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S1. HPLC fingerprint of the plant crude extract (It has been obtained in the same conditions
reported in the paper atp 11)
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S2. '"H NMR (600 MHz, CD30OD) of the new compound 1
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S3. HSQC (600 MHz, CD30D) of the new compound 1
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S4. HMBC (600 MHz, CD5;0D) of the new compound 1
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S5. DQF-COSY (600 MHz, CD3;0D) of the new compound 1
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S6. 1D-TOCSY (600 MHz, CD3;0D) of the new compound 1
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S7. 1D-TOCSY (600 MHz, CD3;0D) of the new compound 1
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S8. 1D-TOCSY (600 MHz, CD3;0OD) of the new compound 1

8091€E"
9/81E"
1892€ €

A\
BE9EE E—
€

078cE

LBEVE

9868E "
LOEOY "
18817 °
960vG”
67GSG"
L669S°
898/6°
LBIBS”
¢8G09°
80099°
£5089°
79r89”
1048L°
85508°
650c6”
9y9EG”
42742
6LET0°

60998°

818re"
GLILE"
LBIBE”
99c0r°
aArlia
9EVEY "
8G9rY -
r29sy -
0BESY "
860LV "
6EGBY
69685 °

wdd

€
E

E_;?f
€
£
E/
€
£
€
€
€
€
E
E
€
€
€
€
€
v
v

GlCH H-5"
GlCH H-3"

GICH H-2"

(}ICIII{—6" <:::::::::

Rha H-1"" :

GICH H-1" %ﬁ

3.5

4

5.0

5.9

ppm



S9. ROESY (600 MHz, CD;0D) of the new compound 1
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S10. '"H NMR (600 MHz, CD3;0D) of the new compound 2

108"
122:8
698
G16"
E4°h
896"
€90°
v91”
gre’
I8E"
[1a
v8G"
065"
109°
919°
cos’
GeL’
VEL
L68°
826"

c6l”
vOE"
GOE”
0T€E"
ETE"
GIE"
81¢"
TcE”

- - OO0 0 00O

=S AN\p2

e o e

L

L

=

myﬁﬂ

Me 26

Me 24
Me 29-30-25
Me 23

Me 27

J«MW bf JL

H 18

Gce”

|

9ce”
8ct”
6cE”
TEE"
CEE’
9ee”
LEE"
168"
966"
veL:
orL:
EEB”
BEG”
066"
LVE’
0EE"¥7-

T OMMOMOMMMMMMMMMMMm

—

Wi

GICI H-1'

9r8'y
oze'v/
668"

892" 6~

[8E°G
oorg\
govef
2Iv'S

wdd

L g
Gleg H-1" /

Api H-1"

ppm

11



S11. 1D TOCSY (600 MHz, CD30D) of the new compound 2
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S12. 1D TOCSY (600 MHz, CD3;0D) of the new compound 2
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S13. ROESY (600 MHz, CD;0D) of the new compound 2
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S14. '"H NMR (600 MHz, CD3;0D) of the new compound 3
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S15. 1D TOCSY (600 MHz, CDs0OD) of the new compound 3
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S16. 1D TOCSY (600 MHz, CD;0OD) of the new compound 3
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S17. 1D TOCSY (600 MHz, CD;OD) of the new compound 3
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Table S1. Total Phenol Content and Free-Radical Scavenging Activity of the Extract and Pure
Compounds from the leaves of F. ancylantha

phenol DPPH test
extract or compound content” [ECso (g of
(ug/mg extract or
extract)” | compound/mL)]
EtOH-H,0 7:3 283.0+0.1 80.4
(78.2-82.6)°
confusoside > 1000
davidigenin > 1000
7-O-f-D- 28.4
glucopyranosyl-7,3’,4’- (26.2-30.6)°
trihydroxyflavone
hirsutrin 20.4
(18.4-22.4)°
a-tocopherol’ 10.1
(8.8-11.4)°

“Mean + S.D. of three determinations. “davidigenin equivalents. “95% confidence limits. “Positive control.



S 18. Antimicrobial Activity.

The MeOH extract, confusoside, davidigenin, 7-O-f-p-glucopyranosil-7,3’,4’-trihydroxyflavone
from the leaves of F. ancylantha were tested for antimicrobial activity using the broth microdilution
method in 96-multiwell microtiter plates, in duplicate. The following microorganisms from the
American Type Culture Collection (ATCC) were utilized: Gram-positive bacteria (S. aureus ATCC
6538, S. epidermidis ATCC 12228, B. spizizenii ATCC 6633), Gram-negative bacteria (P.
aeruginosa ATCC 9027, E. coli ATCC 8739), a yeast (C. albicans ATCC 10231) and a mold (A.
niger ATCC 16404). For susceptibility testing, the first step was to place 50 yL of Triptone soya
broth in wells 2-12. The dried centrifuged product, the n-BuOH-soluble portion, and rosmarinic
acid were initially dissolved in 100 gL of dimethyl sulfoxide (DMSO) and then in Triptone to a
final concentration of 40 mg/mL for the centrifuged product and the n-BuOH-soluble portion and 4
mg/mL for rosmarinic acid. Then, 100 gL of these suspensions were added to the first test well of
each microtiter line, and 50 gL of scalar dilutions were transferred from the second to the 11" well.
The 12" tube was considered as growth control, since no test solutions were added. Then, 50 L of
a suspension of test organism (10° colony forming unit-CFU/mL) were added to each well. The
final concentration varied from 20 mg/mL (first well) to 0.019 mg/mL (11th well) for the
centrifuged product and the n-BuOH-soluble portion and from 2 mg/mL to 0.0078 mg/mL for
rosmarinic acid. Plates were incubated for 24h at 37 °C and then examined from below using a
reflective viewer. MIC was the lowest concentration of extract or compound at which microbial
growth was inhibited after 24 h. The minimum bactericidal concentration (MBC) or the minimum
fungicidal concentration (MFC) was the lowest concentration of the extract or compound at which
survival of any microbial cell was not possible after incubation for 48 h (for bacterial strains) and 5
days (for yeasts and molds) and was determined by inoculating a portion of the broth culture on
agar plates, where MIC values were previously defined. A blank control was taken using DMSO
alone (100 ug/mL) added to a series of tubes and the MIC was evaluated as described above. No
growth inhibition was observed at DMSO concentrations lower or equal to 25 ug/mL. The
determination of the MICs of known antimicrobial compounds, gentamicin and nystatin, for all the
reference strains, were simultaneously carried out (gentamicin, MIC 1 pg/mL for Gram positive
bacteria, 4 xg/mL for Gram negative bacteria; nystatin, MIC 1 ug/mL for C. albicans).

Table S2. Antimicrobial Activity of the Extract and Pure Compounds from the leaves of F.
ancylantha.

EtOH-H,0 7:3|  confusoside davidigenin 7-O-B-D- hirsutrin
microrganism extract glucopyranosyl-
7,3 4-
trihydroxyflavone
MIC’ | MBC* | MIC* | MBC* | MIC* | MBC* | MIC*] MBC" MIC‘| MBC*
S. aureus ATCC 6538 8.00 | NA” [ 400 | 4.00 0.12 0.50 | 2.00 4.00 4.00 | 4.00
S. epidermidis ATCC 12228 | 16.00 | NA” | 1.00 2.00 0.25 0.50 | 0.50 4.00 1.00 | 4.00
B. spizizenii ATCC 6633 16.00 | NA” | 0.12 1.00 0.12 0.50 1.00 1.00 1.00 | 2.00
P. aeruginosa ATCC 9027 8.00 | NA” [ NA” | NA? 2.00 400 | 4.00 NA? NA® | NA®
E. coli ATCC 8739 16.00 | NA® | 2.00 NA? 4.00 NA? | NA? NA? NA? | NA?
C. albicans ATCC 10231 8.00 | NA” [ 4.00 NA? 1.00 200 | 4.00 NA? 400 | NA®
A. niger ATCC 16404 NA? | NA? | 0.12 NA? 0.12 NA? 1.00 NA? 200 | 4.00

“Minimal inhibitory concentration (MIC) and minimal bactericide concentration (MBC) values are expressed as
mg/mL of Fadogia extract or pure compound. "NA = Not active
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