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Table 1
1,000,000 I[s] 1,000,000 lg 2.5
25

7.3-11.1% 1.2-18%
09-15% <0.1%
4-7% 15-35%
60 — 85 % 75—-86 %
75 —-86 % 90 - 94 %
05-2% <04 %
1-2% 05-15%
0.02 - 0.08 ppm 0.02 - 0.08 ppm
<10 ppm < 10 ppm
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Pump A: Water + 0.1%TFA
Pump B: Acetonitrile+0.1%TFA

Gradient elution starting at: 30% Acetonitrile+0.1%TFA & 70% Water + 0.1%TFA
Temperature: 40 degrees C; Flow rate: 1 ml/min; 220 and 280 nm UV detection; injection volume: 20ul;

Column: YMC ODS-AQ, particle size 3jum, 150><4.6 mm internal diameter.

Figure 1 HPLC chromatograms of Nisin preparation
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Mobile phase : A: Milli-Q water/formic acid 1000/1 v/v
B: Acetonitrile/formic acid 1000/0.65 v/v
Gradient(analytical part): 150p/min, start 22% B — 35% during 15 min

Mass Spectrometric Detection: Thermo LCQ Deca Mass Spectrometer, with electrospray positive
mode, capillary 275 , sheath gas 90, capillary voltage 42V, source voltage 4kV,
Scan range m/z 100-2000

Figure 2 LC/MS base peak Chromatogram and MS spectrum of Nisin preparation
H2421-34, Milk based fermentation process (4.0 mg/ml)

Top: LC/MS base peak chromatogram

Middle: MS spectrum of rt. 11.93 min
Bottom: MS spectrum of rt. 12.93 min
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Mobile phase :

m/z

A: Milli-Q water/formic acid 1000/1 v/v

B: Acetonitrile/formic acid 1000/0.65 v/v
Gradient(analytical part): 150u/min, start 22% B — 35% during 15 min

Mass Spectrometric Detection: Thermo LCQ Deca Mass Spectrometer, with electrospray positive

mode, capillary 275
Scan range m/z 100-2000

Figure 3

, sheath gas 90, capillary voltage 42V, source voltage 4kV,

LC/MS base peak Chromatogram and MS spectrum of Nisin preparation

H2421-25, Yeast and carbohydrate based fermentation process (4.0 mg/ml)

Top: LC/MS base peak chromatogram
Middle: MS spectrum of rt. 11.56 min
Bottom: MS spectrum of rt. 12.64 min

Table 2 Average molecular masses calculated on observed m/z

Sample Component Retention Observed Theoretical Deviation
time Mass Mass (Obs-Est)
H2421-34 Nisin A + 18 11.93 3372.7 3372.1 0.6
Nisin A 12.93 3354.1 3354.1 0.0
H2421-25 Nisin A + 18 11.56 3372.0 3372.1 -0.1
Nisin A 12.64 3354.0 3354.1 -0.1
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Fig.4 Nisaplin
(220 nm 160 mg/ml)



Printing Date: Friday, November 09, 2007 Scan Mode: Zero Width Analyst Version: 1.4.1
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Fig.5 Nisaplin
(190 750 nm 160 mg/ml)
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Figure 6 SDS-PAGE gel of Nisin preparations
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