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APPENDIX A : Preparation for polyacrylamide gel electrophoresis

1. Stock reagents
30 % Acrylamide, 0.8% bis-acrylamide, 100 ml
Acrylamide 292 g
N,N'-methylene-bis-acrylamide 08 g
Adjust volume to 100 ml with distilled water.
1.5 M Tris-HCI pH 8.8

18.17 ¢

Adjust pH to 8.8 Swith @just volume to 100 ml with

Tris (hydro
Adjust pH

distilled water.

242 g

djust volume to 100 ml with

Tris (hydroxymethyl)<aminomet 6.06 g
Adjust pH to 6.8 with 1"
distilled water; -
V. » ')

1.0 M Tris-HCEpH 6 -

d adjust volume to 100 ml with

Tris (hydroxym‘pthyl) ammomethane 12.1 g

Adjuﬂ)utﬁsts‘] WElJ ﬂ?wmﬂ ﬁlume to 100 ml with

distilled water.
HOMTrﬁﬂ ?@Jumqu.lﬂ’]a%' ml
10% SDS . ml
Distilled water 21 ml
Solution C (SDS PAGE)
1.0 M Tris-HCI pH 8.8 50 ml
10% SDS 4 ml

Distilled water 46 ml
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2. SDS-PAGE

15 % Seperating gel
30 % Acrylamideml solution 50 ml
Solution B , 2,5 ml
Distilled water 2.5 ml
10% (NH4),S,04 50 ul
TEMED 10 pl

5.0 % Stacking gel
30 % Acrylamid 0.67 ml
Solution C 1.0 ml
Distilled wa 23 ml
10 % (NHy) : 30 ul
TEMED | — 50 ul

5X Sample buffe o -
1 M Tris-HCI pii6.§ * _,,%53 06
50% Glycerol P T 50 ml
10% SDS ir 20 ml
2-Mercaptoéih e s 0.5 ml
1 % Brom ;"?;». ) ’ 10 ml
Distilled wa 09 ml

Sttt
vﬁzﬁ?ﬁlmﬁiﬁmmwmaa

Tris (hydroxymethyl)-aminomethane 303 g
Glycine 1440 g
SDS 10 g

Dissolve in distilled water to 1 litre. Do not adjust pH with acid or base
(final pH should be 8.3).
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APPENDIX B : Preparation for Tricine-Sodium dodecyl sulfate-
Polyacrylamide gel electrophoresis

1. Stock reagents
49.5 % Acrylamide, 3% bis-acrylamide, 100 ml

Acrylamide 48 g
N,N’-methylene-bis-acrylami 1.5 &
Adjust volume to 10 :

Gel buffer, 100 ml .
Tris (hydrox yi)=gininomethane- 36.34 g
SDS 03 g

Adjust pH

distilled water.

1st volume to 100 ml with

2. Tricine-SDS-PA
12 % Separating g

49.5 % Acrylamide 50 ‘:,lﬁzz. I 2.92 ml
Gel buffer. 4 ml
Distilled ‘?"} 3.88 ml
100% Glyc 12 ml

l°1‘ﬁ3ﬁ%wwwmm .
ﬁﬁﬁﬁ%ﬁm&mmma T

e

Gel buffer 0.775 ml
Distilled water 2 ml
10 % (NHy),S,03 30 ul

TEMED 50 pul
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2X Sample buffer
Gel buffer 30 ml
'100% Glycerol 24 ml

SDS , 08 g

0.1 % Coomassie Blue G 1.5 ml

0.1 % Phenol red 0.5 ml

Adjust volume to 100 ml with distilled water.

One part of sample b : ded to one parts of sample. The mixture
was heated 5 min. in b to the gel.
Electrophoresis bu/

Cathode buffer . .

Tris (hydroxygi€thfl fehinoTieihane 121 ¢

Tritinia % S 263 g

SDS 0.1 g

Dissolve in distillgé
(final pH should be 8.3)
Anode buffer,"100

. Do not adjust pH with acid or base

Tris (hydréxs ) 242 ¢
Adjust pH to 8.9 wiil v and adjust volume to 100 ml with

G IngnineIns
RINNIUUNIININY



APPENDIX C : Preparation for silver staining

1. Stock reagents
0.36% NaOH
NaOH
Adjust volume to 100 ml with distilled water.

1% citric acid

Citric acid | ’,/
Adjust volume to 10 isti
icacid

o ——
50% methanol 102 ‘ "'!-H
100 % methanol AR

Glacial acetic aci

B

Adjust volume to

BN

»
B

1% acetic acid

Glacial acetic acid

RNE
iy Leli

r o
N, B
| NEH a =
1 " 1
) e
- | .:".
. n =&

;x‘

Adjust volume to 100

2. Make fresh reage

Solution A A
Silver nitrate m

o SV R0 S
ARIRMAIUUBNINGINY =

Solution C

101

036 g
1 B
50 ml
10 ml
1 ml
08 g

ml

Add Solution A to Solution B dropwise with constant vigorous stirring,

allowing brown precipitate to clear. Adjust volume to 100 ml. Use within

15minutes.

Solution D

Mix 0.5 ml 1%citric acid with 50 ul 38% formaldehyde, add water to 100 ml.

Solution must be fresh.
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3. Silver Staining method
1. Wearing gloves, pick up the gel and transfer it to a small container.Soak
gel in 50% methanol 10% acetic acid for at least 1 hour with 2 -3 changes
of methanol /acetic acid.
2. Rinse 30 minutes with water, with at least 3 changes.
3. Prepare Solutions A, B, then C.

4. Remove gel to a clean contai

with gentle, constant
5. Rinse gel twice

agitation. —
6. Prepare Soluti,/
7. Remove gel t i

Bands should

V and stain in Solution C for 15 minutes

v&n soak 2 minutes with gentle

—

washing gel in Solution D.
else change Solution D. If
a pale yellow ba should be stopped.
8. Stop developmentb
9. Wash gel in water f‘ll st 1 i ith'at least three changes of water.

10. Store gel in water or d

AULINENTNEINS
RINNIUUNIININY
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APPENDIX D : Transfer vector map and MCS sequence

Xho It
|
81

R £58850358552 MmN

XhoP

AP \GAA GAR GGG GTA TCT CTC
P=*Glu Glu Gly Val Ser Leu

1136 ATA AAT ACTZACT

Sfl anBI Asp7181

GAG AARR RGA GAG GCT GAA GCM GAATTCAC GTGGCCCAG CCGGCCGTC TCGGATCvGT
Glu Lys Arg G uﬁla Glu A

A NP Fermese

1244 ACCTCGHGCC GCGGCGGCC GCCAGCTTTC TA GAA CAA AAA CTC ATC TCA GAA GAG
u Gln Lys Leq_,lle Ser Glu Glu

Q‘W’mﬂﬂim UANINEA Y

[b]

1187

[a] Map of pPICZaA

[b] Sequence around the multiple cloning sites
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