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( Tryptic soy broth )
(Tryptone )
(Soytone)
(Dextrose)
(NaCl)
(KHP0)
7.340.2
( Tryptic soy agar )
(Tryptone )
(Soytone)
(Dextrose)
(NaCl)
( KHPO4)

7.3+0.2

17.0
3.0
2.5
5.0
2.5

17.0
3.0
2.5
5.0
2.5

15.0

(Thiosulfate citrate bile salt agar)

(Yeast extract)

3 (Proteose peptone No.3)

(NaS2 3

(HOC(COONa)(CHZCOONa)?2

(Oxgall)
(NaCl)

(C6H3) Fe.5HA)
(Bromthymol blue)

8.6+ 02

5.0
100
100
10.0

8.0
20.0
10.0

1.0

0.04
15.0

92



(Motile Indole Ornithine decarboxylase)
(Yeast extract)
(Peptone)
(Tryptone )
L-ornithine HCI
(Dextrose)

(Brom Cresol Purple)

50
10.0
10.0

50

10

2.0

0.02

93



1. Phosphate buffered saline (PBS) 0.15 pH 7.2

NaCl
KCl
khZpod
NaZHP04
Na2HP04 . THX)

Blotto 5% (Johnson et al., 1984)

PBS 0.15 pH 7.2
Merthiolate 1% (Sigma)
Triton X-100 (Sigma)
Merthiolate 1%
Thimerosal (Sigma)

8.0
0.2
0.2
1.15
2.15
1000.0

5.0
100.0
10
0.1

10
100.0
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i} RPMI
RVPI 1640 (Roswell Park Memorial Institute - Gibco BRL, USA)  10.4
D-glucose (Sigma) 3.6
L-glutamine (Sigma) 0.2923
Sodium pyruvate (C3H3) 3Na) (Sigma) 1.1005
NaHC03 2.0160
HEPES (N-2-Hydroxyethylpiperazine-N*2-ethanesulfonic acid, Sigma)
5.9525
(Meri Q water) 1000.0
penicillin G, streptomycin -~ kanamycin 20,000
, 200 . 200 . millipore
membrane (022 ) r
2 RPMI
RPMI (1) 80.0
Fetal calf serum (FCS, Starrate, Australia) 20.0
Bovine calf serum (BCS, Starrate, Australia)
100 X HT supplement (Gibco BRL, USA) 1.0
-10 Sodium hypoxanthine
-1.6 Thymidine
3. Hybridoma selective medium (HAT medium)
RPMI (1) 80.0
FCS 200
100 X HT supplement 10
50 X Aminopterin (Sigma) 2.0
1%
4, fusion (polyethylene glycol 40%)

Polyethylene glycol (PEG) 4.0



5.

polyethylene glycol 2
37° 2
(DMS012%)
Dimethylsulfoxide (DMSO, Sigma)
RPMI (1)
I

RV (1) 3

96

C02incubator

12.0
88.0



Sodium dodecyl sulfate
polyacrylamide gel electrophoresis (SDS-PAGE) ~ Western blot

1. Stock solution
1.1 Monomer solution (T 30%, CHs2.7%)

Acrylamide (BIO-RAD) 58.4
Bis (N.N*methylene-bis-acrylamide, BIO-RAD) 16
200.0
10
1.2 4 XRunning gel buffer (1.5 tris-Cl pH 8.8)
Tris (hydroxymethyl) aminomethane (BIO-RAD) 36.3
200.0
HCl
1.3 4 X Stacking gel buffer (0.5 tris-Cl pH 6.9)
Tris 3.0
50.0
HCl
1.4 SDS 10%
SDS (sodium dodecyl sulfate, BIO-RAD) 50.0
500.0
1.5 Ammonium persulfate 10%
Ammonium persulfate (BIO-RAD) 0.1
10
1.6 Running gel overlay (0.375 tris-Cl pH 8.8, SDS 0.1 %
15 Tris (1.2) 25.0
SDS 10% (L14) 10
100.0

1.7 2 X Treatment buffer (0.125 tris-Cl pH 6.8, SDS 4%, glycerol 20%,
2-mercaptoethanol 10%)
0.5 Tris (1.3) 2.5



SDS 10% (1.4)
Glycerol
2-Mercaptoethanol

2 separating gel ~ stacking gel

4.0
2.0
10
0.5

2.1 Separating gel SDS-PAGE 15% gel (T 15% CBR.7%)

Monomer solution (1.1)
15 tris-Cl (L.2)
SDS 10% (L4)

Ammonium persulfate 10% (1.5)
TEMED

2.2 Stacking gel SDS-PAGE 4% gel (4% T2.7% CR)

Monomer solution (1.1)
15 tris-Cl pH 6.8 (1.3)
SDS 10% (1.4)

Ammonium persulfate 10% (1.5)
TEMED
3. Running buffer
SDS-PAGE Tank buffer (0.025 tris pH 8.3, 0.192
Tris
Glycine
SDS 10% (1.4)

4. Staining  destaining solution
4.1 Staining solution (Coomassie blue)
4.1.1 Stain stock (Coomassie blue R-250 1%)

Coomassie blue R-250 1%

UINAU

150
1.5
0.3
6.75

1500

20.0

2.66
5.0
0.2
122
100.0
10.0

glycine, SDS 0.1%)
120
57.6
40.0
4000.0

10
100.0

98
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4.1.2 Stain (Coomassie blue R-250 0.1%, methanol 50%, acetic acid 10%)

Stain stock (4.1.1)
Methanol
Acetic acid
J
Destaging solution for Coomassie blue
4.2.1 Destain | (methanol 50%, acetic acid 10%)
Methanol
Acetic acid

4.2.2 Destain Il (methanol 5%, acetic acid 7%)

Methanol
Acetic acid
1 . separating gel stacking gel
Separating gel
T 15% CHBS2.7%
( SDS-PAGE)
T30% CBIS 2.7% 15.0
1.5 tris-Cl pH 15
8.8(1.2)
0.5 tris-Cl 6.8
(L3)
SDS 10% 0.3
6.75
Ammonium 150 |l

persulfate 10% (1.5)
TEMED 20 jd

50.0
250.0
50.0
500.0

500.0
100.0
1000.0

50.0
10.0
1000.0

Stacking gel
T4% CBS2.7%

SDS-PAGE)
2,66

5.0

0.2
122

100

10 pi



staining solution (4.1.2)

1-112

Coomassie blue

(cellophane)

SDS molecular weight markers (Sigma)
- Albumin, bovine serum
- Ovalbumin, chicken egg
- Glyceraidehyde-3-phosphate dehydrogenase, rabbit muscle 36
- Carbonic anhydrase, bovine erythrocytes
- Trypsinogen, hovine pancreas

6. Towbin transfer buffer pH 8.8

(25

- Trypsin inhibitor, soybean
- a-Lactalbumin, bovine milk

- Aprotinin, bovine lung

Tris
Glycine
Methanol

tris, 192

2-4
destain |l

gel dryer set

66
45

29
24
20
142
6.5

Western blot

glycine, methanol 20%)

3.03
144
200.0
1000.0

100

destian |

kiia
kila
kiia
kiia
kiia
kDa
kDa
kDa



isotype  subisotype

Hybridoma sub-isotyping kit, mouse (Zymed)
- Rabbit anti-Mouse IgGL (y1 chain specific)
- Rabbit anti-Mouse IgG2a (y2a chain specific)
- Rabbit anti-Mouse lgG2b (y2b chain specific)
- Rabbit anti-Mouse 1gG3 (y3 chain specific)
- Rabbit anti-Mouse 1gA (a chain specific)
- Rabbit anti-Mouse IgM (. chain specific)
- Rabbit anti-Mouse kappa light chain
- Rabbit anti-Mouse lambda light chain

101
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, enzyme-linked immunosorbent assay (ELISA)

1 Blotto 5% (Johnson , 1984)
5.0
PBS 0.15 pH 7.2 100.0
Merthiolate 1% (Sigma) 10
Triton X-100 (Sigma) 0.1
2. Washing solution (Blotto 0.5%)
Blotto 5% (1) 50.0
PBS 0.15 pH 7.2 100.0
3. 0.1 MCitrate Buffer pH 4.5
Sodium citrate 2941
Merthiolate 1% 10.0
J 1000.0
45 01 HCl
4.1 HS04
hXso4 21.0
1000.0

5. O-Phenylenediamine dihydrochloride (OPD)



Immunohistochemistry (IMC)

(coated slide solution)
Gelatin
Clone alum (chromium potassium sulphate)

2. Davidson’s fixative
Ethanol 95%
Formalin 100%
Glacial acetic acid

3. Phosphate huffered saline (PBS) 0.15  f, pH 7.2
NaCl
KCl
khZpod
NazHPO47THD

4. Calf serum 10% (p/)
Calf serum
PBS
5. Enrilich's acid hematoxylin
Hematoxylin
ethanol 95%
Aluminium potassium sulphate
Distilled water
Glycerine
Glacial acetic acid
6. Eosin Y0.2%  ethanol 95%
Eosin Y
ethanol 95%

10
0.05
100.0

30.0
20.0
10.0
30.0

8.0
0.20
0.20
1.15
1000.0

10.0
100.0

8.0
400.0
8.0
400.0
400.0
400.0

0.2
100.0

103



MAbs

23

38

43

121

118

14

40

42

88

97

MAbs

71

90

98

109

1

23 38 43
0.393 0520 0.489
0250 0317
0.103

71 90

108 088
034

98 109
0231 029
0576

121
0.503
0.266
0.366
0.288

Indirect ELISA

118
0.435
0.193
0.271
0.232

0.212

14
0.470
0.244
0.289
0.266
0.229
0.244

40
0.500
0.256
0.310
0211
0.235
0.238
0.229

42
0.416
0.178
0.257
0.259
0.198
0.189
0.19%
0.108

WC

88
0.430
0.176
0.252
0.245
0.129
0.202
0.185
0.112
0.117

WC

11

97
0.269
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