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Materials and Methods

Cell lines and Culture Conditions

In this study, the cell line RAW 264.7 (ATCC® SC-6003) was used to carry out the tests on the extracts
and compounds of S. jambos. The cells were cultivated in DMEM (Dulbecco's modified eagle medium,
Sigma-Aldrich St. Louis, USA) containing 2 mM L-glutamine (PanReac AppliChem, Barcelona,
Spain), supplemented with 10% FBS (Fetal bovine serum, Summit Biotechnology Ft. Collins, CO),
100 U/ml penicillin (Austria) and 100 pg/ml of streptomycin (Fisher Scientific, Pittsburgh, USA) in

culture flasks in a CO; incubator with a humidified atmosphere containing 5% CO- in air at 37°C.

Animals

Male Swiss mice (25-35 g) housed at 2242 °C and with access to food and water ad libitum were used
in these experiments. Experiments were performed during the light phase of the cycle. The animals

were allowed to adapt to the laboratory for at least 1 h before testing and were used only once.
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- Figure 1S. CCsos of the LDH (Cytotoxicity) assays calculated for the aqueous extract (Aq.E) and

fractions (HEP.F=n-C;His, DCM/MeOH.F=CH>Cl,/MeOH and Aq.F=H,0) from Syzygium jambos

was calculated using Prism v9.0.0 (GraphPad Software) using non-linear regression, dose-response
curves. C195%: Confidence interval 95%/Tukey's multiple comparisons test
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- Figure 2S. Comparative study of the aqueous extract (Aq.E) and fractions (HEP.F=n-C;His,
DCM/MeOH.F=CH,Cl/MeOH and Aq.F=H;0) from Syzygium jambos with the C87 positive

control on TNF-a inhibition
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- Figure 3S. 'TH-NMR spectrum of aqueous extract of Syzygium jambos in D>O 300 MHz
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- Figure 4S. "TH-NMR spectrum of n-C7H;s fraction of Syzygium jambos in CDCl3 300 MHz
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- Figure 5S. 'H-NMR spectrum of CH>Cl/MeOH fraction of Syzyg

- Figure 6S. 'H-NMR spectrum of aqueous fraction of Syzyg
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- Figure 8S. Edema size evolution over time in the different groups of mice treated with the compounds

1 and 2 from Syzygium jambos. Control (untreated control mice). Each value represents the mean +

SEM of results from six animals. (**p<0.01 and ***p<0.001) highly significant difference in

comparison with inflamed mice treated with indomethacin (IND group). Two-way ANOVA followed

by Sidak's multiple comparisons test for 10A with a F (1.322, 5.287) and 10B with a F (1.033, 4.133)
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- Figure 9S. 'H-NMR spectrum of Compound 1 in MeOD 250 MHz
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- Figure 10S. 'H-NMR spectrum of Compound 1 in MeOD 250 MHz (Extension 1)
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- Figure 11S. "H-NMR spectrum of Compound 1 in MeOD 250 MHz (Extension 2)
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- Figure 12S. 3C-NMR spectrum of Compound 1 in MeOD 75 MHz
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- Figure 13S. DEPT-135 spectrum of Compound 1 in MeOD 75 MHz
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- Figure 14S. DEPT-135 spectrum of Compound 1 in MeOD 75 MHz (Extension 1)
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- Figure 15S. 'H-NMR spectrum of Compound 2 in MeOD 250 MHz
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- Figure 16S. 'H-NMR spectrum of Compound 2 in MeOD 250 MHz (Extension 1)



o
¢ bl e e o
i H B F
tic
| e
, I |
l ] |
L
EAFARS. 001 . .
MIN. INTENSITY = 237 P MAXY = 23,00000 PP CONSTANT o 1.50000
INTENS. LEVEL = . 237 NOISE = 00487 SENS. LEVEL @ . .
Fl e  1097.84 NI = 4.3890 PPH P2 = 652.78 HZ = 2.60%6 PPH
@ CURSOR PRECUENCY L] INTENSITY
1 8402 1053. 189 4.2183 +%01
2 8447 1047.703 4.1886 958
3 84sS 1044. 658 4.1764 [pBse
4 8474 1043.170 4.1704 .83
s 8406 1041.184 4.1623 .
3 8494 1039.769 4.1368 -3
7 8692 1006.733 4.0249 =233
L] o838 982.470 3.9278 e
* 838 - 979,047 3.9141 '.331
10 Ll 972.747 3.0897 B
11 817 969.207 3.8748 B2}
12 9294 906,337 3.46233 + 406
13 9303 904.966 3.6179 «397
14 334 ' 899.765 .97 449
383 avi.z34 3.8631 3.9357
16 9403 °8e.171 3. 5908 1.043
17 9423 ass. 3.5378 7.162
1e 9462 eve. 3.5114 3.868
19 9680 842,037 3.3663 «711
20 052,153 3.3268 1.579
21 9739 28.783 3.3134 7.803
2 9789 027.189 3.3070  14.298
3 97 023,386 3.3006 20,093
26 9780 823. 3.2942 u.:ﬂ
s 97ee 822,424 3.2879 g
26 9841 815,242 3.2572 1.179
27 9893 806. 581 3.2246 659
2 9930 796.973 3.1862 el
29 789.439 3.1368 <646
— 30 10148 763.933 3.0541 «334
31 10213 733.102 3.01080 -326
1 32 10278 7642.318 2.9677 +343

- rv |v v T T A B D A - - - - Li ]
i3 4.2 4.1 4.0 3;9 3:8 3.7 3i6 3:5 3.4 ;23 ?52 341 370 209 208 2.7
ppm ’ ’

¥
4

§ B 9333 83 883 8B  %@gE% @ 3 RAE3RiEE @GR IATIIFIRACIENR
g £ 8388 LR E-E ] 83 dggdsd 3 § rEediicgy sfEFededncadagand
YT T ot TN 2

{ i \ L Bl A i i y Ap D ! i i all 1 i
i bl o 1AL 1 iy Vs it .L.mu&ullhﬂtl.muh&lmnhhhlmmd:.lu.dlnwm.m,l. umlmmemL il g e
180 160 140 120 100 80 60 40 20 pom

- Figure 18S. 13C-NMR spectrum of Compound 2 in MeOD 75 MHz



- Table 1S. Assignment of NMR signals of the compounds (1 and 2) isolated from Syzygium jambos

in the Bruker Advance DRX equipment at 250 MHz ('H)/75 MHz (}3C) in MeOD-d”.

Quercetin-3-0-B-D-xylofuranosyl-(1—2)-a-L-

Mpyricetin-3-O-B-D-xylofuranosyl-(1—2)-a-L-

NeC rhamnopyranoside (1) in MeOD-d* rhamnopyranoside (2) in MeOD-d*
Jc oH Mult J[Hz] Jc oH Mult J[Hz]

2 158.8 - - - 158.5 - - -

3 137.1 - - - 1379 -

4 180.1 - - - 179.8 - - -

5 159.4 - - - 159.2 - - -

6 100.1 6.21 d 2.1 99.8 6.19 d 2

7 166.2 - - - 165.9 - - -

8 95.0 6.38 d 2.1 94.7 6.35 d 2

9 163.5 - - - 163.2 - -

10 106.1 - - - 105.8 - - -

I 123.1 - - - 1224 - - -

2' 117.1 7.34 d 2.1 110.2 6.95 s -

3 146.8 - - - 146.3 - - -

4 150.2 - - - 139.4 - - -

5 116.7 6.95 d 8.2 146.3 - - -

6' 1229 7.37 dd 2.1,82 110.2 6.95 s -
Xyl-1 108.1 425 dd 7 107.8 4.31 d 7.5
Xyl-2 75.5 3.20 ddt - 75.3 3.30 ddt -
Xyl-3 78.0 3.40 mt - 77.8 3.40 mt -
Xyl-4 72.1 3.50 mt - 71.8 3.50 mt -
Xyl-5 67.3 3.68 mt - 67.0 3.70 mt

3.05 dd 10.3,10.3 3.10 dd 10.8, 10.8
Rha-1 103.5 5.45 d 1.5 103.5 5.36 d 1.5
Rha-2 83.1 4.19 dd 1.5,3.5 82.8 4.27 dd 1.5,3.5
Rha-3 712 3.90 dd 3.5,95 70.8 3.98 dd 3.5,9.7
Rha-4 73.9 3.40 mt - 73.8 3.40 ddt -
Rha-5 722 3.90 ddt - 71.9 4.10 dd 9.3,6.2
Rha-6 18.0 1.25 d 6 17.8 1.00 d 6.2
Ref. Data compared with Slowing et al. 1994 Data compared with Slowing et al. 1994




