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Extracted ion chromatograms
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Supplementation with 4-methyltryptophan
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Supplementation with 5-methyltryptophan

D\emp\Sabin e\Augu £24c07 240082007 2124 06 5Me-l

RT: 5.00-25.00
1 5-Me-Trp

Pra—

NL: 130E8
m/z=2185-2195F:
+c ESIRllms

[100.00-200000]
VB 24c07

NL: 180E9

m/iz=803.5-8045 F:

Pac 4 +c ESIRUlms
[100.00-200000]
VS 24c07

NL:118E8

m/iz=817.5-8185 F;
[5-Me-Trp]-Pac 4 +c ESIRllms
[100.00-200000]
MS 24c07

NL:335E7
m/z=874.5-8755 F:
Pac 1 +c ESIFullms

[100.00-200000]
MS 24c07

NL:272E7

m/z=888.5-8895 .
+c ESIFullms
[100.00-200000]
S 24c07

Time (min)

S2



Supplementation with 6-methyltryptophan
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Supplementation with 7-methyltryptophan

D\emp\Sabin e01a 09 01/082007 22:2547 7™Me

RT: 5.00-2500
1 NL:490E7
7-Me-Trp miz=2185-2195F;
+cESIRUlms
[10000-200000]

MS 01209
L W O \hnk.‘MJhﬂM POV U

NL:810E8

m/z=8035-804.5F:

Pac 4 +cESIFulms
[10000-200000]
MS 01a09

NL:101E9
m/z=8175-818 5F:

[7-Me-Trp]-Pac 4 +cESIRulms
[10000-200000]

MS 01a09

%O

NL:397E7
m/z=8745-8755F:
+cESIFulms

R . 9 . N
M\T Pac1l [10000-200000]
M' ﬂ “ h MS 01209
M\A A lhn‘“vl M‘ WMM MAMMA

NL:392E7

m/z=8885-889.5F:
[7-Me-Trp]-Pac 1 +CESIFulms
[10000-200000]
MS 01209

=

e LB 5 8 B &

Time(min)

S3



Supplementation with 5-fluorotryptophan
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Supplementation with 6-fluorotryptophan
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Supplementation with 7-fluorotryptophan
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Supplementation with 5-chlorotryptophan
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Supplementation with 7-chlorotryptophan
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D\emp \Sabin e\Augu £24¢13 25/08/2007 003759 7Br3

RT: 5.00-25.00 7-Br-Trp
1 NL:417E9
m/z=
2825-283.5+
2845-285.5F.+cESI
Fulms

[10000-200000] MS
A e . .. - . 2413

pac 4 NL:203E9
m/z 80358045 F.+c
ESIFullms
[10000-200000] VB
24c13

0 A -
1 NL:325E9
[7-Br-Trp]-Pac 4 m/=

8815-882.5+

8835-884.5F +CcESI
Fulms

[10000-200000] VB
0 24c13
NL:470E7
Pacl  /=87458755F+c
0 ESIRullms
[10000-200000] VB
24c13

) s sl AMITAANA Mh“ IM]LILIL“] Jon/ WAL,
100 NL:350E 7
[7-Br-Tmpl-Pac 1 osr 59535 +c

ESIFullms
0 [10000-200000] M5
24c13
O
6 8 10 12 14 16 18 20 22 24
Time (min)

S6



Mass spectra and MS/MS analysis
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[2-Me-Trp]-pacidamycin 1
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[5-Me-Trp]-pacidamycin 4
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[6-Me-Trp]-pacidamycin 4
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[7-Me-Trp]-pacidamycin 4
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[5-F-Trp]-pacidamycin 4
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[6-F-Trp]-pacidamycin 4
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[5-CI-Trp]-pacidamycin 4
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[7-Br-Trp]-pacidamycin 4
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Pacidamycin 1
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Pacidamycin 4
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Isolation of pacidamycins
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UV chromatogram and MS spectrum for isolated pacidamycin 1 (top, m/z 875.4 M+H",
897.4 M+Na") and [7-ClTrp]-pacidamycin 1 (bottom, m/z 909.5 M+H", 931.3 M+Na ™).
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UV chromatogram and MS spectrum for isolated pacidamycin 4 (top, m/z 804.4 M+H",
826.3 M+Na") and [7-CITrp]-pacidamycin 4 (bottom, m/z 838.4 M+H", 860.3 M+Na ).
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NMR spectra

Pacidamycin 1

300 MHz, 10 mm NaOD
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Pacidamycin 4

300 MHz, DO atpD 8

~110

=70

60

30

10

r T T T T T T T T T T
8 75 7 6.5 6 55 5 45 4
f1 (ppm}
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300 MHz, DO at pD 8
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