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Villin . mouse mAb  ABT097 High Sensitive and Rapid
Immunohistochemical Kit
Catalog No. : IHCM6222

Size: 3ml

Immunohistochemical staining, combined with rabbit or mouse primary antibody.

Please read the provided manual as suggested experimental protocols may have changed.
Research Purposes Only. Not Intended for Diagnostic or Clinical Procedures
Introduction

High Sensitive and Rapid Immunohistochemical Kit ,don't need to prepare for fume cupboard and traditional dewaxing equipment. Integrate
the traditional xylene dewaxing three times, gradient ethanol hydration three to five times and antigen repair into one solution, which

effectively reduce the operation procedure and improve the stability of dyeing.

ASSAY FORMAT

MATERTALS INCLUDED

ATRE Item Quantit Storage
s d Condition
20x Dewaxing and repair 278° C
reagent 9A . . 60 mL
two-in-one solution
reagent B Peroxidase seals buffer 3 mL 278° C
anti Rabbit/Mouse polymer 3 mL 278° C
reagent C HRP
secondary antibody
20xDAB high sensitive 150 n L 278° C
reagent D
buffer
1xDAB high sensitive 3 mL 278° C
reagent E
buffer
reagent F Hematoxylin dyeing buffer 3 mL 278° C
reagent G Antibody buffer 3 mL 278° C

ADDITIONAL MATERTALS REQUIRED

1 Heating dye VAT, pipette, repair tank, cover glass
2 absolute alcohol
3 Rhamsan gum

4 PBS
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STORAGE INFORMATION
1 storage requirements: 2°C ~ 8°C sealed storage.

2 Unopened Kits: Store at 2°C ~ 8'Cfor 1 year.

SAMPLE PREPARATION
Paraffin tissue section
Preparation
1. Dilute the 20x reagent A and D to 1x using ddH,O.

2. Each reagent should be placed at room temperature for 5min before use.

Protocol

1. Place reagent 9A working solution in the repair tank and bring to A boil.

2. Sections are placed in boiling reagent A working solution (Metal slicing rack cannot be used, in order to ensure the pH value of the repair
solution), and the liquid completely immerses the tissue .Keep heating for 30 min with small and medium fire.

3. Remove the repair tank from the heating source, and natural cooling to room temperature.

4. Remove the section and put them into a beaker filled with ddH20, then soak them in distilled water for 5-6 times.

5. Drain slides for a few seconds and wipe around the sections with filter paper, apply reagent B ,incubate 15min at room temperature , rinse 3
X 2min with PBS.

6. Drain slides for a few seconds and wipe around the sections with filter paper, the tissue was enclosed with an immunohistochemical pen,
dilute the primary antibody ,apply the primary antibody to the tissue, incubate 45-60min at room temperature or 37 °C, or overnight at4° C
(rewarming 30 min at 37°C ) in a wet box, rinse 3 x 2min with PBS.

7. Drain slides for a few seconds and wipe around the sections with filter paper, apply reagent C, incubate 30 min at room temperature ,rinse 3
X 2min with PBS.

8. Add 1 drop (about 50 1 L) of reagent D into concentrated DAB substrate solution for every 1 mL of reagent E. DAB working liquid is
prepared by mixing evenly. The solution must be prepared and used now, and stored away from light after preparation. Use within 4 hours,
discard the remaining liquid.

9. Wipe off the excess water around the tissues, drop DAB chromogenic agent, observe under the microscope, control the DAB chromogenic
time, the positive signal is brownish yellow or brownish yellow, do not overcolor, rinse the slices with pure water to terminate chromogenic.
10. Wipe off the excess water around the tissues, drop the reagent F hematoxylin staining solution, stain for 5min, and rinse with pure water.
11. Use alkaline water or 1% hydrochloric acid alcohol solution to turn blue for 1min and then wash it or wash it with running water for 5-10
min.

12. 85%, 95% and 100% alcohol were dehydrated for 3min each time. The transparent agent was transparent.

Property

1. Conformity: the positive control (prepared by the experiment) results are positive, and the location of positive coloring should be accurate
without background coloring; The staining results of blank control and negative control were negative.

2. Intra-batch repeatability: there was no significant difference in staining intensity and location of tissue sections from the same tissue source.
3. Repeatability between batches: there was no significant difference in staining intensity and positioning of tissue slices from the same tissue
source with different batches of reagents.

Notes

1. This product is only used for scientific research, not for other purposes.

2. It needs to be used by professionals.

3. Apply appropriate protective measures to avoid contact with skin and eyes.
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5. During the operation, the tissue of the slide should be kept moist. If the slide is dry, non-specific staining results will be caused.

4, waste liquid treatment: harmless treatment, and in line with the relevant environmental requirements.

6. In the process of continuous heating and repair, only small and medium fire is needed to maintain boiling, and do not heat with high fire to
make the dewaxing repair reagent splash out of the beaker.

7. Precautions should be taken during the configuration and use of DAB to avoid contact between reagents and skin and eyes.



