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(For scientific research use only, not for clinical diagnosis!)

Rat Vitamin B3 (VB3) ELISA Kit
Instructions for Use Specifications:

48T/96T

Please read the instructions carefully before use. If you have any questions,
please contact us through the following methods: Official hotline: 025-5229-
8998 Sales department phone: 13914481711 Technical phone: 15950492658
Contact email: 3224949330@qq.com Company website:
www.byabscience.cn For specific shelf life, please see the reagents Box

packaging label. Please use the kit within the shelf life.



When contacting us, please provide the product number and production date (see box label) so that we
can serve you more efficiently.

Nanjing BYabscience technology Co.,Ltd

Website: www.byabscience.cn Official hotline: 025-5229-8998 Supervision phone number:
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Kit performance Detection range: 0.25

nmol/L- 4 nmol/L.

Sensitivity: The lowest detectable dose is less than 0.1 nmol/L.

Precision: intra-batch variation coefficient CV% is less than 10%; inter-batch variation
coefficient CV% is less than 15%.

Recovery rate: The recovery rate is between 85%-115%.

Specificity: This kit recognizes natural and recombinant rat vitamin B3 (VB3) and has no
crossover with structural analogs.

Stability: Stored at 2°C-8°C, validity period is 6 months.

Purpose: Used to detect the concentration of rat vitamin B3 (VB3) in samples such as serum,

plasma, cell culture supernatant and tissue. Shelf life: Stored at 2°C-8°C, valid for 6 months.

Experimental principle

The kit uses enzyme-linked immunoassay method. Biotin-labeled VB3 is used, and the purified
anti-VB3 antibody is coated on the microwell plate. In the competitive inhibition reaction, a certain
amount of solid-phase antibody is used to inhibit the competitive reaction with biotin-labeled VB3 and
non-labeled antigen (calibrator or specimen). The antibody The amount of binding to biotin-labeled
VB3 is inhibited by the amount of non-labeled antigen. The greater the amount of non-labeled antigen,
the less the antibody will bind to biotin-labeled VB3, and vice versa. After the reaction is balanced,
solid-phase antibody-biotinylation is formed. VB3, and then add enzyme-labeled avidin to form a
solid-phase antibody-biotinylated VB3-enzyme-labeled-avidin complex. After adding substrate for
color development, use a microplate reader to measure the absorbance (OD value) at a wavelength of
450 nm. As the VB3 concentration increases, the OD value gradually decreases with a good linear

relationship. This kit has the characteristics of high sensitivity, strong specificity, good repeatability,



simple and rapid operation, and has reliable detection performance for the reduction or increase of VB3

1n serum.
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Tissue homogenate - rinse the tissue with pre-cooled PBS (0.01M, pH=7.4) to remove residual
blood (lysed red blood cells in the homogenate will affect the measurement results), weigh and
cut the tissue into pieces. Mix the minced tissue with the corresponding volume of PBS (generally
at a weight-to-volume ratio of 1:9, for example, 1g of tissue sample corresponds to 9mL of PBS.
The specific volume can be adjusted appropriately according to experimental needs and
recorded. It is recommended to add Protease inhibitor) was added to a glass homogenizer and
ground thoroughly on ice. In order to further lyse tissue cells, the homogenate can be sonicated
or repeatedly frozen and thawed. Finally, centrifuge the homogenate at 5000 x g for 5 to 10

minutes, and take the supernatant for detection.

Urine - Collect in sterile tubes and centrifuge at 2000xg for 20 minutes. Carefully collect the
supernatant. If a precipitate forms, centrifuge again.
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Reagent preparation 1. Before use, all components must be rewarmed
for at least 60 minutes to ensure sufficient rewarming to room

temperature.

2. Concentrated washing liquid: The concentrated washing liquid taken out from the refrigerator will
produce crystals. This is a normal phenomenon. Heating in a water bath will completely dissolve the
crystals. Concentrated detergent and distilled water, dilute 1:20, that is, 1 part of concentrated detergent,

add 19 parts of distilled water.

Operating procedures: Return all reagents and components to room

temperature first. It is recommended to do duplicate holes for standards,

quality control materials and samples.

1. Prepare the working solution of various components of the kit according to the method described in
the previous instructions.

2. Take out the required slats from the aluminum foil bag, seal the remaining slats in a ziplock bag and
return it to the refrigerator.

3. Take out the pre-coated plate from the sealed bag and set up a blank control well without adding any
liquid; set up 2 wells for each calibrator and add 50 pl of the corresponding calibrator into each well;
add the serum to be tested directly to each of the remaining detection holes. Or 50ul of quality control

product.

4. Add 50 pl of biotinylated antigen to all wells except the blank well, mix well, attach sealing film, and
incubate at 37°C for 60 minutes.

5. Manual plate washing: discard the liquid in the wells, fill each well with washing solution, let stand
for 10 seconds and spin dry, repeat 3 times and pat dry. Wash the plate with a plate washer: select the

washing program 3 times and pat dry after washing the plate.



(Tip: In order to obtain ideal experimental results, the residual liquid must be completely
removed. After washing the plate, please proceed to the next step immediately and do not let the
microplate dry.) 6. Add 50 pl of enzyme-labeled avidin to each well (blank (Excluding control

wells), mix well, affix sealing film, and incubate at 37°C for 30 minutes.

7. Manual plate washing: discard the liquid in the wells, fill each well with washing solution, let stand
for 10 seconds and spin dry, repeat 3 times and pat dry. Wash the plate with a plate washer: select the
washing program 3 times and pat dry after washing the plate.
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