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9. BIRIER: V)T TUOCRME PIEOERERIE.  (DAPT SHNSURIK: 330-380nm, RS
K 420nm, AN FITC UM 465-495nm, RAHEK 515-555 nm, KEHt: CY3 WUk
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Immunofluorescence protocol (paraffin-slides)

1 Apparatus and reagents

1. 1 Major apparatus

Name Producer Model
Dehydrator Wuhan Junjie Electronics Co., Ltd 1J-12]
Embedding machine Wuhan Junjie Electronics Co., Ltd JB-P5
Pathology slicer Leica RM2016
Frozen platform Wuhan Junjie Electronics Co., Ltd JB-L5
Organizer KEDEE KD-P

Oven it?nghai Huitai Instrument Manufacturing Co., DHG-9140A
Glass slide Shaanxi Yike Biotechnology Co., Ltd YKI116
cover glass Jiangsu Shitai Experimental Equipment Co., Ltd 10212432c¢

. Midea Microwave Electrical  Appliance MMS823LA6-NS
Microwave )
Manufacturing Co., Ltd
Rocker Beijing Liuyi Instrument Factory WD-9405A
Vortex TianYue electronic TYXH-II
Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen Fuzhou Maixin Biotechnology Co., LTD PEN-0002
Upright optical microscope Nikon ci-s
Pathological panoramic digital )
3DHISTEC PannoramicMIDI
scanner
1.2 Major reagents
Name Producer Code
Ethanol Sinopharm Chemical Reagent Co., Ltd. 100092683
Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418
Sodium  citrate  antigen Shaanxi Yike Biotechnology Service Co.,

retrieval solution (pH 6.0)
PBS solution

BSA

Primary antibody
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Fluorescent-labelled Xi'an ambition Biotechnology Co., LTD
Secondary anyibody

Spontaneouss fluorescence BOSTER
quenching reagent

DAPI MCE

2 Procedure

2.1 Deparaffinize and rehydrate: incubate sections in 3 changes of Biodewax and Clear
Solution, 10 min each. Dehydrate in 3 changes of pure ethanol for 5 min. Wash in distilled water.

2.2 Antigen retrieval: The tissue sections were placed in a pressure cooker with citric acid (PH 6.0)
antigen repair solution for antigen repair. Spray time for 2.5min. After natural cooling, the slides were
placed in PBS (PH 7.4) and washed for 3 times for Smin each time.

2.3 Circle and Serum blocking: eliminate obvious liquid, mark the objective tissue with liquid
blocker pen. Add 5% BSA to cover the marked tissue to block non-specific binding for 30 min . Cover
objective area with 10% donkey serum (for the case of primary antibody originated from goat) or 5%
BSA (for the case of primary antibody originated from others).

2.4 Primary antibody: throw away the blocking solution slightly. Incubate slides with primary
antibody (diluted with PBS appropriately) overnight at 4 °C , placed in a wet box containing a little
water.

2.5 Secondary antibody: wash slides three times with PBS (pH 7.4) in a Rocker device, 5 min each.
Then throw away liquid slightly. Cover objective tissue with secondary antibody (appropriately
respond to primary antibody in species), incubate at room temperature for 50 min in
dark condition.

2.6 DAPI counterstain in nucleus: wash three times with PBS (pH 7.4) in a Rocker device, 5 min
each. Then incubate with DAPI solution at room temperature for 10 min, kept in dark place.

2.7 Spontaneous fluorescence quenching : wash three times with PBS (pH 7.4) in a Rocker
device,5min each . Add spontaneous fluorescence quenching reagent to incubate for 5 min. Wash in
running tap water for 10 min.

2.8 Mount: Throw away liquid slightly, then cover slip with anti-fade mounting medium.

2.9 Microscopy detection and collect images by Fluorescent Microscopy. DAPI glows blue by UV
excitation wavelength 330-380nm and emission wavelength 420 nm; FITC glows green by
excitation wavelength 465-495 nm and emission wavelength 515-555 nm; CY3 glows red by
excitation wavelength 510-560 nm and emission wavelength 590 nm.

3 Results

Nucleus is blue by labeling with DAPI. Positive cells are green or red according to the fluorescent
labels used.
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