
Elisa Test

● Solutions used:

1. Coating buffer. 15 mM Na 2 CO 3 , 35 mM NaHCO 3 , 3 mM NaN 3 , pH 9.6) 250 ml
2. PBS 250 ml
3. PBS Sigma P4417+0.05% Tween 20 (50 ml)
4. 3% BSA in PBST (1 ml)
5. o-phenylenediamine dihydrochloride (OPD, Sigma P8287). One OPD tablet and one
urea hydrogen peroxide/buffer tablet, dissolved in 20 ml of water, provides 20 ml of
ready-to-use substrate. When the tablet is dissolved in this manner, the final
concentrations will be 0.4 mg/ml OPD, 0.4 mg/ml urea hydrogen peroxide, and 0.05 M
phosphate-citrate, pH 5.0. Tablets are individually packaged in foil packets. OPD yields
a water soluble yellow-orange product when reacted with peroxidase with an
absorbance maximum of 492.The solution should be used in the same day of preparation
6. 2 M H 2 SO 4 50 ml
7. HCL 3M

● Elisa Test

1. Maxisorp 96-well plates (Nunc M9410) were coated overnight at 4°C with 50 µl of the
the proteins in PBS.
2. Wash 03 times with 100ul pbs with 0.01% tween.
3. Block the wells for 1 hr at room temperature with 100 ul of blocking buffer
(PBS-T 1% of BSA).
4. Remove the supernatant by tapping the plate to remove the excess.
5. Incubate with 80 μl of primary antibody (anti-dengue 1:1000 dilution and Anti-Zika 1:1000
dilution) in blocking buffer (PBS-T 1% BSA) for 2 hours at room temperature.
6. Then wash 3x with 100uL PBS-T.
7. Add 50uL of secondary antibody (Anti Mouse monoclonal antibody, 1:10,000 dilution) per
well also diluted in PBS-T 1% BSA. Secondary antibody stays for 1h.
8. wash again, 3x with 100ul PBS-T.
9. Add 50 ul OPD and leave for 15 minutes. After that time add 50uL of 3M acetic acid to
stop the reaction.
10. Read the absorbance at 492nm.


