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ABSTRACT: Two new troponoides (1-2) were isolated from a 95% ethanol extract of the
stems of Juniperus formosana (Cupressaceae), together with six known compounds (3-8).
The structures of the new compounds were comprehensively characterized by high
resolution electrospray ionization-mass spectrometry (HR-ESI-MS), 1D and 2D nuclear
magnetic resonance (NMR). All isolated compounds were evauated for their anti-
inflammatory against the expression of IL-1f, IL-6 and TNF-a. in lipopolysaccharide (LPS)-
induced RAW 264.7 macrophages. The new compounds showed moderate anti-

inflammatory effect, while other compounds did show no activity.
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Table S1. 'H (CsDsN, 600 MHz) and '*C NMR (150 MHz) data of the new compounds 1-2.

1 2
13C NMR 'H NMR 13C NMR 'H NMR

1 173.8 174.3

2 168.8 167.9

3 120.8 7.54 (1H, s) 127.3  7.33 (1H, br. s)

4 155.5 147.9

5 138.8 138.0

6 1405 7.32(1H, d,]=12.1 Hz) 140.0 7.32(1H, d,]=12.1 Hz)

7 1262 7.34(1H, d, ] =12.1 Hz) 1229 7.34(1H, d,]=12.1 Hz)

1 353 3.44 (2H,br. d, ] = 6.8 Hz) 349 3.37(1H,br.d,]=7.2Hz)

2 1219 5.74 (1H, br. t, ] = 6.5 Hz) 1224 5.76 (1H, br. t, ] = 6.9 Hz)

3 137.7 137.8

4 672 4.32 (2H, br. s) 67.3 4.32 (2H, br. s)

5 139 1.88(3H, br.s) 139 1.84 (3H, br. s)

1" 322 3.24 (1H, spt, ] = 6.8 Hz) 151.0

2" 229 1.13(3H, d,]=6.8 Hz) 1145 5.12 (1H, br. s) & 4.84 (1H, br. s)

3" 229 1.13(3H,d,]=6.8Hz) 241 1.93 (3H, br. s)




Table S2. Cytotoxicity were evaluated by MTT assay in RAW264.7 célls.

concentration cell viahility SD
Blank 100.00% 15.52%
LPS 1 pg/ml 98.50% 1.92%
1 20 uM 27.02% 0.69%
2 20 uM 10.52% 1.36%
3 20 uM 90.97% 0.49%
4 20 uM 67.57% 1.44%
S 20 uM 80.38% 1.07%
6 20 uM 95.92% 10.28%
7 20 uM 95.57% 0.28%

The results were showed as means + SD of at least three independent experiments.



Table S3. The primer gene sequence of TNF-a, IL-6, IL-1f, and GAPDH.

Gene Sense Antisense

TNF-o  5-GAACTGGCAGAAGAGGCACT-3° 5 -AGGGTCTGGGCCATAGAACT-3
IL-18 5’-AGAGCATCCAGCTTCAAAT-3 5’-CATCTCGGAGCCTGTAGTG-3

IL-6 S’-AGTTGCCTTCTTGGGACTGA-3*  5-TCCACGATTTCCCAGAGAAC-3

GAPDH 5’-CCTTCCGTGTTCCTACCC-3 5’-CAACCTGGTCCTCAGTGTAG-3
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Figure S 20. NOESY spectrum of compound 2
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Figure S 21. Inhibitory effect of compounds 1-7 on the mRNA transcription of important pro-inflammatory proteins, including TNF-a, 1L-18, IL-6 in LPS-stimulated
macrophages. RAW 264.7 cells were pretreated with compounds (20 uM) for 0.5 h. Thereafter, cells were stimulated with or without LPS (1 pg/ml) for 12 h; Total RNA
was extracted and subjected to real time-qPCR for TNF-a, I1L-6 and IL-1p. The values were normalized to GAPDH, and compared with the LPS group. *, p < 0.05; **, p <
0.01; ***, p<0.001, vs. LPS, ### p < 0.001 compared with the blank group.
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Figure S 22. Inhibitory effect of compound 2 on the mRNA transcription of important pro-inflammatory proteins, including TNF-a, IL-1p, IL-6 in LPS-stimulated

macrophages. RAW 264.7 cells were pretreated with the indicated doses of compound 2 for 0.5h. Cells were incubated with LPS for 124 h. Total RNA was extracted and

subjected to real time-gPCR for TNF-a, IL-6 and IL-1b. The values were normalized to GAPDH, and compared with the LPS group. *, p < 0.05; **, p< 0.01; ***, p < 0.001,

vs. LPS, ### p < 0.001 compared with the blank group.
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