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Figure S1. Flow diagram representing the extraction and fractionation of Padina boryana (PC) 70% ethanol
extract (PBE).

Crude extract of PBE was homogenized in deionized water (DW) and fractionated between organic
solvents and aqueous layer (DW) using hexane, chloroform and ethyl acetate respectively. Followed by
bioassays the active hexane fraction (PBEH) was separated into 5 fractions using silica open column by
eluting with 5 different solvent systems of hexane and ethyl acetate in order of increasing polarity. The
bioactive second column fraction (PBEH2) was further separated into 4 fractions by a similar
chromatographic method. Bioactive second column fraction (PBEH22) was selected for further

purification. Each above column eluting solvent system was selected based on its separation profile as

evaluated by extensive TLC analysis.
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Figure 52. GC-MS/MS analysis of fucosterol.

Pure compound fucosterol was analysed by GC-MS/MS to confirm the purity and to obtain the mass
fragmentation patterns. Predicted mass fragments of fucosterol corresponding to each prominent peak

in the MS spectrum is presented.



ST _T1_m
kinge_puise

(@)

M

N

10

J:LM&,..

20

A

75 0 65 &0 55 s0 40 5 30 25 15 os oo
L Ry

(b}

—Ficas
Kingia pulse decoupled gated NOE

| L L b Ll il

20

Selected 'H-NMR data & Selected “C-NMR data §

{(Multiplicity/Hz)

©

fenas
Eingle palse deenupled goted NOE

|

0.68 (s, H,). 0.98 (d, 6.4, Hy,), 101,
1.02(d, 6.8, o, Hyy). 1.00 (s, Hy),
1.57(d, 7.2, Tlyy), 3.52 (m. 113), 5.18

12.07(C,g), 13.44 (Cyy), 1898 (Cy.),
19.63 (C,g), 2133 (Coy), 2238 (Cyy),
7201 (C3), 115,52 (Cog), 12177 (C),

150 145 14D 135 130 125 120 15 10 105 70
1 (ppm)

(9, 6.7, Hay), 5.35(d, 5.2, He)

140,65 (Cs), 146.86 (Cyy)

)
12 {ppm)

FTiar
kingie pulse decoupled gated NOE

Lo

a5 @ s EY
11 {ppn)

Fsiics
gingle pulse decoupled gated NOE

Ll

29 8 7 % B

e

24 23 22 21 0 19 18 17
11 {ppm)

e
gingle puse deroupiod gated NOE.

Figure S3.'H and *C NMR spectrum of fucosterol.

Pure compound the characterized using (a) 'H NMR and (b) ¥C NMR. Sample was dissolved in
deuterated chloroform for the NMR analysis. (c) Some expanded regions of 1¥*C NMR and (d) selected

chemical shifts of the spectrum.



