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Kit components and storage Unopened kits should be

stored at 2-8 degrees Celsius. Do not use expired Kits.

Components 48-well configuration | 96-well configuration | Store after opening
Pire:coated enzyme 48T 96T 2-8°C14 days
Standard product 0.3mL*6 tubes 0.3mL*6 tubes 2-8°C 14 days
sample diluent 3ml 6ml 2-8°C180 days
HRP labeled antibodies| 5ml 10ml 2-8°C14 days
Chromogenic substrate | 3ml 6ml 2-8°C180 days
éhromogenic substrate | 3ml 6ml 2-8°C180 days
stop solution 3ml 6ml 2-8°C180 days
20xLotion 15ml 25ml 2-8°C180 days
sealing film 2 sheets 2 sheets

manual 1 serving 1 serving

Ziplock bag 1 1

The concentrations of calibrators are: 20, 10, 5, 2.5, 1.25, 0.625 ng/mL.

Note: 1: Please check whether the label and quantity of the reagents

in the kit are consistent with the table before use.

2: If the components of the kit need to be used again, please ensure that they have
not been contaminated since the last use. 3: If the enzyme plate is not used up in a

single time, remember to seal it and store it at 2-8°C.

Prepare your own test equipment required for the test (not provided, but can assist in

1) Microplate reader capable of detecting
absorbance at 450 nm 2) Pipette, pipette tip,
and sample addition tank 3) 37°C incubator
or water bath 4) Test tubes, centrifuge tubes,

measuring cylinders, etc. for preparing



reagents 5) Distilled water or deionized

water lonized water
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6) Vortex shaker, microplate shaker

Notes 1) For scientific research use only,

not for clinical diagnosis.

2) Use within the validity period marked on the kit. Expired products must not be used.

3) Do not mix with kits or components from other manufacturers. Use the sample diluent provided
with the kit.

4) If the sample value is higher than the highest standard concentration value, please dilute the sample
appropriately and then re-measure.

5) Human anti-mouse and other heterophilic antibodies present in the sample to be tested will interfere
with the test results. Please eliminate this factor before testing.

6) The test results obtained by other methods are not directly comparable to the test results of this kit.

7) Please wear a lab coat and latex gloves for protection during the test. Especially when testing blood
or other body fluid samples, please follow the national biological laboratory safety protection
regulations.

8) JAK Fi HE I TE I TR) R B BEAT I B APRIEHERA 25 SR o BT k7 0 a0 25 A FH i 21 3 Ui
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AP FEMUERASLRI AT, Rio e G R ORAE,  HLiBk S VR R
HHIETE LE——B O ERYIE, SLEIATER 3520 CRGRIRE .
ME—— TR WA MK, FRBEE 30 5740, B0 2000xg 20 7080, WHEME. SLED 547
B2 J5-20 CARIRAE .
m#x——FAFE. FrRREE EDTA Pk, L5 30 7380 NTE 2-8CE L 2000xg 20 73
Bho REERILNREIFEH, BIAE 2-8CHE— BB D 10000xg 10 278 . SLEI 3 HT e 35 -
20°CAGHIRTE
BRI ——x TUHEE MG, ERREFW, F PBS. AHE /KT MBEFRRE—®E. A
EEREBR, ARRITHT, SREBNARETEM. BF 105, AREMSHERE. Xt
TRZHM, BORELS R, A PBS. A /KSHLMBEFRE—E. MAEERER, H
HRATIESRE, AFRBEMUARSRBAR. RORME, 10000—14000xg B4 3-5 43
B, BEFE. SLAIITE T35 -20 CHARIRAE
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 reccommended 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. 3. Substrate: Substrate solutions A and B, mix thoroughly at

a volume of 1:1 before use, and use within 15 minutes after mixing.

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. Set up standard wells, 0-value wells, blank wells, and sample wells. Add 50 puL of standards of
different concentrations to each of the standard wells. Add 50 pL of sample diluent to the 0-value well.
Do not add any to the blank well. Add 50 uL of the sample to be tested to the sample well. .

4. In addition to the blank wells, add 100 pL of horseradish peroxidase (HRP)-labeled detection

antibody to the standard wells, 0 value wells and sample wells.

5. Cover the reaction plate with sealing film and incubate in a 37°C water bath or incubator in the dark
for 60 minutes.

6. Uncover the sealing film, discard the liquid, pat dry on absorbent paper, fill each well with washing

liquid, let it stand for 20 seconds, shake off the washing liquid, pat dry on absorbent paper, repeat this 5



times. If you use an automatic plate washer, please wash the plate according to the operating procedures
of the plate washer. Adding a soaking program for 30 seconds can improve the detection accuracy. After
washing the plate and before adding substrate, pat the reaction plate dry on clean, lint-free paper. (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.) 7. Mix
substrates A and B at a volume of 1:1 Mix thoroughly and add 100 pL of substrate mixture to all wells.
Cover the reaction plate with sealing film and incubate in a 37°C water bath or incubator in the dark for

15 minutes.

8. Add 50 pL of stop solution to all wells, and read the absorbance (OD value) of each well on a 450nm
wavelength microplate reader.
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[Operation flow chart]
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9. Use the concentration of the standard substance as the abscissa and the corresponding absorbance
(OD value) as the ordinate. Use computer software and four-parameter Logistic curve fitting (4-pl) to
create a standard curve equation. Through the absorbance (OD value) of the sample value), use the
equation to calculate the concentration value of the sample. [Calculate using ELISA Calc software. It is
recommended to use four-parameter fitting for the standard curve, but it is not the only fitting method]
10. If the sample is diluted, the concentration value measured by the above method must be multiplied
by the dilution factor to determine the final value of the sample. concentration. Note: Experimenters
need to establish a standard curve based on their own experiments. For each test, a standard curve must

be established for each enzyme plate. The following curves are for reference only!

(Schematic diagram of the music, for reference only)
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[Problem Analysis| If the experimental results are not good, please take pictures of the
color development results in time, save the experimental data, keep the used strips and

unused reagents, and then contact our company's technical support to solve the

problem for you. At the same time, you can also refer to the following information:

[Questions and Answers]

chgryect liquid aspiration or Check pipettes and tips
SPTIS [) K DRAIE TS A2 1117 A (1]
standard curve gradient difference
WA 4 ORAIE e I I TR R s B S LI
i
fie? 75 IS [) K TRAIE TS A2 8% 75 I (]
SCYG TR A IR 1 ik FHERS A S 90 TR
‘ PR ATAANS 2RI HrA B R, (RAE T
B ERIGETC T R L AL 2B
RAMLSEYAEY), widiR
B bR T R B R 2K TR0 kA 2
S I FEREFR R R TR i
b iale BT FFRE b A
BT UN IRAS IERf KA IIE
R IPT AR I AR v i FHHERS IR RE A5 4L
RIER DR 4: RN A
g P bR AR Db A 54 ENYATHL, R 7T It
e ALE, REMAM BN &E
He 2 B BE B
iRl EREE S TC 1 6 PR 1 Y
B ELISA 77 & RAFA 2 20 R R A A 1)

B R 2k OD WM BfE LA L I
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3. B AR SER A5 R SR A Rk . S B SR AR LR 2 I 1 S I 3R Y
SRR BEVIMER, AN T AR EA T 757, AR EAE A R G i s i
FEAMFEN ST, B LR H SR REA T R E, TS 2/M
FEA

4.8 VIRBIFRISIR AR, 1 R AT A A w R G N SRR RR, AN ER A
A X P 7 s TEAR AL IR U TR

5. BT B AR R AR sk ) 2 DA BB I S BB E AN IER, AT RE S EE R R
ST TV A 4 R S 0 A A5 IR B AR

6. RIS AR RN SR BR At T RELE B AL SR A0 AR B R 45 5, A IRIUESS
REIUE, TSR b — D AR

7. RS SR 2l PR RS, AR, ORISR AR SR e 75 A A
IR, PR g R rT RER ) B A — 3

8. AN GA G Hopth ] 5 [F) 287 & BN [R5 VA A I 5] — H B4 K7 i AT
XFEG, BT DAASHERR S I 45 SR A — B

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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