Supporting Information

Figure S1. HPLC chromatograms and absorption spectra of the purified MAAs. (a) The
crude water-soluble extract of N. commune (genotype D) was separated by an HPLC system
equipped with a preparative column (IRICA C18, 20 %250 mm) as shown in Figure 1. The
mobile phase changed in a stepwise fashion from distilled water for the initial 40 min, to
0.1% acetic acid 10% methanol for the next 20 min and to 100% methanol for the final
20 min. The flow rate was constant at 4 mL min *, and the As3, was monitored. The purified
508-Da MAA (b), 450-Da MAA (c) and 612-Da MAA (d) were analyzed by HPLC with an
analytical reverse-phase column (Inertsil ODS-3, 4.6 mm = 250 mm; GL Sciences Inc.,
Tokyo, Japan) using 0.2% acetic acid at a flow rate of 1 mL min " as the mobile phase and
were detected by the Aszo. The purified 508-Da MAA (e), 450-Da MAA (f) and 612-Da
MAA (g) showed absorption maximum at 334 nm, 322 nm and 322 nm, respectively.
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1. NMR Spectra for the Determination of Chemical Structures of the 508-Da MAA
(Figures S2-S7) and the 612-Da MAA (Figures S8-S15)

1.1. NMR Data for the 508-Da MAA

Figure S2. 'H NMR spectra of the 508-Da MAA in D,0.
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Figure S3. *C NMR spectrum of the 508-Da MAA in D-0.
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Figure S4. DEPT spectra of the 508-Da MAA in D,O (DEPT135: upper, DEPT90: middle,
13C lowver).
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Figure S5.

COSY spectra of the 508-Da MAA in D,0.
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Figure S6. HMQC spectra of the 508-Da MAA in D-0.
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Figure S7. HMBC spectra of the 508-Da MAA in D,0.
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2.2. NMR Data for the 612-Da MAA

Figure S8. 'H NMR spectra of the 612-Da MAA in D-0.
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Figure S10. High resolution *C NMR spectrum of the 612-Da MAA in D,O at around
160 ppm. Focusing on the narrow X-range at around 160 ppm, BC NMR spectrum was
recorded with a high resolution to separate the two signals from C1 and C3. Because these
chemical shift values were not adjusted by referring internal standard at 0 ppm, the chemical
shift values recorded here were different from those in the *C NMR spectrum shown in
Figure SO.
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Figure S11. DEPT90 (upper) and *C (lower) NMR spectra of the 612-Da MAA in D,0.
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Figure S12. DEPT135 (upper) and *3C (lower) NMR spectra of the 612-Da MAA in D-0.

T T T T T T T T T T T T T T
89.0 88.0 87.0 86.0 85.0 ril) 83.0 82.0 81.0 80.(1 79.0 78.0 77.0 77.

86.0126
3

X : parts per Million : 13C

=
=

—

=

79.7484
76.0585
75.7057
74.2374
73.4174
73.3316

=
“

5
72.1589
71.2912

T T T T T T
.0 }(0 T.O 70.0 69.0 68.0 67.0 FG.D

65.6467
64.1116
63.8161

Decoupling
Initial wait

Repetition_time
Temp_get

’ ED
=E| ' l
z
=]
=
E| —--— PROCESSING PARAMETERS —--——
< dc_balance : 0 : FALSE
== seXp : 2.0[Hz] : 0.0[s]
=3 ) N | m | trapezoid3 : O[%] : BO[%] : 100[%]
A My W H i ) NP zerofill : 1
=3 ft : 1 : TRUE : TRUE
S3 machinephase
I
E reference : -2.86[ppm] : O[ppm]
z =
£ 23
R
g El
: <
B
<
P Filename Peak3_13C -6.jdf
2 Author a~
! T T T T T T T T T T T T T Experimen Siagoepguisetee
ample i
190.0  180.0 170.0 160.0 150.0 140.0 1300 1200 u(u} lr X [ 800 700 §00 00 4o Solrent D30
/ /// /\K \ Creation_time 28 -AUG-2011 08:10:25
Revision_time 28 -AUG-2011 16:10:14
| Current_time = 28 -AUG-2011 16:27:17
= w NenSTaamEe® % = g
By gRziigeeuis &2 g oment o 220
2 2 B E ] &0 2 7| Data_format 1D COMPLEX
5 = TRLTRRREETE =5 = Dim size 6214
- = Dim_title 13¢
X : parts per Million : 13C Dix_units Lppm]
Site ECS 400
Spectrometer = JNM-ECS400
Field strength = 9.389766[T] (400 [MHz]
X_acq_duration 1.04333312(s]
23 X domain 3c
- X freq 100.52530333 [MHz]
X_offset 100 [ppm]
X points 32768
X_prescans
X resolution 0.95846665 [Hz]
=] X_sweep 31.40703518 [kHz]
& ITr_domain 1H
Irr fre. 399.78219838 [MHz]
Irr offset 5 [ppm]
Clipped FALSE
Mod_return 1
- = Scans 16000
z =1 Total_scans 16000
3
2 X_90_width 8.6[us]
E X_acq_time 1.04333312(s]
H X_angTe 30 [deg]
£ X atn .9[dB]
e X pulse 2.86666667 [us]
Ifr_atn_dec 22.35948[dB]
Irr_atn noe 22.35948[dB]
T T T T T T T T T Irr_noise WALTZ
1900 180.0  170.0  160.0 190. 800 700 60.0 500 40, Decdupling TRUE
‘ // / I ‘} { Initial wait 1[s]
loe TRUE
Noe_time 1.2[s]
Recvr_gain 60
3 S 2 2 NI Y SeFTSgzatER @ g g %Relaxitien delay = 1.2[s]
] 3 3 IS 52 SEITREEATSS = &3 2 S Repetition_time = 2.24333312(s]
2 IS 2 5 5 = EITNRIIREIE @ zE = <| Temp_get = 22.90dc]
X : parts per Million : 13C
=K
2
=
23
&
= ~=-- PROCESSING PARAMETERS ----
= dc_balance : 0 : FALSE
24 sexp : 2.0[Hz] : 0.0[s]
= trapezo: 0r%] : 801%] : 100[%]
3 zerofill
= £ft : 1 : TRUE : TRUE
= machinephase
! ppm
E reference : -2.86[ppm] : O[ppm]
z 2
z 33
T T
H E|
z <
£ %]
=
=1 Filename Peak3_13C -6. jdf
s Author delta
! RS R R B S A R R SR LA L RS R N N AR AR KRS SRR LRSS RAASA R RS RARSS Experimen Siagoeggusetee
89.0 88.0 87.0 86.0 850 84.0 83.0 82.0 810 80.0 79.0 78.0 77.0 76.0 75.0 74.0 73.0 72.0 71O 70.0 69.0 68.0 67.0 £6.0 SolenE D30
‘ ‘ / ‘ Creation_time 28 -AUG-2011 08:10:25
Revision_time 28 -AUG-2011 16:10:14
Current_time 28 -AUG-2011 16:28:08
a a = o T 3 oo oa o = e
< 4 P S o5 dd = 2 2 Z3 Data_format 1D COMPLEX
o £ ~ = Lol Ll - e e Dim_size 26214
Dim_title 13c
X : parts per Million : 13C Dim _units Lppm]
Site ECS 400
Spectrometer JNM -ECS400
Field strength 9.389766[T] (400 [MHz]
X_acq duration 1.04333312(s]
=5 X domain 13c
s X fre: 100.52530333 [MHz]
X offset 100 [ppm]
X points 32768
X _prescans 4
X resolution 0.95846665 [Hz]
= X_sweep 31.40703518 [kHz]
s ITr_domain H
Irr_freq 39978219838 [MHz]
Irr_offset 5[ppm]
Clipped FALSE
Mod_return 1
- = Scans 16000
z =1 Total_scans 16000
3
£ X_90_width 8.6[us]
g X acq_time 1.04333312(s]
H X angTe 30 [deg]
£ X atn 4.9[dB]
= X pulse 2.86666667 [us]
ITr_atn_dec 22.35948 [dB]
Irr_atn_noe 22.35948[dB]

1.2[s]
2.24333312(s]
22.9[4C]




Mar. Drugs 2013, 11

Figure S13. COSY spectra of the 612-Da MAA in D,0.
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Figure S13. Cont.
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Figure S14. Cont.
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Figure S15. HMBC spectra of the 612-Da MAA in D,0.
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