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4. Add 100pL of Detection ReagentB working solution to each welf. Cover
with a new Plate sealer. Incubate for 1 hour at 37°C.

. Repeat the aspiration/wash process for 5 times as conducted in step 3.

. Add 90uL of Substrate Solution to each well. Cover with a new Plate sealer.
Incubate within 10-20 minutes at 37°C. Protect from light.

. Add 50pL of Stop Solution toeach well. If color change does not appear
uniform, gently tap the plate to ensure thorough mixing.

. Determine the optical density of each well atonce, using a microplate
reader setto 450 nm.
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standard curve by reducing the data using computer software capable of
generating a four parameter logistic (4-PL) curve-fit. As an alternative,
construct a standard curve by plotting the mean absorbance for each standard
on the x-axis against the concentration on the y-axis and draw a best fit curve
through the points on the graph. The data may be linearized by plotting the log
of the target antigen concentrations versus the log of the O.D. and the best fit
line can be determined by regression analysis. It is recommended to use
professional software to do this calculation, such as CurveExpert. This
procedure will produce an adequate but less precise fit of the data. If samples
have been diluted, the concentration read from the standard curve must be
multiplied by the dilution factor.

the crystals have completely dissolved. The reconstituted Standards,
Detection Reagent A and B can be used only once.
2. To ensure accurate results, proper adhesion of plate sealers during

incubation steps is necessary. Do not allow wells to situncovered for
extended periods between incubation steps. Once reagents have been

added to the well strips, DO NOT let the strips DRY at any time during the
assay.

I

3. To avoid cross-contamination, change pipette tips between additions of
each standard level, between sample additions, and between reagent
additions. Also, use separate reservoirs for each reagent.

4. The wash procedure is critical. Insufficient washing will resultin poor
precision and falsely elevated absortvance readings.

5. Substrate Solution is easily contaminated. Please protect it from light.

6. Kits from different batches may be a little differentin detection range,
sensitivityand color developing time.Flease perform the experiment exactly
according to printed instruction inside in the kit while electronic ones from
our website is for reference only.

7. Do not substitute reagents fromone lot to another. Use only the reagents
in the same kit supplied by manufacturer

8. Even the same operator might get different results in two separate
experiments. In order to getbetter reproducible results, the operation of
every step in the assay should be controlled. Furthermore, a preliminary
experiment before assay for each balch is recommended.

9. Each kit has been strictly passed Q.C test. However, results from end users
might be inconsistent with our in-house data due to some unexpected
transportation conditions ordifferent lab equipments. Intra-assay variance
among kits from different batches might arise from above factors, too.

10.Kits from different manufacturers for the same item might produce different
results, since we haven't compared our products with other manufacturers.

11.Period of validity: six months.

12.The instruction manual also suit for the kit of 48T, but all reagents of 48T
kit is reduced by half.

i i i gt is an acid solution. Wear eye, hand,
- his material.
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