20~30. The growth of pancreatic cells was analyzed via an MTT assay after treatment with various
concentrations of gemcitabine over a time-course (0—72 h). The anti-proliferative effect of CG200745 with gemcitabine/erlotinib is more
enhanced than the effect of gemcitabine/erlotinib without CG200745 in pancreatic cancer cells. Western Blot analysis to investigate the
pancreatic cancer cell apoptosis and analyze the molecular pathway related to CG200754. CG200745 combined with gemcitabine/erlotinib
induces apoptosis through caspase-3 activation. Immunofluorescent staining of cleaved caspase-3 expressing cells. Fluorescence signals specific
to cleaved caspase-3 antibodies were visualized as green, and DAPI (blue) was used to indicate nuclei. * or ** indicates significant differences

compared with the control (p < 0.05 or p <0.01). G, gemcitabine; CG, CG200745; E, erlotinib



@A)

®)

Cell viability (%)

120
3G

100 EEDG + CG 0.5uM

80 E=3G +E 0.02uM

(DG + CG 0.5uM + E 0.02uM

60

40

20

0
0 4 8 16 32 64
Gemcitabine (nM)
120
=36

< 100 EEEDG + CG 3.5uM
°~; 80 =G +E 0.02uM
= (DG + CG 3.5uM + E 0.02uM
S 60
=
Z 4
L
o

»n
o

Gemcitabine (uM)

&
S
&
o o
S Q@"’ §
G & o &
© s o o o
@N N é\‘ Qe" °§‘ & Q@
By 5 & o o & o
Ac-HH3 - - E_X -]
control
EGFR -.------
PAKT | ™ v e o o G G

AKT o e o e - S e— -

PERK —— e IR

G+ CG

£€—Cleaved
Caspase-3 G4+CG+E
GAPDH (I DGED G <D @D @b =
&
S
&
x
SO
& & w &
* x
S »,“’év:\‘g o &
5 o & o o & o
AcHs - e
control
eorn | ED I EPEDED @S-
C-met . S— -— - I
- G
PAKT | s ——
T
AT o o o o o >
I G+ CG
pERK 6—_—<—_--,.
T e s e = -
[P — G+E
Caspase-3 ‘
}
G+CG+E
-— S s €—Cleaved
Caspase-3

T ————

X20



Supplementary Figure 3. Cell viability curve based on the concentration of CG200745 and gemcitabine in gemcitabine-resistant cell lines (A,

gemcitabine-resistant Cfpac-1; B, gemcitabine-resistant HPAC)
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Supplementary Figure 4. HDAC inhibitor, CG200745 selectively decreases HDAC7

expression in gemcitabine-resistant pancreatic cancer cells.
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Supplementary Figure 5. Anti-proliferative and pro-apoptotic activities of CG200745 against pancreatic cancer cells. CG200745 induces histone-

H3 acetylation and increases BAX and p21 expression related to apoptosis, Cell line; Cfpac-1.
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Supplementary table 1. Combination index (CI) according to concentration of CG200745,
gemcitabine, and erlotinib in the three pancreatic cancer cell lines and two gemcitabine-
resistant cell lines (A, BXPC3; B, Cfpacl; C, HPAC; D, gemcitabine-resistant Cfpac-1; E,
gemcitabine-resistant HPAC). CI < 0.1, very strong synergism; CI 0.1-0.3, strong synergism;

C10.3-0.9, synergism; Cl 0.9-1.1, addictive effect; Cl > 1.1, antagonism

(A)
Combination index 0.74 0.70 0.47 0.45
Gemcitabine(uM) 0.001 0.010 0.100 1.000
Erlotinib(uM) 0.015 0.015 0.015 0.015
CG200745(uM) 0.288 0.288 0.288 0.288
(B)

Combination index

Gemcitabine(nM) 4 8 16 32 64
Erlotinib(uM) 0.02 0.02 0.02 0.02 0.02
CG200745(uM) 0.5 0.5 0.5 0.5 0.5
(©)
Combination index 0.52 0.51 0.49 0.41 0.41
Gemcitabine(uM) 0.01 0.10 1.00 10.00 100.00
Erlotinib(uM) 0.02 0.02 0.02 0.02 0.02
CG200745(uM) 3.5 3.5 3.5 35 35
(D)
Combination index <0.01 <0.01 <0.01 0.01
Gemcitabine(nM) 64 256 1024 4096
Erlotinib(uM) 4 4 4 4
CG200745(uM) 2 2 2 2
(B)
Combination index 0.42 0.38 0.38 0.14 0.13
Gemcitabine(uM) 0.01 0.10 1.00 10.00 100.00
Erlotinib(uM) 0.04 0.04 0.04 0.04 0.04
CG200745(uM) 2 2 2 2 2




Supplementary Table 2. Primer sequences used for RT-PCR

Gene Sense Antisense

ABCG2 TATGAGTGGCTTATCCTGCT CACTGATCCTTCCATCTTGT

hENT1 GACAACCAGTCACCAGCCTCAG AGAGCATCCAGCTGCACCTTCA

MRP1  CTGACAAGCTAGACCATGAATGT  TCACACCAAGCCGGCGTCTTT

MRP3  GGACCCTGCGCATGAACCTG AGGCAAGTCCAGCATCTCTGG

MRP4  GGATCCAAGAACTGATGAGTTAAT TCACAGTGCTGTCTCGAAAATAG

MRPS  GCTGTTCAGTGGCACTGTCAG TCAGCCCTTGACAGCGACCTT

p-Actin - GGCATCCTCACCCTGAAGTA GGGGTGTTGAAGGTCTCAAA




