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Synthesis routes for CoA-peptides (1-7)
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Figure S1 For the synthesis of CoA-peptide 1-5 and 7, route 1 was performed providing

hydrazide peptides 1a-5a and 7a as intermediates.
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Figure S2 For CoA-peptide 6, route 2 was performed that did not result in isolation of a peptide

hydrazide intermediate.
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I1. MS (ESI) data for peptide hydrazide intermediates
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Actinoidin-(Cl)-hydrazide (2a)
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Actinoidin-7-(B-3,5-Dpg)-hydrazide (3a)
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Actinoidin-(Cl)-7-(B-3,5-Dpg)-hydrazide (4a)
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Actinoidin-7-(B-3-Hpg)-hydrazide (5a)
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Actinoidin-3-(B-3,5-Dpg)-hydrazide (7)
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II. HPLC traces, 'H NMR and HRMS spectra for CoA-Peptides
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'"H NMR spectrum
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HRMS trace
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Actinoidin-(Cl)-CoA (2)
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'"H NMR spectrum
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HRMS trace

Sample Name ms52coa- (Schoppet) Position Vial 1 Instrument Name Instrument 1 User Name
Inj Vol 10 InjPosition SampleType Sample IRM Calibration Status All Tons Missed
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Actinoidin-7-(B-3,5-Dpg)-CoA (3)
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'"H NMR spectrum
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HRMS trace

Sample Name  ms46coa-b Position Vial 1 Instrument Name Instrument 1 User Name
Inj Vol 10 InjPosition SampleType Sample IRM Calibration Status All Ions Missed
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Actinoidin-(Cl)-7-(B-3,5-Dpg)-CoA (4)
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'"H NMR spectrum
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HRMS trace

Sample Name ms51coa-b Position Vial 1 Instrument Name Instrument 1 User Name

Inj Vol
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Actinoidin-7-(B-3-Hpg)-CoA (5)
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'"H NMR spectrum

13000

12000

11000

10000

9000

8000

7000

6000

5000

4000

3000

2000

1000

P-OH

O

Regt
wmm:

71
W%.N

61
Tm.m
Rere
T80T
7560

Bsz0
Fs60

H\.wm.o

FoCT
w60
50T

60

L0
E68'0
F890

0.5

2.0 1.5 1.0

2.5

3.0

3.5

4.0

4.5
f1 (ppm)

6.0 5.5 5.0

6.5

7.0

7.5

8.0

8.5

S24



HRMS trace

Sample Name sﬁSOcoa Position Vial 1 Instrument Name Instrument 1 User Name
Inj Vol 10 InjPosition SampleType Sample IRM Calibration Status All Tons Missed
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Teicoplanin-7-(B-4-Hpg)-CoA (6)
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'"H NMR spectrum
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HRMS trace

Sample Name ms-04Coa Position Vial 1 Instrument Name Instrument 1 User Name
Inj Vol 10 InjPosition SampleType Sample IRM Calibration Status Some Ions Missed
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Actinoidin-3-(B-3,5-Dpg)-CoA (7)
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'"H NMR spectrum
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HRMS trace

Sample Name ms-54 Position Vial 1 Instrument Name Instrument 1 User Name
Inj Vol 10 InjPosition SampleType Sample IRM Calibration Status Some Ions Missed
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IV. Calculation of turnover results
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Figure S3 Example for turnover with compound 1 using OxyBy., and OxyA;s.

Calculation of turnover yields in percent (%)
The results are presented as percentage of specific peptide relative to the total amount of
peptide that was detected. The yields were calculated as in the following example of

determining the yield of monocyclic peptide:

(zmonocyclic)/ (Zlinear"‘zmonocyclic_{—zbicyclic)>x< 100.

Thus, OxyA activity is only expressed as a percentage of the total peptide, rather than as a

percentage of the OxyA substrate that is the monocyclic peptides produced by OxyB.

All experiments were performed as triplicates followed by calculation of average and standard

deviation.
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