NIANUIN
#enmne g waznsLATEN
1. SnendnviunnsaRaueLAIaY
1.1 0.1 M Tris buffer pH 7.4
Tris base 12.1
Distilled water 100

150 pH WA 7.4 1309 4 eertadiag

1.2 2% deoxycholate in tris buffer
Sodium deoxycholate 0.4
0.1 M Tris buffer pH 7.4 20

& o =
LN 4 BNANLTALTEER

1.3 0.85% sodium chloride (normal saline solution: NSS)
NaCl 0.85
Distilled water 100

LN AN NTia

2. UENAUSUNNINARRLANLAT ELISA

2.1 Coating buffer (carbonate buffer pH 9.6)

Na,CO, 1.59
NaHCO, 2.93
Distilled water 1000

150 pH 1814 9.6 fiag 1 M NaOH 1Ll 4 asrLtaEia s
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ml

ml

ml

ml



2.2 Phosphate buffer saline pH 7.4 (PBS pH7.4)
NaCl
KCI
Na,HPO, (anhydrous)
KH,PO,
Distilled water

15U pH 1flu 7.4 iiunenmnivies

2.3 Washing buffer (0.05% tween-20 114 PBS pH 7.4)
Phosphate buffer saline pH 7.4
Tween-20

& o =
LN 4 BNANLTALTEER

2.4 Blocking reagent (1% BSA 11 PBS pH 7.4)
Phosphate buffer saline pH 7.4
Bovine serum albumin

a4 ey ¥
LETRINGAIEES

2.5 Sample diluent (0.1% tween-20 11 PBS pH 7.4)
Phosphate buffer saline pH 7.4
Tween-20
Ui 4 eernaaTes
2.6 Conjugate diluent (0.5% BSA lu PBS pH7.4)
Phosphate buffer saline pH 7.4
Bovine serum albumin

= ' 5 o
Lm?ﬂwﬂﬂusl‘ﬁﬂﬂﬂﬂ

8.0
0.2

0.2
1000

1000
0.5

25
0.25

250
0.25

50
0.25

Q Q@ «a @

ml

ml

ml

ml

ml

ml

ml
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2.7 Substrate diluent (0.1 M citric acid phosphate buffer pH 5.0)

Citric acid.H,O 7.30
Na,HPO, 9.47
Distilled water 1000

150 pH 1 5.0 1LT 4 eATalTaa

2.8 Substrate (OPD: ortho-phenylene diamine)

Substrate diluent 10
OPD 37
30% H,0O, 10

Tagnanla AR Aulunde a1l 2 daTug

2.9 Stop reagent (4N H,SO,)

Conc. H,S0, 54.4
Distilled water 500
TN R bGP

3. UNENANMSTUNINAZaLALAE IHA

3.1 Phosphate buffer saline pH 7.2 (PBS pH7.2)

NaCl 8

KCI 0.2
Na,HPO,.2H,0 1.6
KH,PO, 0.2
Distilled water 1,000

a v

U5 pH 1w 7.2 iU divias

u
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ml

ml

mg

ml

ml
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3.2 Phosphate buffer saline pH 6.4 (PBS pH6.4)

NaCl 8.76
Na,HPO, (anhydrous) 1.20
KH,PO, 0.26
Distilled water 1000

a v

15U pH 1w 6.4 iuNgMnRTias
3.3 10% sodium azide
NaN, 1.0
Distilled water 10

< o "y
INUNYUNY N

3.4 0.5% BSAin PBS pH 7.2
BSA 0.5
PBS pH 7.2 100

© A =
MNLUN 4 BIALTEALEA

3.5 0.5% BSA in PBS pH 7.2 with 0.1% Sodium azide

BSA 0.5
PBS pH 7.2 100
10% sodium azide 1.0

& o =
LN 4 BNANLTALTEER

3.6 1:20,000 tannic acid in PBS pH 7.2
Tannic acid 0.01
PBS pH 7.2 200

& = =
LN 4 NANLTALTLA

ml

ml

ml

ml

ml

ml
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3.7 2.5% glutaraldehyde
30% glutaraldyhyde 1.67 ml
NSS 20 mi

= o a ¥
WTeINT LN naLld

3.8 PBS pH 7.2 with 0.1% sodium azide
PBS pH 7.2 100 mi
10% sodium azide 1.0 m

© o =
NUN 4 ANANLTALTEA

4. Ynendnsunimedau il

4.1 Bradford reagent

Coomassie blue G250 0.01 g

Ethanol anhydrous 4.7 mi
Phosphoric acid (86.2%) 10 ml
Distilled water 85.3 ml

NIBIARENTZANNTEY Whatman UNIead 1 LALNgMNRied

¥ o o = a s a aa ~ P
5. uﬁmmﬂfi?uiwaﬂtmmimmL’%lﬂL@ﬂTM?WQ?GﬁNLLUUNL‘MmL@@

5.1 Acrylamide/bis (30 %T, 2.67 %C)

Acrylamide 29.2 g
N’N’-bis-methylene-acrylamide 0.8 g
Distilled water 100 mi

fvluaandan Ngungiiviesldlflszunn 1 e

5.2 1.5 M Tris-HCI, pH 8.8
Tris-base 18.2 g
Distilled water 100 ml

150 pH W14 8.8 1% 4 aertadiag



5.3 0.5 M Tris-HCI, pH 6.8
Tris-base

Distilled water

150 pH Bilé 8.8 1ALT 4 aeALTaLTeE

5.4 10% SDS
Sodium dodecy! sulfate
Distilled water

< A a v
INUNGUNY v

5.5 Stock sample buffer
Distilled water
0.5 M Tris-HCI, pH 6.8
10% SDS
40% glycerol
0.5% bromophenol blue (w/v)

[~3 dl a v
NUNYUNINUNBN

5.6 SDS reducing buffer
2-mercaptoethanol
Stock sample buffer

= o a U
LTINS N B LT91

5.7 10x-electrode (Running) buffer, pH 8.3

Tris-base
Glycine

SDS

Distilled water

& = =
LN 4 NANLTALTEA

6.1
100

10
100

4.8
1.2
2.0
1.0
0.5

50
0.95

30.3
144.0
10.0
1000

ml

ml

mil
mi
mi
mi

ml

L

ml

ml



5.8 12% separating gel
Distilled water
30% acrylamide-0.8% bisacrylamide
1.5 M Tris-HCI, pH 8.8
10% SDS
10% ammonium persulfate

TEMED

5.9 4% stacking gel
Distilled water
30% acrylamide-0.8% bisacrylamide
0.5 M Tris-HCI, pH 6.8
10% SDS
10% ammonium persulfate

TEMED

6. henduiudianlannaiiug (Coomassie blue R-250)

6.1 A172LQ1¢ coomassie blue R-250
Coomassie blue R-250
Methanol
Acetic acid
Distilled water

< o "y
INUNYUNY N

6.2 Destain solution |
Methanol
Acetic acid
Distilled water

[~3 dl a v
NUNYUNINUBN

1.66
2.0
1.25

50
25

2.5

3.05
0.65
1.25
50
25

5.0

0.5
800
140
1,060

500
100
400

ml
ml

ml

L

L

ml
ml

ml

L

L

ml

ml

ml
ml

ml
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6.3 Destain solution Il

Methanol 50
Acetic acid 70
Distilled water 880

[~3 dl a v
NUNYUNINNBN

ml
ml

ml
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B39 1 HANTIATIRMUBURALBRTHA IgM FaedE ELISA Wandaumngu ulaslamafinas

FNAURIAUALANANA

HEA IgM SA IgM DEA IgM
oD

NANAL (NANAILAN| NANAI |[NANAILAN|NANAIUAN| NANAIL

ANLN Al ANLN AUl 9N ANAL
0.0 0 0 0 8 0 17
0.1 0 9 0 62 0 7
0.2 1 17 0 57 0 50
0.3 0 29 0 35 0 20
0.4 1 34 0 19 1 16
0.5 3 23 1 8 0 7
0.6 2 26 1 1 1 3
0.7 3 16 0 1 4 2
0.8 4 8 0 4 1 3
0.9 4 12 2 1 1 1
1.0 1 6 2 1 2 1
1.1 2 4 7 0 3 0
1.2 4 3 8 2 1 2
1.3 4 3 6 0 2 0
1.4 1 2 6 1 2 1
1.5 7 1 7 1 3 1
1.6 1 0 5 0 5 0
1.7 4 4 6 0 2 0
1.8 5 0 4 1 4 1
1.9 3 1 6 0 4 0
2.0 35 4 24 0 49 0
TN 85 202 85 202 85 202
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P3N 2 NANTIRTIAMIUAURALEATHA IgG faeRt ELISA awnasumgululaslamnasinas

ANAURIRUNLANANA

HEA IgG SA IgG DEA IgG
oD

NANAL (NANAILAN| NANAI |[NANAILAN|NANAIUAN| NANAIL

ANLN Al ANLN AUl 9N ANAL
0.0 0 0 0 3 0 16
0.1 3 8 1 35 6 84
0.2 16 27 0 29 3 41
0.3 9 42 2 29 4 19
0.4 8 32 3 23 7 2
0.5 3 19 6 20 4 8
0.6 7 24 6 5 5 2
0.7 3 8 5 13 4 1
0.8 6 11 3 9 3 4
0.9 3 3 1 4 1 2
1.0 2 7 5 5 4 2
1.1 1 2 2 6 0 0
1.2 2 6 5 5 2 0
1.3 5 0 2 3 3 1
1.4 2 1 3 1 1 1
1.5 0 1 0 1 2 2
1.6 0 0 3 1 3 2
1.7 2 0 3 2 1 1
1.8 0 0 0 4 1 1
1.9 0 0 2 0 0 2
2.0 13 11 33 4 31 4
TN 85 202 85 202 85 202




LNZALLAURIRUALANANAL

a a da’ v ac dl A =3 A
A9 3 mansasanLeusuensaaialinalls fAaeds IHA WelrdeLAReALAS

IHA SA IHA DEA
lowmas
NANAIL |[NANAYLAN| NANAI |[NANAILAN
ANLIN AUl ANLIN AUl
<1:50 1 141 16 192
1:50 0 46 7 8
1:100 0 3 17 2
1:200 2 6 14 0
1:400 4 6 5 0
1:800 8 0 17 0
1:1,600 7 0 5 0
21:3,200 63 0 4 0
TN 85 202 85 202
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P3N 4 HANTIRIIAMIUAUALERTHA IgM AotdT ELISA Wanaauugululaslamasings

AREILALALAL HEA

NANAIUANAL

oD

BB ST MT DN ANA SY T | deAN (%)
0.0 0 0 0 0 0 0 0 0(0)
0.1 2 0 4 1 1 1 9 9(4.5)
0.2 6 0 1 4 4 2 17 26 (12.9)
0.3 13 1 3 4 4 4 29 55 (27.2)
0.4 18 2 2 3 5 4 34 89 (44.1)
0.5 11 2 4 3 2 1 23 112 (55.4)
0.6 19 4 0 2 1 0 26 138 (68.3)
0.7 12 0 0 2 1 1 16 1564 (76.2)
0.8 4 0 2 0 1 1 8 162 (80.2)
0.9 6 2 2 0 0 2 12 174 (86.1)
1.0 3 0 1 0 1 1 6 180 (89.1)
1.1 0 1 1 0 0 2 4 184 (91.1)
1.2 3 0 0 0 0 0 3 187 (92.6)
1.3 1 0 1 0 0 1 3 190 (94.1)
1.4 0 1 0 1 0 0 2 192 (95.0)
1.5 0 1 0 0 0 0 1 193 (95.5)
1.6 0 0 0 0 0 0 0 193 (95.5)
1.7 1 3 0 0 0 0 4 197 (97.5)
1.8 0 0 0 0 0 0 0 197 (97.5)
1.9 0 1 0 0 0 0 1 198 (98.0)
2.0 1 2 1 0 0 0 4 202 (100.0)
R EY 100 20 22 20 20 20 202
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P3N 5 NANTIRTIAMIUAUALEATHA IgM AotdT ELISA Weandauugululaslamasings

ANEILALALAL SA

NANAIUANAL

oD

BB ST MT DN ANA SY T | deAN (%)
0.0 1 0 4 0 3 0 8 8 (4.0)
0.1 25 2 7 7 12 9 62 70 (34.7)
0.2 33 1 7 8 2 6 57 127 (62.9)
0.3 26 2 0 1 1 5 35 162 (80.2)
0.4 11 3 2 2 1 0 19 181 (89.6)
0.5 3 3 1 1 0 0 8 189 (93.6)
0.6 0 1 0 0 0 0 1 190 (94.1)
0.7 0 0 0 0 1 0 1 191 (94.6)
0.8 1 3 0 0 0 0 4 195 (96.5)
0.9 0 1 0 0 0 0 1 196 (97.0)
1.0 0 1 0 0 0 0 1 197 (97.5)
1.1 0 0 0 0 0 0 0 197 (97.5)
1.2 0 1 1 0 0 0 2 199 (98.5)
1.3 0 0 0 0 0 0 0 199 (98.5)
1.4 0 0 0 1 0 0 1 200 (99.0)
1.5 0 1 0 0 0 0 1 201 (99.5)
1.6 0 0 0 0 0 0 0 201 (99.5)
1.7 0 0 0 0 0 0 0 201 (99.5)
1.8 0 1 0 0 0 0 1 202 (100.0)
1.9 0 0 0 0 0 0 0 202 (100.0)
2.0 0 0 0 0 0 0 0 202 (100.0)
R EY 100 20 22 20 20 20 202
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FN3IN 6 NANTIRTIAMUAUALEATHA IgM AaedT ELISA Wanaauugululaslamasings

AREILALFLAL DEA

NANAIUANAL

oD

BB ST MT DN ANA SY T | deAN (%)
0.0 7 0 3 0 4 3 17 17 (8.4)
0.1 35 2 12 7 9 12 7 94 (46.5)
0.2 29 1 2 8 5 5 50 144 (71.3)
0.3 16 2 1 1 0 0 20 164 (81.2)
0.4 9 3 2 2 0 0 16 180 (89.1)
0.5 1 3 1 1 1 0 7 187 (92.6)
0.6 2 1 0 0 0 0 3 190 (94.1)
0.7 1 0 0 0 1 0 2 192 (95.0)
0.8 0 3 0 0 0 0 3 195 (96.5)
0.9 0 1 0 0 0 0 1 196 (97.0)
1.0 0 1 0 0 0 0 1 197 (97.5)
1.1 0 0 0 0 0 0 0 197 (97.5)
1.2 0 1 1 0 0 0 2 199 (98.5)
1.3 0 0 0 0 0 0 0 199 (98.5)
1.4 0 0 0 1 0 0 1 200 (99.0)
1.5 0 1 0 0 0 0 1 201 (99.5)
1.6 0 0 0 0 0 0 0 201 (99.5)
1.7 0 0 0 0 0 0 0 201 (99.5)
1.8 0 1 0 0 0 0 1 202 (100.0)
1.9 0 0 0 0 0 0 0 202 (100.0)
2.0 0 0 0 0 0 0 0 202 (100.0)
R EY 100 20 22 20 20 20 202
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P3N 7 HANTIRIIAMUAURALBATHA IgG faeRt ELISA awnasumgululaslamnasinas

AREILALFLAL HEA

NANAIUANAL

oD

BB ST MT DN ANA SY T | deAN (%)
0.0 0 0 0 0 0 0 0 0(0.0)
0.1 1 0 2 5 0 0 8 8 (4.0)
0.2 18 0 2 7 0 0 27 35 (17.3)
0.3 32 0 4 5 1 0 42 77 (38.1)
0.4 23 1 3 2 2 1 32 109 (54.0)
0.5 10 2 2 0 4 1 19 128 (63.4)
0.6 12 3 1 0 4 4 24 1562 (75.2)
0.7 2 2 0 1 1 2 8 160 (79.2)
0.8 1 3 1 0 3 3 11 171 (84.7)
0.9 0 0 3 0 0 0 3 174 (86.1)
1.0 0 1 1 0 1 4 7 181 (89.6)
1.1 0 0 1 0 0 1 2 183 (90.6)
1.2 0 1 0 0 2 3 6 189 (93.6)
1.3 0 0 0 0 0 0 0 189 (93.6)
1.4 0 1 0 0 0 0 1 190 (94.1)
1.5 0 1 0 0 0 0 1 191 (94.6)
1.6 0 0 0 0 0 0 0 191 (94.6)
1.7 0 0 0 0 0 0 0 191 (94.6)
1.8 0 0 0 0 0 0 0 191 (94.6)
1.9 0 0 0 0 0 0 0 191 (94.6)
2.0 1 5 2 0 2 1 11 202 (100.0)
R EY 100 20 22 20 20 20 202
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FN319 8 NANTIATIRMUAUALBATHA IgG faeRt ELISA awnasumgululaslamnasinas

AEILALALAL SA

NANAIUANAL

oD

BB ST MT DN ANA SY T | deAN (%)
0.0 0 0 2 1 0 0 3 3(1.5)
0.1 21 3 3 5 3 0 35 38 (18.8)
0.2 16 3 5 4 1 0 29 67 (33.2)
0.3 15 2 2 4 4 2 29 96 (47.5)
0.4 14 1 2 1 2 3 23 119 (58.9)
0.5 10 3 3 1 2 1 20 139 (68.8)
0.6 3 0 0 0 1 1 5 144 (71.3)
0.7 6 0 1 1 3 2 13 167 (77.7)
0.8 3 0 0 1 1 4 9 166 (82.2)
0.9 2 0 0 1 0 1 4 170 (84.2)
1.0 1 0 0 1 1 2 5 175 (86.6)
1.1 3 0 1 0 1 1 6 181 (89.6)
1.2 3 0 1 0 1 0 5 186 (92.1)
1.3 1 0 1 0 0 1 3 189 (93.6)
1.4 0 1 0 0 0 0 1 190 (94.1)
1.5 0 1 0 0 0 0 1 191 (94.6)
1.6 0 1 0 0 0 0 1 192 (95.0)
1.7 1 1 0 0 0 0 2 194 (96.0)
1.8 0 2 1 0 0 1 4 198 (98.0)
1.9 0 0 0 0 0 0 0 198 (98.0)
2.0 1 2 0 0 0 1 4 202 (100.0)
R EY 100 20 22 20 20 20 202
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FN3IN 9 NANTIRTIAMUAUALEATHA IgG faeRt ELISA awnasumgululaslamnasinas

AREILALFLAL DEA

NANAIUANAL

oD

BB ST MT DN ANA SY T | deAN (%)
0.0 13 0 2 1 0 0 16 16 (7.9)
0.1 54 3 8 5 9 5 84 100 (49.5)
0.2 18 3 3 4 6 7 41 141 (69.8)
0.3 5 2 2 4 4 2 19 160 (79.2)
0.4 1 1 3 1 0 3 9 169 (83.7)
0.5 2 3 1 1 0 1 8 177 (87.6)
0.6 1 0 1 0 0 0 2 179 (88.6)
0.7 0 0 0 1 0 0 1 180 (89.1)
0.8 3 0 0 1 0 0 4 184 (91.1)
0.9 1 0 0 1 0 0 2 186 (92.1)
1.0 1 0 0 1 0 0 2 188 (93.1)
1.1 0 0 0 0 0 0 0 188 (93.1)
1.2 0 0 0 0 0 0 0 188 (93.1)
1.3 0 0 0 0 0 1 1 189 (93.6)
1.4 0 1 0 0 0 0 1 190 (94.1)
1.5 0 1 1 0 0 0 2 192 (95.0)
1.6 0 1 0 0 1 0 2 194 (96.0)
1.7 0 1 0 0 0 0 1 195 (96.5)
1.8 0 1 0 0 0 0 1 196 (97.0)
1.9 0 1 1 0 0 0 2 198 (98.0)
2.0 1 2 0 0 0 1 4 202 (100.0)
R EY 100 20 22 20 20 20 202
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a a dy v aca] dl A (=3 A
A1T19 10 WanNIAIamLauRLeafateiallinglls Faeds IHA WamaeuLdalaen e

UNZAELAURLALN SA

NANAILANAL
Tanasd ’ ’
BB ST MT DN ANA SY CREY AzAN (%)
<1:50 64 10 18 13 19 17 141 141 (69.8)
1:50 30 4 3 6 0 3 46 187 (92.6)
1:100 3 0 0 0 0 0 3 190 (94.1)
1:200 3 1 1 0 1 0 6 196 (97.0)
1:400 0 5 0 1 0 0 6 202 (100.0)
CREN 100 20 22 20 20 20 202

a a di/ % as dl A (=3 A
1919 11 N@ﬂqﬁ‘ﬁli")@‘ﬁ'ﬁLL@HB‘IU@@M@L%@L@HIM@VLH?W AT IHA LUALAAALILNALARALLAS

WNTALLAUALAL DEA

NANAILANAL
Tamad ’ ’
BB ST MT DN ANA SY CREY AzAN (%)
<1:50 98 14 22 19 19 20 192 192 (95.0)
1:50 2 4 0 1 1 0 8 200 (99.0)
1:100 0 2 0 0 0 0 2 202 (100.0)
1:200 0 0 0 0 0 0 0 202 (100.0)
1:400 0 0 0 0 0 0 0 202 (100.0)
CREY 100 20 22 20 20 20 202




