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1. measisuladaydundniivlu lalawguunlunsiia

1.1 Acetic acid ANLUNTU 1 % w/v pH -3.5 (1 L)
Glacial acetic acid 1 mL

111Aannlaaay 950 mL

NANTIUNA LAY WaaU5U pH winfu 3.5 Aqe 1 N NaOH diuiifsunmemaneiin

UsAannleeauaumsL 1 ,000 mL

2. BCA assay

2.1 BCA reagent B

Cupric sulfate (5X hydrated) 0.4 g
fsAannlaaay 10 mL

2.2 BCA working reagent
BCA reagent A (Thermo scientific, Germany) 50 mL

BCA reagent B 1 mL

uanlEN U udAU A TN mus UL Nanund 4 °C

q a

3. msdandaasuausiauainaynialauduuluniiiina

3.1 Phosphate buffer saline (PBS) pH 7.4 (1 L)

Disodium hydrogen phosphate 2.39 g
Potassium dihydrogen phosphate 0.19 o]
Sodium chloride 8.00 g
thisrannTlessy 850 m

naNy A N w5y pH WA 7.4 Hae 1 N NaOH U5uiunnsiaeindsimann

laaauauAsL 1,000 mL
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3.2 Phosphate buffer saline (PBS) pH 6.8 (1 L)

Disodium hydrogen phosphate 11.05 g
Glacial acetic acid 953.5 pL
wdsAannlenan 850 m

naNy A N ity pH 191E 6.8 Aae 1 N NaOH U5uiEunnsiaetintsimann

laaauauAsL 1,000 mL

3.3 Phosphate buffer saline (PBS) pH 4.5 (1 L)

Potassium dihydrogen phosphate 6.8 g

fn1s1Aanlanay 850 ml

NgNy AN wiaUsu pH WA 4.5 Aae 1 N NaOH U5uiiunnsiaetintsidann

laaauauAsL 1,000 mL

4. anuassrrasuaudtaunnniiululalauduurlunsaiaa

4.1 Separating gel buffer (400 mL)

Tris HCI 18.15 o]
10% Sodium dodecyl sulfate (SDS) 4 mL
wydsnAanaau 380 mL

150 pH Wil4 8.8 &2 1 N NaOH U5uiBunmsdaziinisnaannleasuaumasy 400 mL iy

Separating gel buffer NauunR 4 °C

q u

4.2 Stacking gel buffer (200 mL)

Tris HCI 3 g
10% SDS 2 mL
1n1l31A’/NNaaL 150 mL

150 pH Wil4 6.8 &z 1 N NaOH d5uiBumssaasindsndainleauanasy 200 mL

a

\fill Stacking gel buffer NAMUNH 4 °C

q u



4.3

10X running buffer (500 mL)
Tris HCI

10% SDS

Glycine

111131A’/NNaaL

150 pH il4 8.8 &g 1 N NaOH d5uiBumssaesindsdainleaauaumsy 500 mL

Wil 10X running buffer ﬁqmugﬁ 4°C

4.4

Sample buffer (20 mL)
Stacking gel buffer
10% SDS

Glycerol

Bromophenol blue

2-mercaptoethanol

\fiL Sample buffer NauuAR 4 °C

5. NN59LATIZN IgG, SIgA, IL-4 waz IFN- Y

5.1

5.2

0.1 M sodium carbonate pH 9.5 (1 L)
Sodium hydrogen carbonate
Disodium carbonate

13Aannlaaay
1/50 pH 19414 9.5 Bae 10 N NaOH

Phosphate buffer saline (PBS) pH 7.0 (1 L)
Disodium hydrogen phosphate

Potassium dihydrogen phosphate

Sodium chloride

Potassium chloride

fAannlaaay

15
10
72
450

50

7.13
1.59

11.6

80

mL

g

mL

mL
mL
mL
mg

mL

r Q@ « «a «
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/50 pH Wil 7.0 &8 10 NaOH 11 phosphate buffer saline #1181 autoclave wazifiy

a

1Angoungi 4 °C

5.3 10% Fetal bovine serum (100 mL)
Inactivated Fetal Bovine serum 10 mL

PBS pH 7.0 90 mL

a

\1 10% Fetal bovine serum 15’5171'ﬂqm1ﬁﬂu 4°C

U

5.4 0.05% Tween 20 (1 L)
Tween 20 0.5 mL
PBS pH 7.0 999.5 mL

a

\fits 0.05% Tween 20 1ananunR 4 °C

U

6. NNFLAENLTAA splenocytes

6.1 Incompleted RPMI 1640 medium (1 L)

RPMI 1640 medium 1 $ilaN
WINAY 1 L
Sodium bicarbonate 2 g

150 pH W14 7.4 uwaznse9d1 membrane 0.22 um 1L incomplete RPMI 1640

medium luanazilasaimangmuni 4 °C

6.2 Completed RPMI 1640 medium (100 mL)

Inactivated Fetal Bovine serum 10 mL
Incomplete RPMI 1640 medium 89 mL
Penicillin/streptomycin 1 mL

150 pH W14 7.4 waznseaii membrane 0.22 um 1AL complete RPMI 1640 medium

Tuannziaenmangungi 4 °C



6.3 Phosphate buffer saline (PBS) pH 7.4 (1 L)

Sodium phosphate 1.44 g
Potassium phosphate 0.24 g
Sodium chloride 8 g
Potassium chloride 0.2 g
li’m@;/u 1 L

150 pH 114 7.4 uaznseadnu membrane 0.22 um 1iu PBS pH 7.4 Tuantizdaan

2
=

\TaNgUUYH 4 °C

u

6.4 ACK lysing buffer (1 L)

Ammonium chloride 8.3 g
Sodium bicarbonate 1.0 g
Disodium EDTA 0.036 g
‘Lijqﬂi\oll/u 1 L

150 pH Wil 7.4 uaznseadne membrane 0.22 um i ACK lysing buffer Tugnnag

UaasEananuni 4 °C

q a
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q. nmﬂmmg'm

1. nsnnsgruradladauiunitAs1snaAae3s BCA assay

y =2.1456x + 0.2120
R?=0.9959

1.5 A

Absorbance
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Absorbance
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y =2.1958x + 0.2345
R?=0.9982

0.2 0.4 0.6 0.8 1 1.2
Conc. OVA (mg/mL)

5% 2.3 AaudniutszndeAnIganauLasuarANdinduaesladay vl PBS pH 6.8

Absorbance

y =2.3242x + 0.2586
R%?=0.9952

0.2 0.4 0.6 0.8 1 1.2
Conc. OVA (mg/mL)

5UN 2.4 AvnduriussendernisganauuauazmNdindusestadayiuly PBS pH 7.4



2. nsanasgIvrasanNdnduradldlnAaunIiAsIzRalEAtiA ELISA
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y =0.0017x - 0.0323
R?=0.9983

5UN 2.5 PouANTUIENI e ANNIRANAULAIRAZANNEINTUTRY IL-4

y = 0.0006x - 0.0120
R?=0.9992
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