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Figure S1. Structures of aspochracin-type cyclic tripeptides.
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Figure S2. HPLC analysis of the crude of Aspergillus insulicola HDN151418.




Figure S3. The 18S rRNA sequences data of Aspergillus insulicola HDN151418.

GGGGCCATCCTCCCACCCTTGTATACCGTACCAAGTTGCTTCGGCGGGCCC
GCCOGTTCGCGCGGCCGCCGGGGGGGAACCCCTCCCCCCGGGCGAGCGLCCC
GCCGGAGACCCCAACGTGAACACTGTCTGAAGTTTTGTCGTCTGAGTTCG
ATTGTATCGCAATCAGTTAAAACTTTCAACAATGGATCTCTTGGTTCCGGCA
TCGATGAAGAACGCAGCGAAATGCGATAATTAATGTGAATTGCAGAATTCA
GTGAATCATCGAGTCTTTGAACGCACATTGCACCCCCTGGTATTCCGGGGG
GTATGCCTGTCCGAGCGTCATTGCTGCCCTCAAGCCCGGCTTGTGTGTTGG
GTCCTCGTCCCCCCCCCCCCGGGGGGGGACGGGCCCGAAAGGCAGCGGCG
GCACCGCGTCCGGTCCTCGAGCGTATGGGGCTTTGTCACACCGCTCTCGTA
GGCCCGGCCGGCGCTGGCCGACGCTGAAAAGCAACCATCATTTCTCCAGG
TTGACCTCGGATCAGGTAGGGATACCCGCTGAACTTAAG

Figure S4. 'H NMR (500 MHz, DMSO-ds) spectrum of compound 1.
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Figure S5. 3C NMR (125 MHz, DMSO-dj) spectrum of compound 1.
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Figure S6. DEPT (125 MHz, DMSO-ds) spectrum of compound 1.

DEPT 02
SCX-S-1-30-3-2

WWNWMWWWWMWWW

DEPT_01
SCX-§-1-30-3-2

CARBON_01
SCX-5-1-30-3-2

ORI TR WPV B X NIORVPORPUOT [N

T T T T T T T T T T T T
200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 0 -10
1 (ppm)

80

F75

70

r65

55

50

45

40




Figure S7. '"H-'H COSY (500 MHz, DMSO-ds) spectrum of compound 1.
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Figure S8. HSQC (500 MHz, DMSO-ds) spectrum of compound 1.
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Figure S9. 'H-'3C HMBC (500 MHz, DMSO-ds) spectrum of compound 1.
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Figure S10. NOESY (500 MHz, DMSO-ds) spectrum of compound 1.
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Figure S11. HRESIMS spectrum of compound 1.
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Figure S12. IR spectrum of compound 1.
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Figure S13. "H NMR (400 MHz, DMSO-ds) spectrum of compound 2.
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Figure S15. DEPT (150 MHz, DMSO-ds) spectrum of compound 2.
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Figure S16. 'H-'H COSY (600 MHz, DMSO-ds) spectrum of compound 2.
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Figure S17. HSQC (600 MHz, DMSO-ds) spectrum of compound 2.
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Figure S18. 'H-'3C HMBC (600 MHz, DMSO-ds) spectrum of compound 2.

ull ” Ll

L1

L

SCE-5-1-50-2-1-4-2
hsac

100

150

200

5
2 (ppm)

SCH-5-1-50-2-1-4-2
gradient erhanced HMEC

H0

+100

150

200

1 (ppm)

1 (ppm)



Figure S19. NOESY (500 MHz, DMSO-ds) spectrum of compound 2.
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Figure S20. HRESIMS spectrum of compound 2.
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Figure S22. 'H NMR (400 MHz, DMSO-ds) spectrum of compound 3.
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Figure S23. 3C NMR (100 MHz, DMSO-dj) spectrum of compound 3.
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Figure S24. '"H-'H COSY (400 MHz, DMSO-dp) spectrum of compound 3.
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Figure S25. HSQC (400 MHz, DMSO-ds) spectrum of compound 3.
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Figure S27. NOESY (400 MHz, DMSO-ds) spectrum of compound 3.
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Figure S28. HRESIMS spectrum of compound 3.
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Figure S29. IR spectrum of compound 3.
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Table S1. 'H NMR (400 MHz) spectroscopic data for compound 4.
No. Sclerotiotide L [1] 4 4?
2 4.59, q(7.1) 4.59, q(7.1) 4.51,q(7.0)
3 1.51,d (7.1) 1.51,d (7.1) 1.39,d (7.0)
N-CH3 3.06, s 3.06, s 2.85,s
5 5.11,d (10.5) 5.12,d (10.5) 4.99,d (10.3)
6 243, m 243, m 2.23, m
7 0.74, d (6.8) 0.74, d (6.8) 0.65, d (6.7)
8 0.92, d (6.3) 0.92, d (6.3) 0.81, d (6.3)
N-CH; 2.95,s 295, s 2.85,s
10 4.98,t(7.2) 4.98,t(7.3) 4.73,t(7.7)
NH/N-CH; 6.53,d (7.2) 6.54,d (7.3) 8.19,d (7.7)
11 1.60, m 1.60, m 1.67, ov.
2.39,m 2.39,m 1.97, m
12 1.57, m 1.58, m 1.48, m
1.66, m 1.66, m 1.66, m
13 3.06, m 3.05,m 2.87, ov.
338, m 338, m 3.04, m
NH/N-CH; 5.68, brs 5.68, brs 7.50, t (6.0)
2 5.92, d (15.0) 5.92, d (15.0) 6.21,d (15.2)
3 7.23,dd (15.0, 10.8) 7.24,dd (15.0, 10.8) 7.03,dd (15.1, 11.1)
4' 6.36,dd (15.4,11.0) 6.36,dd (15.4,11.0) 6.30,dd (15.3, 11.1)
5 6.00, dd (15.4, 7.8) 6.00, dd (15.4, 7.8) 5.97,dd (15.3, 7.4)
6 3.62,dd (7.8, 3.7) 3.62,dd (7.8,3.7) 3.49, dd (7.4, 4.9)
7 3.90, dd (6.5, 3.7) 3.90, dd (6.5, 3.7) 3.61l,m
8 1.12,d (6.5) 1.12,d (6.5) 1.02,d (6.3)
9' 3.32,s 3.32,s 3.21,s

¢ Recorded in CDCls. ? Recorded in DMSO-ds.




CDCl3) spectrum of compound 4.

Figure S30. 'H NMR (400 MHz,
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Figure S31. 'H NMR (400 MHz, DMSO-ds) spectrum of compound 4.
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Figure S32. 3C NMR (150 MHz, DMSO-dj) spectrum of compound 4.
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Figure S33. '"H-'H COSY (600 MHz, DMSO-dp) spectrum of compound 4.
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Figure S34. HSQC (600 MHz, DMSO-ds) spectrum of compound 4.
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Figure S35. 'H-'3C HMBC (600 MHz, DMSO-ds) spectrum of compound 4.
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Figure S36. NOESY (600 MHz, DMSO-ds) spectrum of compound 4.
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Figure S37. HRESIMS spectrum of compound 4.

20200629-SCX-51-35-1-2-2_200629132704

20200629-SCX-S1-35-1-2-2_200629132704 #66 RT: 0.55 AV: 1 SB: 14 0.01-0.11 NL: 2.11E7

T: FTMS + p ESI Full ms [205.00-2000.00)

Relative Abundance

230.

218.2117

206.1754 |

150

200

6/29/2020 1:40:15 PM

T T T T T T T T T T T T T T T
55 50 45 40 35 30 25 20 15 10 05 00 -0.5 10 -1.5

SCX-§1-35-1-2-2

481.3017
C24Hay1 Og N4 =481.3021
-0.7635 ppm
2742743
|
2480 |
|
|
|
|
| 318.3003
|
1 |
1
| 503.2834
|
I |
| |
‘ 362.3263 l
|
b 654 3323
| ‘ 374.3626 \ 670.4174
‘ | L " | 541.1441 gg6 3807 i 710.5432 754 5693
. o 3 0 R S O S VOO T 8 T IO 9 Y01 W | (R o] (51 | (US| SR S
250 300 350 400 450 500 550 600 650 700 750

m/z

1 (ppm)



Figure S38. IR spectrum of compound 4.
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Figure S39. 'H NMR (400 MHz, DMSO-ds) spectrum of R-MPA ester of 4 (4g).
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Figure S40. "H NMR (400 MHz, DMSO-ds) spectrum of S-MPA ester of 4 (4h).

\ooss'z
L8758
L1698
+8090°€
0907°€
8967°E
Ewh”m
osors
TeIry
L1s0s'y
PETS'Y
T6ELY
==1leges'y
. Tusue
2'sco0s
L96og's
1888'S
mdﬁﬁg.m
- 8926
= ssro

fcmﬁ.w

Leoreg
__ifoues
Jﬁmgo.n
8600'L
Lsicos
I8EE°L
6SPEL
USEL
THOE'L
789€°L
TILE'L
06LE'L
096'L
r877'8
LTS

-0.5

1.0 05 0.0
]

1.5

— 4A

e

Warslengih [

1 (ppm)

€0 [mdsg] 9|

11.0 105 100 95 90 85 80 75 7.0 65 6.0 55 50 45 40 35 3.0 25 20

Figure S41. ECD spectra of 3, 4A.



Figure S42. HSQMBC (400 MHz, DMSO-ds) spectrum of 3.
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Table S2. 'H NMR parameters of 1-4.
No. 1 2 3 4(DMSO-ds) 4(CDCls)
SCX-5-1-30-3- | SCX-S-1-50- | SCX-S-1-30-1- | SCX-5-1-35-1- | SCX-S-1-35-1-
Data File Name
2 2-1-4-2 1-2 2-2 2-2
Bruker Bruker Bruker Bruker
Origin Varian BioSpin BioSpin BioSpin BioSpin
GmbH GmbH GmbH GmbH
Instrument vnmrs Avance Avance Avance Avance
Solvent DMSO-ds DMSO-ds DMSO-ds DMSO-ds CDCls
Temperature 298.2 296 297.6 297.6 2974
Pulse Program s2pul zg30 zg30 zg30 zg30
Experiment 1D 1D 1D 1D 1D
Z163739_008 | Z163739_0084 | Z163739_0084 | Z163739_0084
4 (PI HR-400- | (PIHR-400- (PI HR-400- (PT HR-400-
Probe OneProbe
S1-BBF/H/ | S1-BBF/H/D- | S1-BBF/ H/D- | S1-BBF/ H/ D-
D-5.0-Z SP) 5.0-Z SP) 5.0-Z SP) 5.0-Z SP)
Number of
32 16 16 32 16
Scans
Receiver Gain 54 101 101 101 101




Relaxation
1 1 1 1 1
Delay
Pulse duration 3.75 8 8 8 8
Acquisition
2.0447 3.9977 3.9977 3.9977 3.9977
Time
Acquisition 2019-08- 2019-12- 2020-08- 2019-09- 2020-07-
Date 09T13:29:52 07T12:13:17 24T18:09:42 26T23:42:25 27121:35:02
Modification 2019-08- 2019-12- 2020-08- 2019-09- 2020-07-
Date 09T13:31:34 07T12:12:56 24T18:09:52 26T23:42:08 27121:34:12
Spectrometer
499.82 400.13 400.13 400.13 400.13
Frequency
Spectral Width 8012.8 8196.7 8196.7 8196.7 8196.7
Lowest
-1007.5 -1629.5 -1629.2 -1627.6 -1636.1
Frequency
Nucleus 1H 1H 1H 1H 1H
Acquired Size 16384 32768 32768 32768 32768
Spectral Size 65536 65536 65536 65536 65536
Table S3. 1°C NMR parameters of 1-4.
No. 1 2 3 4
SCX-5-1-35-
Topic SCX-5-1-30-3-2 SCX-5-1-50-2-1-4-2 SCX-5-1-30-1-1-2 1o
Origin Varian JEOL Bruker BioSpin GmbH JEOL
Instrument vnmrs ECA Avance ECA
Solvent DMSO-ds DMSO-ds DMSO-ds DMSO-ds
Temperature 298.2 295.3 298.3 295.3
Pulse Program s2pul carbon.jxp zgpg30 carbon.jxp
Experiment 1D 1D 1D 1D
Z163739_0084 (PI HR-
Probe OneProbe 2756 400-S1-BBF/ H/ D-5.0-Z 2756
SP)
Number of
12804 7714 2500 5000
Scans
Receiver Gain 30 36 21.2 36
Relaxation
1 2 2 2
Delay
Pulse duration 4.75 3.2083 8 3.2083
Acquisition
1.0486 0.6921 1.3763 0.6921
Time
Acquisition 2019-08- 2019-10-
2019-12-23T01:25:30 2020-08-26T02:59:44
Date 22T03:25:58

05T08:02:37




Modification 2019-08- 2019-10-
2019-12-24T10:52:49 2020-08-26T02:59:46
Date 22T10:43:56 05T11:47:13
Spectrometer
125.69 150.92 100.62 150.92
Frequency
Spectral Width 31250 37876.8 23809.5 37878.8
Lowest
-1800.4 -3846.3 -1843.5 -3847.3
Frequency
Nucleus 13C Carbon13 13C Carbonl13
Acquired Size 32768 32768 32768 32768
Spectral Size 65536 26214 65536 52430
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