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Appendix 1: Preparation for polyacrylamide gel electrophoresis
1) Stock reagents
30% Acrylamide, 0.8% bis-acrylamide, 100 ml
acrylamide 292¢
N,N'-methylene—bis—acrylamide 08¢g

Adjusted volume to 100 ml with distilled water

1.5 M Tris-HCI pH 8.8 -\
Tris(hydroxymethyhjzaminomethai , 18.17 g
. == ~ J
Adjusted pH wted volume to 100 ml with

distilled water

2 M Tris-HCI pH 8.8

Tris(hydrox 242 ¢

)
Adjusted pH t Jume to 100 ml with distilled

water
0.5 M Tris-HCI pH 6.

Tris(hydro mmeth 6.06 g

Adjusted pl ,, divine to 100 ml with distilled

water '

T
A

1M Trls-HCFfH 6.8 €

NUNIN g3

Tns(hﬂroxymethyl -ammomethane
AT T oo
wafer
Solution B (SDS-PAGE)

2 M Tris-HCI pH 8.8 75 ml

10% SDS 4 ml

distilled water 21 ml



Solution C (SDS-PAGE)

1 M Tris-HCI pH 6.8 50 ml
10% SDS 4 ml
distilled water 46 ml

2) Non-denaturing PAGE

7.5% Separating gel
30% acrylamide soluti 2.5 ml
1.5 M Tris-HCI 2.5 ml
distilled water . 5.0 ml

10% (NH,),S,0 50
TEMED 10 W
5.0% stacking ge ' : _
30% acrylamide solt '.-_,,:.p; ZE ) 0.67 ml
0.5 M Tris HCI pH 6.8_ == | 1.0 ml
distilled watery .3 ml
10% (NH,), 840 j':“ 30 L
TEMED < 5w

AULININTNEINT
ARIAINTAUNM TN
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Appendix 2: Preparation of Periodic Acid-Schiff staining solution
Fixative solution
Trichloroacetic acid 125 g

Distilled water 100 ml

Schiff’s reagent

1. Dissolved 1 g of Basi uchs , al'of boiling distilled water. Stirred for

2. Filtered and 2

3. Cooled to 25°G#ings® s tassium metasulfite (Fresh
metabisulfite e

4. Left this solutig

5. Added 2 g of acivg : alyshake A inute, filtered and stored at

room tempera L
JJaiatnis, < 2

2 kA 2
1% Periodic acid i md % e sy

Periodic acid, 4 ..r.l' g

™ T
dissolved in 3°cetic acid 1 100 ml

B UEANENTNEINT
I I amIngas

7% Acetic acid

Glacial acetic acid 7 ml

Distilled water ' 93 ml
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Appendix 3: Preparation for isoelectric focusing gel electrophoresis

Monomer-ampholyte solution

30% Acrylamide solution 0.9 ml
1.0% Bis-acrylamide solution 1.25 ml
Ampholyte pH 5-7 0.243 ml
Distilled water 1.39 ml
50% Sucrose 1.186 ml

TEMED 2 ul
0.02 M (NH,),S 39 w
Fixative solution, 100
Sulfosalicylic aci 4 ml
Trichloroacetic aci 12.5 ml
Methanol 30 ml
Immerse gels in this solufiorter30-
Staining solution, 00
Ethanol 27 ml

LRV EVRIUALP
{ManIamIng’jge

Dissolve the CuSO4 in water before adding the alcohol. Either dissolve the dye
in alcohol or add it to the solution at the end.

Immerse the gel in stain for approximately 1-2 hours.
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Appendix 4: Preparation for buffer solution

® (.2 M Potassium Acetate pH 3.0, 4.0 and 5.0
CH,COOK 196 ¢
Adjusted to pH 3, 4 or 5 by 0.2 M acetic acid and adjusted volume to 100 ml

with distilled water.

® (0.2 M Phosphate pH 6.0~
KH,PO, 227¢g
K,HPO, 0.58¢g

distilled water 100 ml

® (.2 M Phosphate pH
KH,PO, 091g
K,HPO, 232¢

distilled water 100 ml

L

® 0.2 M Tris-HCI'pH §

Uo42g

e AR Y Tied [} Tl
: ommmmm'mma

Glycine 15¢g

Tris(hydrox ’I yl)-aminometane

Adjusted to pH 10.0 or 11.0 by 1 M NaOH and adjusted volume to 1000 ml

with distilled water.



Appendix 5 Reactivities of amino acid side chains

Reagent -NH, -SH #=5= -S-CH,
Acetic anhydride 4+ i i, ; - -
N-Acetylimidazole o 5 - - - , B}
Acrylonitrile ++ = - - B, ,
Aldehyde/NaBH, +++ - - - - -
N-Bromosuccinimide - = = -+ - -
N-carboxyanhydrides +++ ” - = - -
Cyanate +++ - i - - -
Cyanogen bromide - = - - . 4+
1,2-cyclohexanedione + -+ ) : ) }
Diacetyl trimer + ST - - - -
Diazoacetates - +45 - - - - - -
Diazonium salts +++ FJ] u gl ’J Vl EJ—IJ ‘5 w m n ‘i + + _ -

Diethylpyrocarbonate
Diketone
Dinitrofluorobenzene

5,5’-dithiobis(2-nitrobenzoic acid)

4

RIAINTULNIINYIGY

et et o ++ -

c

- b - - -

141!



Appendix 5 Reactivities of amino acid side chains (continued)

Reagent -NH, -SH -S-S- -S-CH,
Ethyleneimide - - - = -
N-ethylmaleimide ++ - - - -
Ethyl thiotrifluoacetate PR - . - -
Formaldehyde et |- + - -
Glyoxal ++ FIR 3 = -
Haloacetates + = p - +
Hydrogen peroxide - = it + FEES
2-hydroxy-5-nitrobenzyl bromide - - et - -
Iodine - = = - -

~ O-iodosobenzoate - - - 5 -
Maleic anhydride e - < - .
p-mercuribenzoate - ﬂ u»ﬁﬁj Vl Bﬂ %J w El’] n ‘j’ . - - -
Methanol/HCI ¥ - a W : : :
2-méthoxyl-5-nitrotropone %ﬁ'] a q ﬂ ‘i m 1] ﬁ "] ’J ﬂ EJ f] a -El = 2 -
Methyl acetimidate +++ - - - " - -
O-raethylisourea +++ - - E - - -
Nitrous acid -t e+ o s - % -

SIT



Appendix 5 Reactivities of amino acid side chains (continued)

Reagent -NH, -SH -S-S- -S-CH,

Performic acid - - < +++ e
Phenylglyoxal ++ T ” - -
Photooxidation - - - 4 4+
Sodium borohydride - - = .
Succinic anhydride +++ - - . -
Sulfite - = - - -
Sulfonyl halides +++ - - . +
Tetranitromethane - - - = -
Tetrathionate - = = T+ -
Thiols - - - e ;
Trinitrobenzenesulfonic acid +++ - = - -

" Water-soluble carbodiimide and + - -+ ; -
nucleophile o/

, (aX . la 2ol L IlaWal 1
. . . . ) o, 16y . . .
-+,++, and +++ indicate relative reactivitiés; =, T, and likewise indicate Telative reactivities which may or not be attained

depending on the condition used.
i Spontaneously reversible under the reaction conditions or upon dilution, regenerating original group.

¢ Easily reversible, regenerating original group.

or1



Appendix 6: Standard curve for protein determination by Bradford’s method
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Appendix 7: Standard curve of ﬂ—cyclodextrin by phenolpthalein method

035 ——
0.3 -

0.25

0.05

0 - 0% .5~ 25
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Appendix 8: Standard curve of glucose by dinitrosalicylic acid method

0.7 - —

[Glucose (mM)
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