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Figure A1 The 16S rRNA sequence of Microbacterium sp. TU0OS (E)
(M. T), compared with Microbacterium keratanolyticum (M. K).



APPENDIX B

Preparation for denaturating polyacrylamide gel electrophoresis

Stock solution
1. 2M Tris-HCI pHS8.8
Tris(hydroxymethyl)-aminomethane 242 ¢

Adjust volume to 10 ml ...........
5. 50% (V/V) glycerol ) s
100% Glycerolf50 ml, added wath I of dist illed water.
6. 1% Glycol chitin
0.01 g of ﬁol ¢hitin, dissolved im/1 ml ultrapure water.

| INININGINS
W"""‘“%i‘*iﬁ“"’fmnitu URIINYIA Y

Solution A (Acrylamide stock solution)

(30%(W/V) acrylamide 0.8% bis-acrylamide)
Acrylamide 292 ¢
N,N'-dimethylene-bis-acrylamide 08¢g
Adjust volume to 100 ml with distilled water.
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Solution B
2M Tris-HCl pH8.8 : 75.0 ml
10% SDS 4.0ml
Distilled water 21.0 ml
Solution C
1M Tris-HCI pH6.3 50.0 ml
10% SDS 4.0 ml
Distilled water | ’,ﬂ/ 46.0 ml

SDS electrophoresis buffer="— H

Tris(hydroxym: 3. g
Glycine
SD8 g
Preparation of SDS-PAGE( / ', activity stain.
Reagent =10%'Se; el 5% Stacking gel
Solution A ~ 1.34ml
Solution B . ‘ -
Solution ‘a 'Y, 2.0ml
10% ammonium | e ) 60 ul
‘ oo lopl & o 10ul
Distil : 4.6 ml
1% glycol chitin 200 pl -
Total volume 20 ml 8 ml
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APPENDIX C

Restriction map of pGEM-T easy vector

Xmn 11994
| Nae |
Scal 1875 ‘ 2602
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‘" l 1 start
Apal 14
— aatl | 20
‘ Sphl 26
Amp' . \ BstZ | 31
’ Nco i 37
N Sacli 46
- Spe | 55
E Not | 62
BstZ t 62
St Pst | 73
- Sall 75
Nae | 82
= Sacl 04
Fif BstX 1 103
Nsi'l 112
e 126
25 T spe
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APPENDIX D

Standard curve of N-acetvl-D-glucosamine for chitinolytic enzyme
assayed by colorimetric method.

Standard curve for N-acetyl-D-glucosamine (GlcNAc) was made by
determining the absorbance value at 420 nm of standard GlcNAc according to
the method of schale. '
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