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

Human cubital hip protein (CUBN)
quantitative detection kit (ELISA)
instruction manual Specification:

96T/48T Catalog No.: SYP-H2414

Purpose: Used to detect human elbow-hip protein in serum, plasma,
cell culture supernatant and other samples

(CUBN) concentration.
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Please read the instructions carefully before use. If you have any
questions, please contact us via:

Official hotline: 400-999-8863

Technical phone number: 18358180525

Email: UpingBio@163.com

Company website: www.upingbio.com For specific shelf life,
please refer to the outer packaging label of the Kkit. 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.
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[Kit performance]
Physical properties: Each liquid component is clear and transparent,
with no sediment or floc. Microplate aluminum foil bags should be
vacuum packed without damage or leakage.
Calibration curve linearity: The correlation coefficient r value of the
calibrator dose-response curve is greater than or equal to 0.9900.
Precision: intra-batch variation coefficient CV% is less than 10%;
inter-batch variation coefficient CV% is less than 15%. Sensitivity: The
lowest detectable dose is less than 0.156 ng/ml.
Recovery rate: The recovery rate is between 85%-115%.
Sensitivity: This kit recognizes native human elbow and hip protein
(CUBN) and has no crossover with structural analogs. Stability: Stored

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

Detection range: 0.625 ng/ml - 20 ng/ml.
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[ Experimental principle]

This kit uses a double-antibody sandwich enzyme-linked immunosorbent
assay (ELISA). In the microwell enzyme plate pre-coated with anti-human
elbow and hip protein (CUBN) antibody (solid-phase antibody), add human
elbow and hip protein (CUBN) calibrator and sample to be tested, then add
biotin-labeled antibody, and after warming After incubation and sufficient
washing, HRP-coupled avidin is added. After incubation and sufficient washing,
unbound components are removed, and a solid-phase antibody-antigen-biotin-
labeled antibody-avidin is formed on the solid surface of the microplate.
Sandwich complexes of enzymes. Add TMB chromogenic solution to produce
a blue product. Under the action of the stop solution, it is finally converted into
yellow. The absorbance (OD value) is measured on a microplate reader at a
wavelength of 450nm. The absorbance (OD value) is related to the human
elbow hip protein in the sample to be tested. (CUBN) concentration is
positively related. By fitting the calibrator curve, the concentration of human

elbow and hip protein (CUBN) in the sample can be calculated.



Website: www.upingbio.com Official hotline: 400-999-8863 Supervision phone number:

o1r011ET A

Page 4 of 20



UpingBio technology Co.,Ltd

[Kit components and storage]

Components quantity Main
Calibrator High Standard 2 vial Calibrator freeze-
Calibration solution Reconstitution 2 vial PBS
Calibrators & Standard &
Sample Diluents Sample Diluent 2>mb PBSIN
coated microplate | Microelisa Stripplate 96T/48T Pre-coated solid phase
biotin antibody Bio-Antibody 10mL biotin antibody
HRP-
HRP labeled avidin 10mL HRP labeled avidin
Conjugate
TMB chromogenic TMB 10mL TMB
stop solution Stop Solution 6mL acidic solution
20xconcentrated | 20X Wash Solution 25mL 0.05%Tween20
manual manual 1 serving --
Ziplock bag Ziplock bag 1 --
self-adhesive self-adhesive 4 pieces --

Note: 1. Before use, please check whether the label and quantity

of the reagents in the kit are consistent with the table.

2. The test kit should be stored at 2-8°C. Expired test kits must not be used.

3. If the coated microplate is not used up in a single time, remember to seal it

and store it at 2-8°C.

4. The reconstituted calibrator can only be used on the same day.



5. If the components of the kit need to be used again, please ensure that they
have not been contaminated since the last use.
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Steps for redissolving the calibrator: Redissolve the calibrator with the
calibrator reconstituted solution. Add all the liquid in one bottle of the
calibrator reconstituted solution to the bottle of calibrator freeze-dried
powder. Vortex gently to ensure thorough mixing. , the concentration of the
mother solution of the calibrator after redissolution is 40 ng/ml, mix
thoroughly before dilution.

Calibrator mother solution dilution steps: Let the calibrator working
solution stand for 1-2 minutes before dilution, and dilute the calibrator
mother solution with the calibrator & sample universal diluent. Double
dilution method: Take 7 EP tubes, and Add 500 pL calibrator & sample
diluent, pipet 500 pL from the 40 ng/ml calibrator mother solution into the
first EP tube, mix well to prepare a 20 ng/ml calibrator working solution,

and follow this step in sequence. Pipette and mix. As shown on the following

page.
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40ng/ml
Recommended dilution concentration of calibrator: It is recommended

to prepare the following concentrations: 20, 10, 5, 2.5, 1.25,
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0.625, 0 ng/ml, and used as the calibrator concentration value of the fitted
standard curve.

Tip: Add the calibrator & sample universal diluent directly to the last
tube as the 0 value. There is no need to draw liquid from the penultimate
tube. The diluted calibrator working solution needs to be prepared and

used immediately.

[ Operating Procedure]

Recommended sample dilution scheme: It is recommended that
teachers conduct preliminary experiments to explore the optimal dilution
ratio of samples before conducting formal experiments.

All reagents and components should be returned to room temperature first.
It is recommended to perform duplicate wells for calibrators, 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. Set up the calibrator hole, sample diluent hole, blank hole and sample
hole. Add 50 pL of calibrator of different concentrations to each of the
calibrator holes. Add 50 uL of sample diluent to the sample diluent hole. Do not
add any to the blank hole. Add the test well to the sample hole. Sample 50puL.
Except for the blank wells, add 100uL of biotin antibody to each well, cover the
reaction plate with a sealing film, and incubate in a 37°C water bath or

incubator in the dark for 60 minutes.

4. Uncover the sealing film, discard the liquid, pat dry on absorbent paper,
fill each well with washing solution, and let it sit.
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9. The kit is for research use only. If it is used for clinical diagnosis or any
other purpose, our company will not be responsible for any problems arising

therefrom, nor will we assume any legal liability.
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[ Experimental experience]
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[ Experimental experience]
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