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(8- 'INTRODUCTION

| Lysozyme (EC 3.2.1.17) belongs to a group of enzymes that catalyses the hydrolysis of glycoside bonds [ (1 — 4) of the polysaccharides from bacterial
- cellular walls. Although this enzyme can be found in many different organisms like virus, plants or bacteria or even in different human secretions [1],
in the experimentation egg white lysozyme was used.

| Lysozyme is a globular protein (14 kDa) that shows stability at high temperature and acid pH conditions, and enzymatic activity against Micrococ-
cus lysodeikticus. Furthermore, the enzyme has got a basic isoelectric point (10.5)

The goal of the experimentation was to find and propose an effective method for the purification of egg white lysozyme.

) MATERIALS/AND METHODS| i —

| The biological material that was used in this experiment was a hen egg, although chemical reagents were also needed like acetic acid, Amberlita
| CG-50, Micrococcus lysodeikticus walls or BSA. Once we had the egg, the white was removed from the yolk and a series of procedures were followed:

1. Acid treatment — the egg white was mixed with acetic acid (0.1IM) and then it was filtrated and centrifuged, obtaining supernatant El.

2. Heat treatment — to denaturalize part of the proteins that were in the egg white, a 602 C heat treatment tock place on El, obtaining
supernatant E2.

3. lonic exchange chromatography — until absorbance 0 values were obtained, 10 ml volume fractions were collected eluting with 0,1 M
phosphate buffer: then 3 ml volume fractions were collected in a phosphate buffer with a higher ionic force (0,6M).

4. Enzymatic assay — to quantify lysozyme activity using the Morsky Method [2], an enzymatic assay was performed using Micrococcus
lysodeikticus cell walls as natural substrate of lysozyme. E3 was obtained collecting fractions which showed higher activity.

5. Dialysis — a 3 ml volume of E3 was taken and it was dialyzed in a 5 L beaker that contained phosphate buffer (0,01M).

6. Protein concentration guantification — making use of the Bradford Method [3], the protein concentration of E1,E2 and E3 was quantified.
A calibration curve was built using a constant volume of Bradford reagent (2.7 ml) and another constant volume of BSA but changing its
concentration. Then the Asss was measured.

7. _Electrophoresis — finally with the aim of quantifying the egg white lysozyme molecular mass, an electrophoresis in denaturing conditions was
held following the Laemmli Method [4], so a 15% acrylamide gel was prepared.
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- In the electrophoresis gel (Figure 4), we found 3 characteristic

bands which cerrespond to conalbumin (63 kDa), ovoalbumin
9 (45 kDa) and lysozyme (14 kDa). This shows that the purifica-
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