ELISA (Enzyme Linked Immunosorbent
Assay)

24 kDa , Western Blot

(Research Design)

(Experimental Study) randomized
- control double blind study

(Operational Definitions)

Cut - off =

cut- off

Magnetic stirrer (Thermolyne)
Stereomicroscape (Olympus)
Bio-shaker BR-300L (Taitec)
4 (Précisa)

2 (Précisa)



(Ecomet)
4° ¢ (LG)
-40° ¢ (Puffer Hubbard)
-20 ¢ (Whirlpool)
4°c (Sharp)

(Automatic Adjustable Micropipette)
200 100- 1000 (GIBTHAI)

Centrfige 15 . x12 MICRO 12 (HANIL)
(Bio- Rad)
(Memmert)
Millipore (Mill-Q PF Plus)

Plate - Shaker (Titertek ™

Finevortex (FINEPCR)

Hot plate (IKAMAG ®RCT)

Soniprep 150 (MSE Ltd. Crawley Sussex)

Heating box (ORGANON TEKNIKA N.v.)

Miini Trans - Blot  Electrophoretic transfer Cell (Bio- Rad)
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10, 100,500 1,000
(Schott Duran)

(Latex groves)

10, 100,500 1,000
(forcep)
(Pipette tip) 200 1,000 (Euro Lah®)

(Micro tube) 15 . (TTPQ)
20x30x6 .3

AL

(Needle)

1113 2

Cuvettes



Nitrocellulose membrane

1x15 2 8115

NaCl (amresco®)

KCI (J.T. Baker)
NaHCO03(AR®)

Bovine serum albumin (Sigma)
Pepsin (Sigma)

HCI (MERCK)

- Alumina

SDS-PAGE

- Acrylamide PAGE, 40% (Phamacia)

Methylenebis acrylamides (Pharmacia)

2
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- Tris (USB®)

- Tris [hydroxymethyl] aminomethane (Sigma)

Mercaptoethanol (Pharmacia)

- Ammonium persulphate (Phamacia)

SDS (APS)

- TEMED (N'- tetramethylethylenediamine) (USB™)

Ethanol (MERCK)

Glacial acetic acid (MERCK)

Methonol (J.T. Baker)

Coomassie blue R- 250 (Amersham Pharmacia Biotech AB)

Ponceus  (Sigma)

Regent Kit
Silver Stain Kit (Bio - Rad)

Protein Assay Kit (Bio - Rad)

(Pharmacia)
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Western Blot

- Tween 20 (AMRESCO)

Skim milk (HIMEDIA)

- Sodium azide
- 2,6~ dichlorophenol-indophenol
- 30% HD 2(PA Penrene)

- Conjugate, peroxidase-labelled anti-human immunoglobulin 1gG

ELISA
NaZC03(SIGMA)
KHPOA(SIGMA)
NaZHPO4(SIGMA)

- Trisodlium citrate (Na3CeH) 7-2H20) (SIGMA)
- ABTS (SIGMA)
- 3% HD2(SIGMA)

Conjugate, peroxidase-labelled anti-human immunoglobulin 19G

24
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(Population)
! randomized - control double blind study

1 14
2 16
3 0
Inclusion criteria
21 , 1 [ |
2.2 ( 8 )
2.3 absolute Eosinaphil count 500 cumm.

2.4 Western Blot for Gnathostomiasis positive

Exclusion criteria

15 60



41
4.2
43
44

(Liver disease)

(Renal disease)

(O™

Antigen

1% HC) 2

3¢ 3-4
larva
larva

10

10,000 rpm

(Supernatant)

Buffer

30

(1 % pepsin

Stereomicroscope

PBS

Ultrasonicator

4oc

Alumina

1
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9. Lowry's method
Commercial Kits

Antigen Bio-Rad Protein  Assay
(Bradford method)
1 Standard protein mg/ml - Bovine Serum Albumin
(BSA) 3-5 diluion  proteinstandard ~ 1,3,57  9ng/ml
2 (i )
3. Standard solution sample solution
80 d
4. Dye reagent concentration tube 20
vortex
5 5 1
6. Cuvettes 595
595 nm
ELISA
ELISA

Checkerboard titration
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L Antigen  0.05 M Carbonate-bicarbornate buffer pH 9.6
12,3 4ligml

2. Antigen 100 ¢

3. 3r C 1 4°¢

4, Antigen Washing solution (Tween20-PBS)

Microshaker 2

o) 1% BSA  PBS pH 7.4-0.02 %
sodium azide 150 1 3rec

6. 2

1 Pool positive reference  Pool negative
reference 1:100, 1:200, 1:400, 1:300
diluent 100 (il 31 C 1

8 5

9. Conjugate T-PBS 1:500, 1:1000,
12000  1:4000 100 (i 37 C
1

0. 5

11 Substrate 100 Rl

12 1% SDS (Sodium dodecyl sulfate)

13 405



ProtAg

G
H

Conjugate
dilution

1 mg/ml

Bl
Bl
Bl
Bl
Bl
Bl
Bl
Bl

1:500 11000 1:2000

B =Blank

1:500

2 mg/ml

1:1000 1:2000

A-D = Pool positive reference

E-H = Pool negative reference

Conjugate

Bl

Bl

Bl

Bl

Bl

Bl

Bl

Bl

1:500 1:1000

120

12

Bl

Bl

Bl

Bl

Bl

Bl

Bl

Bl

1:100, 1:200, 1:400,

1:100, 1:200, 1:400,

1:500, 11000,

ELISA

Serum

Dilute

1100

1:200

1:400

1:800

1:100

1:200

1:400

1:800
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Pool Positive reference

Pool Negative reference

1:800

1:800

1:2000
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L Protein Antigen 3 gml

2. Serum Dilution 1:400

3. Conjugate Dilution 1:4,000

Indirect ELISA

1 Antigen 3pgm 0.05 M Carbonate-bicarbormate
buffer pH 9.6 (Coating solution)

2. Antigen 100 pi

3 31 C 1 /
4 C

4, Antigen Washing solution (Tween20-PBS)

Microshaker 2

o) 1% BSA  PBS pH 7.40.02 %
sodium azide 150 p 1 3r C

6. 2

1 Poal positive reference Pool negative
reference 1:400 diluent 100
pi 3r°c 1

8 5

9 Conjugate T-PBS 1:4000

100 pi 3rec 1
0. 5

11 Substrate 100 pi 30



12 1% 3SDS
13, 405
Cut-off
+
Negative reference

Cut-off =X + SD of ODs Negative reference

SDS-PAGE
SDS-Polyacrylamide Gel Electrophoresis
(Straining)
(Preparation of gel)
2
Lane(1983)

(Resolvina Gel : 12 %) 5.,
hd 16
30 % acrylamide mix 2.0
15MTris (pH 8.8) 13
10% SDS 0.05
10 % ammonium persulfate 0.05

TEMED 0.002

10 m
33
40
2.5
01
01
0.004

a

Harlow and
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(Stackina Gel : 5% 1. 2,
hd) 0.68 14
30 % acrylamide mix 0.17 033
1.5MTris (pH 8.8) 013 0.25
10 % SDS 001 0.02
10 % ammonium persulfate 001 0.02
TEMED 0.001 0.002
L
2. (Resalving CGel ; 12 %) Plate

35 m. 2 ammonium
persulfate TEMED ddHD)
1m. R

3 ' (Stacking Gel ; 5 %)

Plate (Comb) 30
4, (Comb) Plate Tank
. 1x SDS-Plate Gel Running buffer ~ Tank

( Tank)
6. Antigen 150 pi(  Antigen Antigen150 (il + diluent 150
| 100 °c 3 )



3

(Protein Molecular Weight Marker) 3 fi

100V 110

SDS-PAGE
Commassie Brilliant Blue (Commassie Brilliant Blue Staining)
0.2 % Commassie Blue 30
Destaining solution
ddH2)
Silver (Silver Staining)
Silver Stain Plus Kit (Bio-Rad)

Fixative ( 50 % Methanol, 10% acetic acid, 10%
Fixative Enhancer Concentration, 30% ddHD viv ) 20

ddH2 2 10

Silver reagent (35 m ddH2), 5 ml Silver Complex Solution, 5 ml
Reduction Moderator Solution, 5 ml Image Development Reagent, 50 m
Develooment Accelerator Solution) 15 -
20

5% acetic acid 15

ddHD 5 2



Protein Bloting (Westem Bloting) ~ Immunocetection

L Nitrocellulose paper, support pads filter papers

transfer buffer
2. SDS - PAGE transfer buffer pH 8.3 15-30
3 transfergel -~ sandwich

Support pads - filter paper (anode +) - NCP - gel - filter paper - support pads

4, transfer nitrocellulose membrane
100 Volt 350 mA 1 30 Volt
90 mA

6. Dblot (membrane)  PBS
. Ponceus  (SIGMA) 2-3

8 membrane

9 stip
10 blot (membrane)  Tween20- PBS



W N

(Antibody Detection)

Blocking solution

nitrocellulose membrane

blot  strip (stip strip Tween20 - PBS)

strip

Tween20 - PBS

1100 ( positive control, negative control

)
Tween20- PBS  rocking platform 5

5

strip secondary antibody (conjugate, peroxidase -

labeled anti - human immunoglobulin IgG, 1:1000)
1-2 rocking platform

PBS

substrate solution ( 2,6

- dichlorophenol - indophenol) 5

2 04%2



nitrocellulose membrane

ki

log,0(MW.)

ELISA

Western Blot

(Calbribation curve)
(M{Da)

595

{- test

36

cut-off

24

dye marker
R
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