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Table 7 Chemical composition of coconut water and tuna condensate
Coconut water Tuna condensate
Composition Before separated protein and  After separated protein Before separated After separated
macro molecule and macro molecule protein and lipid protein and lipid
pH 6.2 6.5 5.50 6.52
Nitrogen (%) 5.12 4.54 0.11 0.10
Salt (%) 0.23 0.19 NA NA
Reducing sugar (%) NA NA 0.56 0.53
Total sugar (%) NA NA 1.71 1.69

NA = Not Available
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4.2 Gel-filtration Chromatography
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Figure 5 Elution profile obtained from passing bacteriocin through gel filtration
chromatography
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Table 8 Purification of bacteriocin from L. casei ssp. rhamnosus SN11 by ammoniumsulfate (AS) precipitation and
chromatography technique
Purification steps Volume Bacteriocin Total activity  Protein Specific Increasing in  Yield
(ml.) activity (AU) (mg/ml.) activity specific (%)
(AU/ml.) (AU/mg) activity
- Cell-free supernatant 4,000 20 80,000 18.02 1.11 1 100
- Ultrafiltration 100 Kda. 3,000 20 60,000 18.52 1.08 0.97 75
- Crude from AS precipitate 40-80% 160 80 12,800 19.02 4.21 3.79 16
- Dialysis 160 80 12,800 17.52 4.57 4.12 16
- After concentrated by CMC 40 160 6,400 22.07 7.26 6.55 8
- Gel-filtration Chromatography 35 800 28,000 18.77 42.62 38.39 35
- Cation-exchange Chromatography 16 400 6,400 3.42 116.96 105.36 8
- RP-HPLC 2 100 200 0.27 370.37 333.67 0.25




4.4 Reverse-phase High Performance Liquid Chromatography
(RP- HPLC)
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Table 9 Purification of bacteriocin from L. casei ssp. rhamnosus SN11 by Amberlite XAD-4
Purification steps Volume  Activity Total activity  Protein Specific Increasing in  Yield
(ml.) (AU/ml.) (AU) (mg/ml.) activity specific activity (%)
(AU/mg)

- Cell-free supernatant 1,000 20 20,000 18.52 1.11 1 100
- Washed amberlite with distill water 3,000 0 0 3.77 0 0 0
- Eluted amberlite with methanol : 500 0 0 16.02 0 0 0
water (1:1)
- Eluted amberlite with methanol : 0.1 300 80 24,000 21.52 3.72 3.35 120
HC1 (9:1)
- Evaporation 30 320 9,600 29.02 11.03 9.94 48

- Reverse phases FPLC (Resource RPC) 5 320 1,600 4.92 65.04 58.59 8
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Table 10

Improve of purify technique of bacteriocin and bacteriocin activity from L. casei ssp. rhamnosus SN11

A o a = a a 4 a
msdsvigaunaianlslumsiwTgniuuames ToFunnde L. casei ssp. rhamnosus SN11 4aznangsums

Purification steps Volume  Activity Total activity  Protein Specific Increasing in  Yield
(ml.) (AU/ml.) (AU) (mg/ml.) activity specific activity (%)
(AU/mg)

- Cell-free supernatant 1,000 20 20,000 19.12 1.05 1 100

- Bacteriocin adsorpted by Amberlite 50 320 16,000 32.02 9.99 9.51 80

XAD-4

- Gel-filtration Chromatography 40 640 25,600 28.42 22.52 21.45 128

- Reverse phases FPLC (Resource RPC) 10 640 6,400 10.27 62.62 59.64 32
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Lane A = standard protein

Lane B = Bacteriocin sample from Resource RPC column
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M319N 11 Namaqmu”lc]maaﬂﬂmu UNYU LLasWIRDFABAITUAI
Y
FIVDUANDS 1oTU 1NND L. casei ssp. rhamnosus SN 11
Table 11 Effect of temperature pH and proteolytic enzyme for bacteriocin

activity

Residue activity (AU/ml)

Charecterization
S. aureus L. monocytogenes E. coli Strep. lactis
Enzyme
Control 0 0 0 0
Trypsin 40 0 0 0
OL-Chrymotrypsin 0 0 0 0
Proteinase K 0 0 0 0
Temperature
Untreat 320 0 20 160
60 °C 30 min 320 0 20 160
100 °C 30 min 160 0 20 80
100 °C 60 min 160 0 0 80
121 °C 30 min 160 0 0 80
pH
pH 1 0 0 0 0
pH 2-5 320 0 20 160
pH 6-8 40 0 20 40
pH 9-14 0 0 0 0

Control = Treated with individual enzyme



