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Table S1. Nucleotide sequence of EL000327

CACAGCTAGAGGGCAAGGACCATCAGAAGCGAATAAATATCACGCCGAGGTCTCITGCAG
CTTCTGCTGAAGGATITAAGAGGGGATCGACCAAGGTTGATCCTCCTCCAGGTCCAGGTGC
AATGCACCTGAGGATGTGTTTGATGACGCTCGAACAGGCATACCTCCCGGAATACCAGGA
GGTGCAATGTGCGTTCAAAGATTCGATGATTCACTGAATTCTGCAATTCACACTACTTATCG
CATTTCGCTGCGTTCTTCATCGATACGAGAACCAAGAGATCCGTTGTTGAAAGTTTTAACTT
GTTTGCGGTGTTGTTAACACTCGGACTGCCACGATGGAAATAACGAGGGTTTAAACGCTAT
TACCGTGCGCCCTTGGGACGTAACCCCAAGGCTTTTCAGGGAGCAACCTCCGTITACCCGGG
TAGGGTCAGAGGAAGCTGCAGGCAACACGGAAGCAACAGGAGAATGTTCACAGGAGGGA
GGAAATCAAATGATCACTTGAAGAGGATTCTTGATCCGTCCATAAGATGAAGGTATAGATG
GAGGTCTTCGCCTAGCTGCAAGCTTGCGACGTCAATGCAACCCACCCACAGTCTAGGGTIT
GACCCCTCCGGACTCAGCGGGTACCCACCCCTAGTTCCAGCAGATGCAGAGCAGAGCTAC
TGGGACACAGAGGATTATGGGGTAGGGTGACGCCACCCGATCGGTTTACGCAAAGTGCCC
ACGTACAAGCATCTATGCCACGACCCCGGTTAATCCTAGGCTTCCACGTTTGCCAGACTCG
ATTCCCCAGTGGGAATCGGTGGGGACAGACAGCCAGTGGACTCAGCAGCGTTAACTGCCC
ATCCCTTGCAGCCCTACTATGGACAGGTGACACCACCCACAGCCATAGTAGCCCAAGGCA
ATCCCCITACCACACTATCTGTTCCACGGCATCATGTTCAAGTATAGTGATGGTCAAGAGAT
CTCAGATTGCCTCGATCGACTGATCTCCATGCCGATCCCATGGGCAGGACCCTCTTCAAGC
ATTGCACTTTATTTAATGATCCTTCCGCAGGTTCACCTAC




100 ' 7
—_ ]
® 80
b
2 60
&
= 40
o
O 20
0
B EL327
ESubGl "Gl =S "G2M
24h
DMSO B - 20 (ug/ml)
DMS0-HCT116-24 h2 : P2 B-20-HCT116-24 h2 P2
S N 3 1
“ 51(56.06%) ER 61(38.68%) (C)
gg’ S(16.90%) EE- 5(19.11%) HCT116
o (5]
100 1
g Jpub 6101.94%) Sub G1(3.65%) e
N oaMes0ew) B GZM(36.97% 2 so0
2
o o1 2 60
0 50 100 0 50 100 =
DMBO-DLD -24 h: P2 B-20-DLDT -24 h2: P2 = 40 4
o
G1(49.17%) 84 G1(39.56%) @] 20 A
§ ]
0 J
- - - 'ml
ts . . coase DLDI DMSO B-20 DMSO B-20 [DMSO B-20 [(ng/ml)
P
° = °F H HCT116 DLD1
o fur ez [Bub 61 8.12%) PO
b G2M(22.08%) i 32 )
ESub Gl =Gl =S G2/M
o 50 100 a 50 100
DMS0-HT29 -24 h2 : P2 B-20-HT29 -24 h2: P2
g8
5] G1(56.45%) b G1(39.44%)
8
2] HT29
E= 5(15.26%) ] S{17.36%)
& §E- —
g Jpub 61(276%) Sub G1(6.24%)
=] G2M(25.01%) G2M(36 85%)
e o

[ 50 100 [ 50 100
PE-A (x10% PEA (x10%

Figure S1. B induces G2/M phase arrest in CRC cells. (a) Quantitative analysis of percent cell distribution in each
phase of the cell cycle upon the treatment of 20, 60 pg/ml of B and 60 pug/ml of EL000327 for 24, 48 and 72 h. (b)
The flow cytometric analysis of the cell-cycle distribution of HCT116, DLD1 and HT29 cells treated with 20 pg/ml
of B for 24 h. (c) Quantitative analysis of percent cell distribution in each phase of the cell cycle upon the treatment
of 20 pg/ml of B for 24 h. n=3.
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Figure S2. B induces Nuclei condensation in CRC cells. (a) Nuclei condensation of Caco2 cells upon treatment with
B at the concentration of 20, 60 pug/ml and EL000327 at 60 pg/ml for 12 h, as determined by Hoechst staining. (b)
HCT116, DLD1 and HT29 cells upon treatment with B at the concentration of 20 ug/ml for 24 h, as determined by
Hoechst staining. Arrowheads indicate nuclear condensation in cells. (c¢) Quantification of condensed nuclei in
HCT116, DLD1 and HT29 cells treated with 20 ug/ml of B for 24 h. n=3. Data represent mean + S.D. ** p < 0.001,
compared with the DMSO-treated control group.
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Figure S3. B induces apoptosis in CRC cells. (a) Flow cytometric analysis of dead cells stained by Annexin v-FITC
(apoptotic cells) and PI (necrotic cells) upon treatment of B (20, 60 pg/ml) or EL000327 (60 ug/ml) for 48 h in
presence or absence of Z-VAD-FMK (10 uM). (b) Flow cytometric analysis of apoptosis of HCT116, DLD1 and
HT29 cells upon treatment of 20 pg/ml of B for 48 h. (c) Quantification of the percentage of apoptotic cells treated
with 20 pug/ml of B and analyzed by flow cytometry. n=3. Data represent mean + S.D. *** p < 0.001, compared with

the DMSO-treated control group.
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Figure S4. B decreased apoptosis in Caco2 cells in presence of ROS and JNK inhibitors. (a) Flow cytometric analysis
of apoptotic cells stained by Annexin V-FITC and PI after treatment with B (20 pg/ml) or EL000327 (60 pig/ml) for
48 h, with or without NAC (5 mM) or SP600125 (10 uM).
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Figure S5. B modulated Cell cycle related protein expressions and anti-apoptotic protein Bcl-XL (a) Quantification
of Cyclin Bl, Cyclin D1 and p-Cdc2 protein expressions. (b) Quantification of Bcl-XL protein expressions in
presence or absence of CQ. Data represent mean + S.D. ** p <0.01, ** p < 0.001; NS: no significant difference (p >
0.05) compared with the DMSO-treated control.
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Figure S6. '"H NMR spectrum of Libertellenone T (B) in MeOD
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Figure S7. 13C NMR spectrum of Libertellenone T (B) in MeOD
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Figure S8. Percentage purity of Libertellenone T (B)
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2 9.222 33.2 96 0.068 1.008 0.978
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Figure S9. The raw data of western blotting



