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Figure S1: The crystal packing of the complex 1, viewed along the a axis. Hydrogen bonding is shown as dashed lines.


[image: image2.png]



Figure S2: The crystal packing of the title compound viewed along the a axis. Only H atoms involved in hydrogen bonding were shown for the sake of clarity. Hydrogen bonds were drawn as dashed lines.

In vitro cytotoxicity study

Reagents and instruments

RPMI 1640 and DMEM growth media were purchased from ScienCell, USA. Trypsin and heat-inactivated fetal bovine serum (HIFBS) were obtained from GIBCO, UK. Phosphate buffered saline (PBS), penicillin/streptomycin (PS) solution, MTT reagent and the reference standards 5-fluorouracil (5-FU), and tamoxifen were purchased from Sigma–Aldrich, Germany. All other chemicals used in this study were of analytical grade or better.
Cell lines and culture conditions

Human colorectal tumor (HCT 116), breast cancer (MCF-7), Human immortalized myelogenous leukemia (K562) cell lines were purchased from American type culture collection (Rockville, MD, USA). HCT 116 cell line is derived from colonic epithelial carcinoma, MCF-7 cell line is derived from pleural metastasis of a ductal human breast carcinoma and K562 cell line is the erythroleukemia type and is derived from a female chronic myelogenous leukemia patient in blast crisis. The HCT 116 and K562cells were maintained in RPMI 1640 culture medium, whereas the MCF-7 cells were grown in DMEM medium. Both growth media were supplemented with 10% HIFBS and 1% PS. Cells were cultured in 5% CO2-humidifed atmosphere at 37 °C.
Preparation of cell culture

Initially, HCT 116, K562 and MCF-7 cells were allowed to grow under optimal incubator conditions. Cells that had reached a confluence of 70–80% were chosen for cell plating purposes. The old medium was aspirated out of the plate. Next, the cells were washed using sterile PBS (pH 7.4), 2–3 times. PBS was completely discarded after washing. Subsequently, trypsin was added and distributed evenly onto the cell surfaces. Cells were incubated at 37 °C in 5% CO2 for 1 min. Then, the flasks containing the cells were gently tapped to aid cell segregation and observed under an inverted microscope (if cell segregation is not satisfactory, the cells were incubated for another minute). Trypsin activity was inhibited by adding 5 mL of fresh complete media (10% FBS). Cells were counted and diluted to get a final concentration of 2.5 × 105 cells/mL and were inoculated into wells (100 μL cells/well). Finally, plates containing the cells were incubated at 37 °C in an atmosphere of 5% CO2.
MTT assay

Cancer cells (100 μL cells/well, 1.5 × 105 cells/mL) were inoculated in the wells of a microtitre plate. Then, the plate was incubated overnight in a CO2 incubator to allow the cell for attachment. Various concentrations of 100 μL of the test substance were added into each well containing the cells. The test substance was diluted with media into the desired concentrations from the stock. The plates were incubated at 37 °C in an atmosphere of 5% CO2. After 72 h treatment, 20 μL of MTT reagent was added into each well and incubated again for 4 h. After this incubation period, 50 μL of MTT lysis solution (DMSO) was added into each well. The plates were further incubated for 5 min in a CO2incubator. Finally, the plates were read at 570 and 620 nm using a high-end Tecan M200Pro multimode microplate reader. Data were recorded and analyzed for assessment of effects of the test substance on the cell viability and growth inhibition. The percentage of growth inhibition was calculated from the optical density (OD) obtained from the MTT assay. 5-FU, Tamoxifen and betulinic acid were used as the standard reference drugs for HCT 116, MCF-7 and K562 cells, respectively.

