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Immunohistochemical Experiment Report of Cell Drop Tablet

I Experimental equipment and reagents

1.Experimental equipment

Name Manufacturer Model
Slide Wanwu Slide
Jiangsu Shitai Experimental Equipment Co.,
Cover glass 10212432C
LTD.
Vortex mixer Wanwu MX-F
Palm centrifuge wWanwu D1008E
Decolorization shaker Wanwu TSY-B
Pipette gun Dragon KE0003087/KA0056573
Tissue pencil Wanwu WG1066-1
Microscope Nikon E100
Imaging system Japan Nikon Nikon DS-U3
2.Main experimental reagents
Reagent Manufacturer Model Dilution Ratio
China National Pharmaceutical
Anhydrous ethanol Group Chemical Reagent Co., 100092683
LTD
Shanghai Lingfeng Chemical
Xylene 1330-20-7
Reagent Co., LTD
Phosphate buffer saline Wanwu G0002
Bovine serum albumin Wanwu G5001
. Wanwu
Rupture fluid Wanwu G1204
4% Paraformaldehyde China National Pharmaceutical G1101
Neutral gum Group Chemical Reagent Co., 10004160

Primary antibody:
Secondary antibody:

LTD
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Immunohistochemical kit

. Wanwu G1211
DAB chromogenic agent

I Experimental procedure of immunocytochemistry

1. The cell suspension is centrifuged at 2800rpm at 4°C for 5 minutes, the supernatant is
discarded, and 2mL 4% Paraformaldehyde is added for fixation according to the amount of
cells deposited at the bottom. If the cell pellet is not visible to the naked eye, it is centrifuged at
4°C for 10 minutes at 3000rpm.

2. Take the cell suspension resuspended in 4% Paraformaldehyde,centrifuge at 2800rpm at 25°C
for 5 minutes, abandon the supernatant, according to the bottom of the precipitation to add
PBS(PH7.4): (DIf the cell pellet is not visible to the naked eye, it is centrifuged at 25°C for 10
minutes at 3000rpm., when there is still no precipitation, leave about 0.2mL of liquid at the
bottom, add 0.5mL of PBS and mix well, then use a pipette gun to suck up 200uL, and drop it
into a small circle (3cmx2cm ellipse) drawn in advance with a tissue pencil; @)if the amount of
cell precipitation is very small and the similar in size to mung beans, discard the supernatant,
keep the bottom precipitation, add 0.5mL PBS, blow it with a pipette gun and mix it well, then
absorb 200uL, and spread it in the small circle (3cmx2cm ellipse) drawn in advance with the
composition; @if the amount of cell precipitation is large and the size of soybean is similar or
larger, the supernatant should be discarded and the bottom precipitation should be retained, add
2mL PBS, mix with a pipette gun, draw 150uL, and apply it in advance with a group pen in a
large circle(maximum about Scm long side, short edge of about 2cm of the elliptic), how much
the amount of cells under a microscope, if it is still too thick, dilute the cell suspension
double-fold with PBS until the amount of cells is evenly spread under the microscope

3. The cell suspension with pipette gun covered the whole circle, and place the section to dry
naturally.

4. Cell fixation and membrane rupture: draw a circle on the position where the cells are smeared
on the slide with a chemical pen (to prevent the antibody from flowing away), and add
50-100uL of 4% Paraformaldehyde. After fixation at room temperature for 20 minutes, wash
away the fixative, add Rupture working fluid , incubate at room temperature for 20 minutes,
and wash 3 times with PBS for 5 minutes each time.

5. Serum sealing: 3%BSA was added to the circle to evenly cover the tissue, and the tissues are
sealed for 30 minutes at room temperature. (Primary antibody is sealed with normal rabbit
serum from goat source and other sources are sealed with BSA).

6. Primary antibody incubation: the sealing solution is gently removed, the primary antibody
prepared with PBS(PH?7.4) in a certain proportion is added to the sections, and the sections are

placed flat in a wet box and incubated overnight at 4°C.
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7. Secondary antibody incubation: the sections are placed in PBS(PH7.4) and washed by shaking
on the decolorizing shaker 3 times for 5 minutes each. After the sections are slightly shaken
and dried, the tissues are covered with secondary antibody from the corresponding species of
primary antibody and incubated at room temperature for 50 minutes.

8. DAB chromogenic reaction: the sections are placed in PBS(PH7.4) and shaken on the
decoloring shaker 3 times for 5 minutes each. DAB color developing solution newly prepared
is added in the circle after the sections are slightly dried. The color developing time is
controlled under the microscope. The positive is brownish yellow.Rinse the sections with tap
water to stop the reaction.

9. Nucleus counterstaining: the sections are counterstained with hematoxylin stain solution for
about 3 minutes; washed with tap water; differentiated with hematoxylin differentiation
solution for several seconds; washed with tap water; treated with hematoxylin returning blue
solution; washed with running water.

10. Dehydration and mounting: place the section in 75% alcohol for 5 minutes--85% alcohol for 5
minutes--absolute ethanol I for 5 minutes--anhydrous ethanol II for 5 minutes--xylene I for 5
minutes, dehydrated and transparent, remove the sections from xylene and let them dry slightly,
then mount the sections with neutral gum.

11. Visualize staining of tissue under a microscope, acquisitive and analysis image.

II Interpretation of the immunocytochemistry results

The nucleus of hematoxylin stained is blue, and the positive expression of DAB is brownish

yellow.
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