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INTRODUCTION METHODS
Lysozyme  (N-acetylmuramide glycanhydrolase; EC 3.2.1.17) | PURIFICATION OF THE LYSOZYME
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(pl=10.5-11.0), with low molecular mass (14kDa). It stands out for its E1 I E2 sizeexclusion
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The main objective of the work was to achieve an effective method to at 4300 rpm at 4500 rpm EJ'E3 WM
purify this enzyme, starting from the knowledge of its differential '
characteristics with the other proteins of the egg white.

After the purification, a dialysis was made to shift the initial E3/E3’ solvent for phosphate buffer and concentrate this sample in polyethilenglycol.
EVALUATION OF THE PROCESS WITH E1, E2 AND E3/E3’ SAMPLES

- Enzymatic assay to locate and determine its enzymatic activity, using a solution of bacterial cel walls from Micrococcus lysodeikticus
[4], measuring the absorbance at 450nm every 30 seconds during 3 min. The activity was quantifed with this equation (eq.1):
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-Colorimetric assay by Bradford method [5] to determinate protein concentration of each samples. with the previous preparation of a
standard curve of BSA from a concentration of 0.2mg / mL. It was added to 0.3 mL of each stage sample 2.7mL of Bradford, and the
absorbance at 595nm was measured.

-SDS-PAGE electrophoresis according to Laemmli method [6], with 15% of acrylamide, in which 20uL of the different samples to be
analyzed were mixed with 20uL of 2x charge buffer and warmed up. 15uL of the samples E1, E2, E3, E3’ and the maximums of the
chromatographic profile, and 10uL of standard proteins were loaded in the gel, and 25mA / gel was applied for one hour. The gel was
subsequently stained with Coomassie blue.R-250.

RESULTS

1. Acid and heat treatment. No sediment was found.

4. Determination of protein concentration
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