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For cloning and site directed mutagenesis as well
as for heterologous production and extraction of
capistruin and capistruin derivatives see the cited
literature.

Stability studies of capistruin R15A/F16A

An extract of the supernatant of a 6 L culture was
prepared as described in the cited literature and
dissolved in 1.6 mL 20 mM Tris/HCI (pH 8.0). In a
30 mL reaction vial, 25 mL of the extract was
incubated in the presence or absence of 0.025
units elastase for 1 h at 25 °C (20 mM Tris/HCI (pH
8.0) was used to fill up to 30 mL). Afterwards the
samples were heated for 1 h at 95 °C, cooled down
to 25 °C, and incubated again in the presence or
absence of additional 0.025 units elastase for 1 h
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at 25 °C. After each single incubation step, 20 pL
of the reaction mixtures was analyzed by LC-MS.

Eluent A: water with 0.05 % formic acid

Eluent B: acetonitrile with 0.045 % formic acid
Gradient: 10 - 40 % B in 30 min, 40-95% B in 5
min, 95 % B for 2 min

Flow rate: 0.2 mL/min

Temperature: 40 °C

Injection volume: 20 L

LC-MS (ion trap)

Extracted ion chromatograms (EIC) of an extracted
culture supernatant revealed two compounds (RT
22.19 min and RT 24.09 min) corresponding to the
calculated mass of the doubly protonated ion of
capistruin R15A/F16A ([M+2H]2+ calculated =
944.4716). Elastase treatment resulted only in a
degradation of the 22 min compound. The
remaining 24 min compound could be converted
into the one at 22 min upon incubation at 95 °C.
Further incubation of the heat-converted sample
with elastase resulted in a complete digestion,
indicating that the 24 min compound corresponds
to the lasso-structured conformation and the 22
min compound resembles the branched-cyclic
peptide.
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