Cytotoxicity of seputhecarpan D, thonningiol and 12 other phytochemicals from African flora towards human carcinoma cells
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S1. Extraction and isolation of compounds from Synsepalum zenkeri
The air-dried powder of the leaves (1000 g), bark (2000 g) and roots (1500 g) of Synsepalum zenkeri, were extracted by maceration at room temperature with the mixture dichloromethane/methanol (CH2Cl2/MeOH 1:1). Crude extracts (126.52 g, 175.34 g and 138.62 g) respectively after removal of the solvent under reduced pressure, were suspended in water and partitioned successively with hexane, dichloromethane, ethyl acetate and n-butanol.
The hexane fraction of the bark (50 g) was absorbed on 70 g of silica and chromatographed over a silica gel column using hexane and the mixture of hexane-ethyl acetate (EtOAc) of increasing polarity. 168 fractions of 200 mL each were collected and combined according to their thin layer chromatography (TLC) profile to give 9 sub-fractions (F1-F9): F1 [(1-17), n-hexane], F2 [(18-35), n-hexane-EtOAc 2.5%], F3 [(36-58), n-hexane- EtOAc 5%], F4 [(59-83), n-hexane- EtOAc 7.5%], F5 [ (84-113), n-hexane- EtOAc 10%], F6 [(114-138), n-hexane-EtOAc 12.5%], F7 [(139-160), n-hexane-EtOAc 15%], F8 [(161-165), EtOAc] and F9 [(166-168), MeOH]. The mixture of F1-F3 precipitated, and the precipitate was washed with n-hexane to give 90 mg of β-amyrin acetate (4) [1] while F5 was chromatographed to give 13 mg of β-spinasterol (1) [2].
The dichloromethane (15 g) and EtOAc (18 g) fractions of the leaves of S. zenkeri were mixed together (33 g) according to their TLC profile and absorbed on 35 g of silica and chromatographed over a silica gel column with a mixture of chloroform (CHCl3)-MeOH of increasing polarity. 200 fractions of 200 mL were collected and combined according to their TLC profile to give 10 sub-fractions (F1-F10). F1 [(1-24), chloroform], F2 [(25-34),CHCl3-MeOH 2.5%], F3 [(35-53), CHCl3-MeOH 5%], F4 [(54-72), CHCl3-MeOH 7.5%], F5 [ (73-110), CHCl3-MeOH 10%], F6 [(111-149), CHCl3-MeOH 12.5%], F7 [(150-170), CHCl3-MeOH 15%], F8 [(171-190), CHCl3-MeOH 20%], F9 [(192-196), CHCl3-MeOH 25%] and F10 [(197-200), MeOH]. The mixture of F4-F5 was subjected to column chromatography to give a mixture of 52 mg of rhamnitrin or 7-O-methylquercetin 3-O-rhamnoside (7) [3] and 70 mg of europetin 3-O-rhamnoside or 7-O-methylmyricetin 3-O-rhamnoside (8) [3], that were separated through sephadex LH-20 eluted with mixture CHCl3-MeOH 30 %.
The dichloromethane fraction of the roots of S. zenkeri (25 g) was subjected to column chromatography over silica gel. Gradient elution was carried out using n-hexane and increasing the polarity with dichloromethane, EtOAc and MeOH. 140 fractions of 200 mL were collected. Monitoring by TLC, they were combined to give 14 sub-fractions (F1-F10). F1 [(1-15), n-hexane], F2 [(16-30), n-hexane-EtOAc 5%], F3 [(31-40), n-hexane-AcOEt 10%], F4 [(41-50), n-hexane-EtOAc 15%], F5 [ (51-60), n-hexane EtOAc 20%], F6 [(61-70), n-hexane- EtOAc 25%], F7 [(71-80), n-hexane-EtOAc 30%], F8 [(81-90), n-hexane-EtOAc 40%], F9 [(91-100), n-hexane-EtOAc 50%], F10 [(101-110), n-hexane-EtOAc 60%], F11[(111-120), n-hexane- EtOAc 70%], F12 [(121-130), n-hexane-EtOAc 80%], F13 [(131-135), EtOAc] and F14 [(136-140), MeOH]. The mixtures F1-F3 was subjected to column chromatography and eluted with the mixture n-hexane-AcOEt (90:10) and afforded lupeol acetate 6 (32 mg) [4].

S2. Tested compounds. β-spinasterol C29H48O (1; white powder; m/z: 412);  friedelanone C30H50O (2; white powder; m/z: 426), 16β-hydroxylupeol C30H50O2 (3; white powder; m/z: 442), β-amyrin acetate C32H52O2 (4; white crystal; m/z: 468) and lupeol acetate C32H52O2 (5; white powder; m/z: 668), 5‑O‑methyl‑myo‑inositol or sequoyitol C7H14O6 (6; white powder; m/z: 194), rhamnitrin or 7-O-methylquercetin 3-O-rhamnoside C22H22O11 (7; yellow crystal; m/z: 462) and europetin 3-O-rhamnoside or 7-O-methylmyricetin 3-O-rhamnoside C22H22O11 (8; yellow crystal; m/z: 478) and thonningiol C21H20O6 (9; yellow oil; m/z: 368); glyasperin F C20H16O6 (10; yellow powder; m/z: 354), seputhecarpan B C20H18O5 (11; white powder; m/z: 338), seputhecarpan C C21H20O5 (12; brownish powder; m/z: 352), seputhecarpan D C21H22O4 (13; yellow oil ; m/z: 338),  rheediaxanthone A C23H20O6 (14; yellow powder; m/z: 392). 
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