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ABSTRACT

Two new lignans (1-2), along with five known compounds (3-7) with different
structures were isolated from leaves and twigs of Cleistanthus concinnus croizat. The
new lignans were elucidated as (7'R,8'S)-3,3',5'-trimethoxy-4,4'-dihydroxy-7-en-7',9-
epoxy-8,8'-lignan (1) and (7'R,8'S)-3,3'-dimethoxy-4,4'-dihydroxy-7-en-7',9-epoxy-8,
8'-lignan (2) by comprehensive spectroscopic analysis including 1D and 2D NMR as
well as HREIMS and comparing their NMR data with known compounds in the
literature. Among these isolated compounds, compound 1, 2, 3, and 6 were tested for
anti- inflammatory effects by inhibiting NO production in lipopolysaccharide

(LPS)-stimulated RAW 264.7 cells.
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Figure S1. *H NMR (500 MHz) spectrum of compound 1 in CDCls.
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Figure S2. *C NMR and DEPT (125 MHz) spectrum of compound 1 in CDCls.
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Figure S3. HSQC spectrum of compound 1 in CDCls.
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Figure S4. *H-'H COSY spectrum of compound 1 in CDCl.

r10
r20
r30
40
r50
60
r70
80
90
100
r110
F120
r130
r140
r150
160

i (ppm)

£l (ppm)



I JuM\ L '.|

]

hbhi7a

hbh07a hmbc [ & o
¢ &
[ ]
8 °
4 B &
oo é
Y- I [ ]
@
& ™ © w
Q@ &
LS @
9% B4 ® @ :&: .-

T T T T T T T T T T T T T T T T T T T
85 80 75 70 65 60 55 50 45 40 35 30 25 20 15 10 05 00 -0.5
12 (ppm)

Figure S5. HMBC spectrum of compound 1 in CDCls.
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Figure S6. ROESY spectrum of compound 1 in CDCls.
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Figure S7. HRESI(+)MS spectrum of compound 1.
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Figure S8. UV spectrum of compound 1.
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Figure S9.IR spectrum of compound 1.
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Figure $10. *H NMR (500 MHz) spectrum of compound 2 in CDCls.
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Figure S11. *C NMR and DEPT (125 MHz) spectrum of compound 2 in CDCls.
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Figure S12. HSQC spectrum of compound 2 in CDCls.
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Figure S13. *H-'H COSY spectrum of compound 2 in CDCls.
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Figure S14. HMBC spectrum of compound 2 in CDCls.
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Figure S15. ROESY spectrum of compound 2 in CDCls.
4
User Spectra
Fragmentor Voltage Collision Energy Ionization Mode :
175 0 ESt i
%103 [+ES! Scan (0.2-0.4 min, 11 Scans) Frag=175.0V hbh10.d Subiract -
12 365.1365
(M+Na)+
1
0.8 |
|
06 |
[
04
|
0.2
0
364.2 364.4 364.6 364.8 365 365.2 365.4 365.6 365.8 366
Counts vs. Mass-to-Charge (m/z)
Peak List
Mz z [Abund Formula Ton
259.1674 411.59
301.1417 1 |565.95
359.2558 340.42
365.1365 1 |1049.81 €20 H22 05 (M+Na)+
381.1242 441.67
413.156 504.35 f
467.2255 313.84 :
610.1833 367.71 "
ormula Calculator Element Limi .
:Elernenf n ax
C 3 60 s
H 0| 120
0 0) 30
Formula Calculator Resul
[Formula ~[CalculatedMass |C 1z z iff. (mDa iff. (ppm
|c20 H22 05 | 342.1467| 365.1359]  365.1365] -0.5] -1.3 10.0000]
-=- End Of Report ---

Figure S16. HRESI(+)MS spectrum of compound 2.
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Figure S18.IR spectrum of compound 2.
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Table S1. *H (500 MHz) and *C (125 MHz) NMR data of compound 1-2 in CDCls.

1 2
No. OH oc OH oc
1 129.9 129.9
2 6.7 (d, 1.8) 110.7 6.69 (d, 1.8) 110.7
3 1445 144.5
4 146.5 146.4
5 6.92 (d, 8.8) 114.6 6.90 (d, 8.4) 114.0
6 6.7 121.3 6.7 121.3
7 6.19 (m) 119.8 6.19 (m) 119.7
8 143.8 144.0
9 5.00 (m),4.7 (m) 70.2 4.99 (m), 4.7 70.2
(m)
1 1315 132.3
2' 6.65 (s) 103.3 6.96 (d, 1.5) 108.7
3 147.0 146.7
4 134.5 1455
5 147.0 6.90 (d, 8.4) 114.5
6' 6.65 (s) 103.3 6.87 (dd, 8.4, 120.0
1.5)
7 4.19 (d, 9.6) 87.6 4.21 (d, 9.6) 87.3
8 2.68 (m) 47.7 2.67 (m) 47.6
9 1.18 (d, 6.6) 14.2 1.17 (d, 6.6) 14.2
4-OH 5.64(brs) 5.62 (brs)
4'-OH 5.53 (brs) 5.62 (brs)
3-OCH3 3.91(s) 55.9 3.91(s) 55.9
3'-OCHgs 3.90 (s) 56.3 3.91(s) 55.9
5-0OCHs 3.90 (s) 56.3

Lloverlapped signals are reported without designating multiplicity.

Table S2. Inhibitory effects on NO production in LPS-stimulated RAW 264.7 cells.

Compound Concentration (uM) NO inhibition rate(%)
L-NMMA? 50 54.02+0.91

1 25 39.85+1.34

2 25 25.18+4.46

3 25 -0.47+0.82

6 25 28.65+1.93

®L-NMMA (NG-monomethyl-L-arginine): positive control.



Table S3. 1Cs of Inhibitory effects on NO production of 1, 2, and 6

I1Cs0 (uM)
Compounds
Mean SD
1 45.1 8.1
2 53.6 9.0
6 62.3 7.8
L-NMMA 38.6 7.6




