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Canine parvovirus IgG ELISAKit

Catalog No.: BCEK1009

Size: 96 T x 2

Storage and Expiration: Store at 2-8℃ in dark for one year.

Application: For qualitative detection of the dynamic level of antibody against Canine parvovirus to

guide immunization prevention, assess the immune status of Canine parvovirus vaccine, and be used

for epidemiological investigation of the disease.

Kit components
1. Two 96-well plate pre-coated Canine parvovirus IgG plate (96 tests x 2)

2. Negative control: 1 ml

3. Positive control: 1 ml

4. HRP conjugated reagent: 22 ml

5. Sample diluent buffer: 40 ml

6. TMB Substrate A: 12 ml

7. TMB Substrate B: 12 ml

8. Stop solution: 12 ml

10. Wash buffer (20 x): 40 ml (Dilute with water to 800 ml, store at 4℃ for 2-6 months. Take out at RT

one day ahead.)

11. Plate sealer: 2

12. Serum dilution plate: 2

13. Reagent loading slot: 2

Material Required But Not Provided
1. Precise pipette with 8 channels and disposable pipette tips

2. Measuring cylinder 500 ml

3. Spectrophotometer

4. Distilled water or deionized water

Protocol

 Preparation of sample and reagents

Serum
Collect 20 µl of venous blood from ear margin to a centrifuge tube. Do not shake the centrifuge tube to
avoid hemolysis. Placed at 4℃ for 1h. Then centrifuge for 5 min at 1,000 rpm. Collect the supernatant
(Pale yellow) for assay. If not analyze immediately, please store at -20℃.
Dilute serum with sample diluent buffer at 1:100. (i.e. Add 1 µl serum into 99 µl sample diluent buffer
work solution). Mix samples thoroughly before adding into plate. Pipette tips should be changed each
time when dilute different samples.
Note: 1. Try best to avoid hemolysis for serum.

2. Negative & positive controls are RTU, unnecessary to dilute.
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 Assay procedure
1. Balance all reagents to room temperature and shake each reagent before use.
2. Set standard, test sample and control (zero / blank) wells on the provided plate respectively, and then,
record their positions. It is recommend to measure each standard and sample in duplicate.
3. Add 100 μl of Positive control (Kit component 3) into A1 & B1 wells.
4. Add 100 μl of Negative control (Kit component 2) into A2 & B2 wells.
5. Add 100 μl of diluent sample (1:100) into other wells, and make a record.
6. Cover the plate and incubate at 37℃ for 20 min.
7. Discard the liquid of wells into the waste liquid tank, add 250µl wash buffer in each well. (Wash buffer
(20 x) (Kit Component 10) should be diluted to 1 x with distilled water with deionized water before
use. If there is crystallization, it should be dissolved before diluting.) Wash the plate 3 times, each
time for 30S. Dry the remained liquid in the well with a towel or paper towel.
8. Add 100 μl of HRP conjugate reagent (Kit Component 4) to the above wells.
9. Incubate at 37℃ for 20 min. Repeat step 7.
10. Add 50 μl of TMB Substrate A (Kit Component 6) and then, add 50 μl of TMB Substrate B (Kit
Component 7) into each well.
11. Incubate at 37°C for 10 min in dark. Add 50 μl of Stop solution (Kit component 8) into each well and
measure the absorbance at 450 nm immediately(O.D.450).

 Calculation
1. O.D.450 of negative control: (A2 + B2) / 2=NC, NC should be equal or less than 0.3 (≤ 0.3)

2. O.D.450 of positive control: (A1 + B1) / 2=PC, PC should be greater than 0.3 (＞0.3)

3. P/N = O.D. of sample / N. If NC≤ 0.1, then N = 0.2+ NC; If NC＞0.1, then N = NC

4. Evaluation: P/N ≥ 2, the test samples are positive;

2≤ P/N ＜3, the test samples are weakly positive;

P/N ≥3, the test samples are strongly positive.

5. If there is no microplate reader, please do NOT add stop solution into each well, end users can
evaluate the results by color. If the blue color of sample well is obviously darker than NC well, then the
result is positive, otherwise is negative.

Precautions
1. If the Qty of the testing samples is more, please dilute all samples at Serum dilution plate (Kit

Component 12) first, then add the diluted samples to the plate to ensure the consistent reaction time.

2. The A1 & B1 and A2 & B2 are fixable in the plate, please add the correct reagents respectively.

3. Different Reagent loading slots (Kit Component 13) should be used for different samples or reagents

to avoid cross contamination.

4. Store the kit at 2～8℃. Balance to RT before use and put back to 2～8℃ after use.

5. Do not use the reagents after expiry and do not interchange individual reagents between kits of

different lots.

6. Removal, timing and washing during the process must be precise. Avoid hemolysis when collect

serum. If the hemolysis is serious, please give up and re-collect.
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