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Restriction map of pRSFDuet-1
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APPENDIX D
Preparation of reagents for rapid selection of recombinant clone by

agarose gel electophoresis

1. Stock solutions

LM Tris-HCI (pH 8.0)
Tris (hydroxymethyl)-aminomethane 121 ¢
Dissolved with distilled water, adjusted pH to 8.0 with 1N HCL and made up
to 100 mL with distilled water
0.5M EDTA (pH 8.0)
Ethylene diamine tetra-acetic acid 186 ¢
Dissolved, adjusted pH to s« with 10 N HCL and filled up with distilled water
to get a final volume of 100 mL
5M NaCl
Sodium chloride 29.2
Dissolved in distilled water to 100 mL
0.25 M Boric acid
Boric acid 16 ¢
Dissolved in distilled water to 100 mL
25% (w/v) SDS
Sodium dodecyl sulfate (SDS) 25 g
Dissolved in distilled water by warming in a water bath set to «s °c and
adjusted a final volume to 100 mL
25% (w/v) Sucrose
Sucrose 25 g
Dissolved in distilled water to a final volume of 100 mL
20% (vv/v) Bromophenol blue
Bromophenol blue 2 g
Dissolved in 10 mL of distilled water and stirred until dissolved
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These solutions were autoclaved at 121 °c for 15 min, except 25% sucrose was done

at 110 °c for 15 min.

2. Working solutions

Resuspension buffer (30 raM Tris-HCI, 5 mM EDTA, pH 8.0, and 50 mM
NaCl containing 2.5 mg/mL of lysozyme and 1 mg/mL of RNase A)

1M Tris-HCI (pH 8.0)
0.5 MEDTA (pH 8.0)
5 M NaCl

25% (w/v) Sucrose
Sterile water

30

10

10

800
150

pL
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Each of these components was put into a Sterile 1.5 mL microcentrifuge tube
and finally 50 pL of 20 mg/mL of RNase A and 50 pL of 50 mg/mL of
lysozyme were added. The resuspension buffer should be kept at -20 ¢ until

used.

Lysis buffer (89 mM Tris-HCI, 89 mM boric acid, 2.5 mM EDTA, pH 8.0, 2%

SDS, 5% sucrose and 0.04% bromophenol blue)
1 M Tris-HCI (pH 8.0)
0.25 M Boric acid
0.5 MEDTA (pH 8.0)
25% (w/v) SDS
25% (w/v) Sucrose
20% (w/v) Bromophenol blue
Sterile water

Each of these components was put into a sterile 1.5 mL microcentrifuge tube

and should be stored at -20 °c until used.

89
356

268

pL
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APPENDIX E

Standard curve for protein determination by Lowry’'s method
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Calibration curve for determination of dry biomass concentration
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APPENDIX G

Preparation for glycerol determination (Bondioli and Bella, 2005)

1. Acetic acid stock solution (1.6 M acetic acid)

Acetic acid 96 0

Added distilled water to a final volume of 1 L. Solution is stable over time.
2. Ammonium acetate stock solution (4.0 M ammonium acetate)

Ammonium acetate 308 ¢

Dissolved in distilled water to 1 L. The solution is stable over time. As mixed
in equal volumes of acetic acid stock solution and ammonium acetate stock solution,
the resulting solution is a buffer solution at pH 5.5.
3. Acetylacetone solution (0.2 M acetylacetone)

Acetylacetone 2 mL

Dissolved in 50 mL of acetic acid stock solution and 50 mL of ammonium
acetate stock solution. This reagent must be prepared daily.
4, Sodium periodate solution (10 mM sodium periodate)

Sodium meta periodate 210 mg

Completely dissolved in 50 mL of acetic acid stock solution first and then
dissolved in 50 mL of ammonium acetate stock solution. This reagent must be
prepared daily.
5. Working solvent (1:1 (v/v) 95% ethanol: distilled water)

95% ethanol 500 mL

Added distilled water to a final volume of 1L
6. Glycerol reference stock solution (3 mg/mL of glycerol)

Glycerol 150  mg

Weighed glycerol into a 50 mL volumetric flask and dissolved with the
working solvent and filled up to the mark. The solution is stable for some weeks.
1. Glycerol reference working solution (0.03 mg/mL of glycerol)

Glycerol reference stock solution 1 mL

Transferred into a 100 mL volumetric flask and filled up to the mark using the
working solvent. The solution is stable for some weeks.
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Calibration curve for glycerol determination
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APPENDIX |

Calibration curve for determination of L-Phe concentration

Peak area (x10 )
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APPENDIX J

Calibration curve for molecular weight estimation by SDS-PAGE
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APPENDIX K

Chromatograms ofseparation of L-phenylalanine by HPLC

A) DL-Phenylalanine
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APPENDIX L

Chromatogram ofseparation ofL-phenylalanine by TLC
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