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Figure S1: "H-NMR spectrum of compound 5
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Figure S3: "TH-NMR spectrum of compound 6a
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Figure S12: 3C-NMR spectrum of compound 6e
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Figure S13: 'H-NMR spectrum of compound 6f
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Figure S15: "H-NMR spectrum of compound 6g
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Appendix A
S4.2. Biological Studies

$4.2.1. Cytotoxic activity evaluation

To measure the cytotoxic actvity of the prepared derivatives 5 and 6a-h in breast
adenocarcinoma (MCF-7) cell line. Cell viability assay was assessed using MTT assay
method. Cells at density of 1 x 10* were seeded in a 96-well plate at 37 °C for 24 h
under 5% CO,. After incubation, the cells were treated with different concentrations of
the test hybrid S and 6a-h and incubated for 24 h, then 20 ul of MTT solution at 5
mg/mL was applied and incubated for 4 h at 37 °C. Dimethyl sulphoxide (DMSO) in
volume of 100 pl was added to each well to dissolve the purple formazan that had
formed. The color intensity of the formazan product, which represents the growth
condition of the cells, is quantified by using an ELISA plate reader (EXL 800, USA) at
570 nm absorbance. The experimental conditions were carried out with at least three
replicates, and the experiments were repeated at least three times.

$4.2.2. Cell cycle analysis of compound 6f

Cell cycle analysis in MCF-7 cells was investigated using fluorescent Annexin V-FITC/
PI detection kit (BioVision EZCell™ Cell Cycle Analysis Kit Catalog #K920) by flow
cytometry assay. MCF-7 cells at a density of 2 x 10° per well were harvested and
washed twice in PBS. After that, the cells were incubated at 37 °C and 5% CO,. The
medium was incubated with the tested compound 6f at the ICs, (uM) for 48 h, washed
twice in PBS, fixed with 70% ethanol, rinsed again with PBS. Afterward, medium was
stained with DNA fluorochrome PI for 15 min at 37 °C. The samples were immediately
analyzed using Facs Calibur flow cytometer (Becton and Dickinson, Heidelberg,
Germany).

$4.2.3. Apoptosis assay for compound 6f

Apoptosis in MCF-7 cells was investigated using fluorescent Annexin V-FITC/ PI
detection kit (BioVision Annexin V-FITC Apoptosis Detection Kit, Catalog #: K101)
by flow cytometry assay. MCF-7 cells at a density of 2 x 103 per well were treated with
compound 6f at the ICsy (uM) for 48 h, then the cells were harvested and stained with
Annexin V-FITC/ PI dye for 15 min in the dark at 37 °C. The samples were
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immediately analyzed using FACS Calibur flow cytometer (Becton and Dickinson,

Heidelberg, Germany).

S$4.2.4. EGFR kinase Assay

Compound 6f and Lapatinib were evaluated for their EGFR kinase inhibitory activity
according to manufacturer’s instructions using # BPS Bioscience EGFR Kinase Assay

Kit Catalog # 40321.

G042 Cornerstone Court W, Sie B
) . San Diego, CA 02121
= = Tel: 1.858.820.3082
Bioscience T e e

Email: info{@bpshioscience.com

Data Sheet

EGFR Kinase Assay Kit
Catalog # 40321

DESCRIPTION: The epidermal growth factor receptor (EGFR; ErbB-1; HER1) is the cell-
surface receptor for members of the epidermal growth factor family. Owerexpression
andlor hyperactivation of EGFR kinase is associated with several human cancers such
as lung, glioblastoma, and epithelian tumors of the neck amd head, leading to the
development of anficancer therapeutics targeting EGFR. The EGFR Kinaze Assay Kit is
designed o measure EGFR Kinase activity for screening and profiling applications using
Kinase-Glo® MAX as a defection reagent. The EGFR Kinase Assay Kit comes in a
convenient $6-well format, with encugh purified recombinant EGFR enzyme, EGFR
substrate, ATP and kinase assay buffer for 100 enzyme reactions.

COMPOMENTS:
Catalog# | Reagent Amount Storage

40187 EGFR (wild type) 2 pg -80°C Avoid
5x Kinase assay buffer 1.5 mi -20°C muiltiple
ATP (500 ph) 100 pl -20°C freeze/
50x PTK substrate Poly{Glu:T: x thaw

40217 | gy i 100 il 20°C e
GE-well plate, white 1 Room Temp.

MATERIALS OR INSTRUMENTS REQUIRED BUT NOT SUPPLIED:
Kinase-Glo MAX (Promega #WE071)

Dithicthreitcl (OTT, 1 M; optional)

Microplate reader capable of reading luminescence

Adjustable micropipettor and sterile tips

30°C incubator

APPLICATIONS: Useful for studyimg enzyme kinetics and screening small molecular
inhibitors for drug discovery and HTS applications.

STABILITY: Up to 8 months when stored as recommended.
REFEREMCE:

Makamura, J.L. Expert Opin. Ther. Targets 11(4):463-472 (2007)
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BioVision

Annexin V-FITC Apoptosis Detection Kit

(Catalog #: K101-25, -100, -400; Store at 4°C; Stable for one year)

Introduction:

Annexin % Apoptosis Detecion Kit is based on the observation that soon after initiating
apoptosis. cells translocate the membrane phosphatidylserine (PS) from the inmer face of
the plasma membrane to the cell surface. Once on the cell surface, PS can be easily
detected by staining with & fluorescent conjugate of Annexin . a protein that has a high
affinity for PS. The one-step staining procedure takes only 10 minutes. Detection can be
analyzed by flow o by ce mi The kit can differentiate
between apoptosis and necrosis when performing both Annexin V-FITC and Pl staining.

Kit Contents:

Components K101-25 K101-100 K101-400 Fart Mumber
25 assays 100 assays 400 ass3ys.
Annexin V-FITC 125l 500 pl Zml FAD-XXX -1
1X Binding Buffer 125ml 50 mi 2x100ml | K101-XX{X}-2
Propidium lodide 125 pl 500 pl 2ml KAD-XX(X)-3
1]

Annexin V-FITC Assay Protocol:

Incubation of cells with Annexin V-FITC

Induce apoptoss by desired method.

Collect 1-5 x 105 cells by centrifugation.
Resuspend cells in 500 pl of 1% Binding Bufier.

Add 5 pl of Annexin V-FITE and & pl of propidium iadide (Pl S0ugiml, optional )
Incubate &t room temperature for 5 min in the dark.

Procesd to B or C below depending on method of analysis.

B. Quantification by Flow Cytometry
Analyze Annexin V-FITC binding by flow cytometry (Ex = 488 nm: Em = 530 nm) using
FITC signal detector (ususly FL1) and Pl staining by the phycoerythin emission
signal detector (usually FL2).
For adherent cells. gently trypsinize and wash cells once with serum-containing media
fore incubation with Annesdn V-FITC (A.3-5).

L

. D jon by F P

. Place the cell suspension from Step A5 on a glass slide. Cover the cells with a glass
coverslip.
For anatyzing adherent cells, grow cells directly on a coverslip. Following incubation (A.5),
imvert cowerslip on a glass slide and wisualize cells. The cells can also be washed and fixed
in 2% formaldehyde before visuslization. (Calls must be incubated with Annexin V-FITC
before fixation since any cell membrane disruption can cause nonspecific binding of
Annexin W to FS on the inner surface of the cell membrane._)
2. Dbserve the cells under a fluorescence microscops using a dual fiter set for FITC &
rhodamine.
Cells that have bound Annesxin W-FITC will show green staining in the plasma membranea.
Cells that have lost membrane integrity will show red staining (1) throughout the nudeus
and a halo of green staining (FITC) on the cell surface (plasma membrans).

BioVislenResearch Products
980 Linda Vista Avenue, Mountain View, CA 54043 USA

rev. 0411

RELATED PRODUCTS:

Apoptosis Detection Kits & Reagents
Annesin ' Kits & Bulk Reagants
Caspase Assay Kits & Reagents
Mitochondrial Apoptosis Kits & Reagents
Nuckear Apoptosis Kits & Reagents
Apoptosis Inducers and Set
Apoptosia siRMA Vectors
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Mitechondria/Cytosol Fractionation Kit
Nuckear'Cytosol Fractionation Kit
Membrane Protein Extraction Kit
CytosodParticulate Rapid Separation Ki
Mammalian Cell Extraction Kit
=  FractionPREP Fractionation System
Cedl Proliferation & Senescence
= {Ouick Cefl Proliferation Assay Kit
Senescence ion Kit

High Throughput ApoptosisiCell Visbility Assay Kits
LDOH-Cytotoxicity Assay Kit
Bioluminescence Cytotoxicity Assay Kit
Live/Dead Cell Staining Kit
amage &
HDAC & HAT Fluorometric & Colorimetric Assays & Drug Discovery Kits
DMA Damage Cuantification Kit
Ghutathione & Nitric Owide Fluorometric & Colonimetric Assay Kits
Transduction
CAMP & cGMP Assay Kits
Akt & JNK Activity Assay Kits
Beta-Secretase Activity Assay Kit
Adipacyte & Lipid Transfer
=  Recombinant Adiponectin, Survivin, & Leptin
= CETP & PLTP Activity Assay & Drug Discovery Kits
= Total Chodesterod Quantification Kit
Molecular Biokogy & Reporier Assays
SIRNA Vectors
Cloning insert Ouick Screening Kit
Mitochondrial & Genomic DNA Isolation Kits
5 Minutes DNA Ligation Kit
20 Minutes Gel Staining/Destaining Kit
mse Staining Kit & Luciferase Reporter Assay Kit
Griwth Factors and Cylokines
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&
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Tel: 650-428-0236 » Fax: 650-428-0336 » www.blovision.com
Email: techiii}blovision.com
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discover more

(w ab139418 -

Propidium lodide Flow
Cytometry Kit for Cell
Cycle Analysis

Instructions for Use

To determine cell cycle status in tissue culture
cell lines by measuring DNA content using a flow
cytometer.

This product is for research use only and is not
intended for diagnostic use.
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