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Figure S1: "THNMR spectrum of compound CP-derivative (400 MHz, CDCl3)
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2. Biology

2.1. Screening of the anticancer activity at 10 uM

One Dose Mean Graph

| Experiment IID: 12100530

|neport[me:m

Panel/Cell Lina

SR
Mon-Small Cell Lusng Cancer

ADEIATCC
EROE
HOP-g2
HOP-g2
MCEHHING
WCHHZI
MCHHZI2 M
MCEHH4E0

9

'__Il'
MDA-MEBE-231/ATCC
HS 6TET
BT-540
T-4TD
MDOA-MEB-288

hbean
Dela

Range

Growth Percent

PoRs EOmEDODD o ap
O DOOREE0 SO om0 ERS  1nmD =i Om [0 3~ -G 0D 0 R R e

Q3288 USPoRY BIEATE: RISLa89%Sd BoRmai

&

g

1

B

10

B

g

o

o

1n

104

o

o

o

o

10

5024

B3E0
]

10254

6534

0o7s

£e.08

86.52

10052

5274
a3

8635

10747

BO.15

o773

DE4T

22 57

o300

BE T2

5218

TEAT

DEE

BE45

7o.05

10862

150

Mean Growth Percent - Growth Percent

1!

,
| |




Figure S2: In vitro screening of the anticancer activity at single dose

of 10 pM

2.2. Cell viability Assay

Table S1. Cytotoxicity results of CP-derivative in comparison to Staurosporine as a
positive control against HCT-116 cancer cell line.

cytotoxicity
Sample IC50
Ser uM
Code M.W HCT116 LOX IMVI Wi-38
g/mol
CP-derivative 4.98+0.27 1.26 £0.02 15.96+ 0.72
2 Staurosporine 829#039  1.63%£0.04 = 13.34+0.54
2.3. Annexin V assay and cell cycle analysis using
flowcytometry

Table S2. Cell cycle phase distribution of untreated cells and cells

treated with the ICso concentration of CP-derivative for 24 h.

ser Sample data Results
DNA content
code IC50  %G0-G1 %S %G2/M  %Pre-Gl Comment
i -l
1 CP-derivative - 55.16 42.06 @ 1.78 3921 Cell growth arrest@ G2/M
2 control 51.36 39.42 9.22 1.99

Table S3. The apoptosis and necrosis assay of colon HCT-116 induced

by DMSO (control, A), and CP-derivative (ICso, 4.98 uM, B).

Apoptosis
S code Conc Total Early Late Necrosis
1 CP-derivative 39.21 1.56 23.53 14.12
2 control 7 199 = 073 ¢ 0.12 1.14
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Figure S3. Cell cycle analysis and apoptosis of untreated HCT-116.

20

Date : 13 feb 2021
sample : 3C/HCT

Diploid 100%

o %pre G 39.21%
[ %DIPGL 55.16%
mm 5DIPG2/M 1.78%
[ %DIPS A2.06%

%0V 5.38

Aggregates ; 2.21%
Cell debris : 1.46%

40 1] 80 100
FL2H

120

PI

5
10 _§
4 14.12% 23.53%
4 -
10 :
3
10 3
-
10
1.56%
0 o T
2 3 4 5
1] 10 10 10 10

annexin-¥ FITC
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2.4 Expression of Bax, Bcl-2 and Caspase 9 genes

Table S4. Expression of Bax, Bcl-2 and Caspase 9 genes

Sample Gene Expression
Fold Change
Ser
code conc  Cells Bax § Bcl2 § Casp9
] 3 f f fld § fld § fld
Cp-derivative HCT116 4.614 0.320 5.573
control 1 1 1

Detailed results
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Quantitation Report

Experiment Information

Run Name Run 2021-02-13 (1)

Run Start 2021-02-13 02:42:26 PM
Run Finish 2021-02-13 05:11:05 PM
Operator ERA

Notes -

Run On Software Version|Rotor-Gene 1.7.87

Run Signature The Run Signature is valid.
Gain Green 10.
Gain Yellow 9.33

Quantitation data

:

This report generated by Rotor-Gene 6000 Series Software 1.7 (Build 87)
 Copyright ©2000-2006 Corbett Research, a Division of Corbett Life Science. All rights reserved.
1ISO 9001:2000 (Reg. No. QEC21313)

primers
CASP9-F 5’-TCA GTG ACG TCT GTG TTC AGG AGA-3’
/ CASP9-R 5'-TTG TTG ATG ATG AGG CAG TAG CCG-3’
Quality Bax F 5'-ATGTTTTCTGACGGCAACTTC -3’
Endorsed Bax R 5- AGTCCAATGTCCAGCCCAT-3’

Company I
WO LY Bacl2 F 5'-ATGTGTGTGGAGACCGTCAA -3’

Bacl2 R 5-GCCGTACAGTTCCACAAAGG -3’

§
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B-actin F 5’-GTGACATCCACACCCAGAGG-3’
B-actin R 5’-ACAGGATGTCAAAACTGCCC-3’

Table S5. Expression of Bax, Bcl-2 and Caspase 9 genes

Sample Bax
Control cells Test cells FLD
Ser code Conc | B Actin Bax B Bax ACTE AA CT
Actin 2N AACT
HC TC HE TE TE-HE ACTE-
ACTC Eamp=1.839
1| 3C 23.51 | 33.49 23.88 | 31.35 | 7.47 -2.51 4.614239582
2 | control 23.51 | 33.49 23.51 | 33.49 | 9.98 0 1
Sample Bcl2
Control cells Test cells FLD
Ser code Conc | B Actin Bcl2 B Bcl2 ACTE AA CT
Actin 2N AACT
HC TC HE TE TE-HE ACTE-
ACTC Eamp=1.839
1| 3C 23.51 | 28.94 23.88 | 31.18 7.3 1.87 0.320060564
2 | control 23.51 | 28.94 23.51 | 28.94 | 5.43 0 1
Sample Casp9
Control cells Test cells FLD
Ser code Conc | B Actin | Casp9 B Casp9 | ACTE AA CT
Actin 27 AACT
HC TC HE TE TE-HE ACTE-
ACTC Eamp=1.839
1| 3C 23.51 | 32.91 23.88 | 30.46 | 6.58 -2.82 5.573403378
2 | control 23,51 | 3291 23.51 | 32.91 9.4 0 1




Topoisomerase I assay
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Figure SS5. topoisomerase assay of CP-derivative versus topotecan

Detailed results :

TOPO |
code IC50  conc log %inh
cp 100 2 81
- 50 1.7 67
- 25 1.4 22
E 10 1 7.7
— 1 [o] 4.7
EC 9]
log
code IC50 conc.uM  conc  %inh
Topotecan 100 2 88
50 1.7 79
= 25 14 31
ﬂ 10 1 16
- - 1 [o] 7
EC 9]

cp y = 38.207x - 10.148
Topotecan y = 41.557x% - 6.B177
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Topoisomerase Il assay
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Figure S6. topoisomerase assay of CP-derivative versus topotecan

Detailed results:
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Docking studies

Figure S7. The superimposition of the redocked (violet color) and co-crystallized ligand (blue color)
poses of etoposide.

Figure S8. The superimposition of the redocked (violet color) and co-crystallized ligand (blue color)
poses of Topotecan.
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