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- NMR Measurement Conditions. All spectra were obtained with a NM-40THS5 dual 'H, °C probe in
a JEOL EX400 operating at 400 MHz for proton and 100.53 MHz for carbon-13 at 298 K. 'H and "°C
NMR chemical shifts are referenced to solvent peaks: d, 7.24 (residual CHCls), 8¢ 77.0 for CDCls.
Tiahuramide A (7 mg), tiahuramide B (4 mg) and tiahuramide C (3.5 mg) were dissolved in a 5 mm tube

in 0.75 ml of CDCls.

Two-dimensional (2D) homonuclear correlated experiments DQF-COSY, HOHAHA and ROESY were
all acquired using standard procedures with a spectral width of approximately 4000 Hz in both columns
F, and F,. HOHAHA and ROESY were acquired in the phase sensitive mode. The time domain matrix
consisted of 256 points in t; and 1024-2048 points in t, with 64-128 acquisitions for 256 experiments in
t;. Data sets were zero-filled to 512 points in t; prior to Fourier transformation to obtain a frequency
domain matrix of 512 x 1024-2048 real data points. Squared sine bell apodization functions were used.
The HOHAHA spectra were recorded with a mixing time of 100 ms. ROESY spectra were measured with
mixing times of 150, 250 and 350 ms. Heteronuclear correlated experiments were performed in !H-
detected mode using the standard pulse programs HSQC and HMBC with a spectral width of
approximately 20,000 Hz in F; and 4,000 Hz in F,. The time domain matrix consisted of 256 points in t;
and 2048 points in t, with 128 acquisitions for 256 experiments in t;. Data sets were zero-filled to 512
points in t; prior to Fourier transformation to obtain a frequency domain matrix of 512 x 2048 real data
points. The evolution delay was set to optimize 140 Hz couplings for HSQC and 8 Hz couplings for

HMBC. Squared sine bell apodization functions were used.



- Figure S1. 'H, °C, DEPT NMR spectra of tiahuramide A (1).
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Figure S2. DQF COSY and HOHAHA NMR spectra of tiahuramide A (1
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Figure S3. HSQC and HMBC NMR spectra of tiahuramide A (1).
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- Figure S4. 'H spectra of tiahuramides B (2) and C (3).
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Figure S5. Comparison of 'H and ?C NMR NMR spectra of tiahuramides A-C (1-3).
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Figure S6. HPLC chromatograms of the Marfey’s analysis.
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Table S1: Retention times (min) of standard and natural Marfey's N-Me-Ile derivatives

Standard N-Me-Ile

N-Me-Ile from Tiahuramide A hydrolysate

N-Me-L-allo-1le
(25,3R)-1le

N-Me-L-Ile
(2S,35)-1le

N-Me-L-Ile
(2S,35)-1le

L-FDLA 52.12 51.78
D-FDLA 59.26 59.08

51.78
59.10

Gradient : from 10% CH3CN-90% 0.01 M formic acid to 50%-

Figure S7. HPLC chromatograms of the Marfey’s
Me-Ile derivatives

50% at 0.3 mL/min over 70 min, then to 80%-

20% over 10 min
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