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STEP LuL/WELL DiLution || BUFFER INCUBATION
Coat with Capture Antibody - Purified a-mouse IgE _ 1hr.37°C
IgE — Pharmingen Cat. # 553413 100 1:250 PBS Overnight 4°C
Wash Plates 3 times 300 PBS + Tween
Block the Plate 200 Blocking Buffer || 30 min. RT
Wash Plates 3 times 300 PBS + Tween
Apply Standards and Samples 9 hrs. RT
Standard - Start with 0.5 ug/mL and do 1:2 serial dilutions 50 Blocking Buffer Overni .ht 4°C
Samples - Start with 1:20 and do 1:4 serial dilutions g
Wash Plates 3 times 300 PBS + Tween
Incubate with Detection Antibody - Biotin a.-mouse IgE , .
IGE — Pharmingen Cat, # 553419 50 1:500 Blocking Buffer 1hr.RT
Wash Plates 6 times 300 PBS + Tween
Incubate with 2° Antibody - Streptavidin-AKP . . ,
SA-AKP — Pharmingen Cat. # 554065 25 1:1000 || Blocking Buffer || 30 min. RT
Wash Plates 6 times 300 PBS + Tween
Add Substrate and Develop - PNP Until Highest
PNP - Sigma Cat, #104-0 200 1mg/mL TM Buffer Star;‘%asrc(j)fR;gghes
Detect Absorbance at 405 nm on ELISA Plate Reader
ELISA protocol developed using Immulon Il plates from Dynex, Cat #3455.
Manufacturer Phone Numbers:
1. Pharmingen - 877.232.8995
2. Sigma - 800.325.3010
3. Dynex — 703.631.7800
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IgE ELISA BUFFERS

1. Phosphate Buffered Saline (PBS) 2. Blocking Buffer
NaCl 80.0 g PBS
NazHPO4 1169 Fetal Bovine Serum 10%
KH2PO4 209 Store at 4°C
KCl 209
AdjustpHto 7.4

ddH20 to 10 liters
Store at Room Temperature (RT)

3. PBS + Tween 4. TM Buffer
PBS Sigma 7-9 Tris 242.2 g
Tween-20 0.05% 0.3M MgCl,  2.0mL
Store at RT Adjust pHt0 9.8
ddH.0 to 2L
Store at RT
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