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1. Apparatus and reagents

1.1 Apparatus

DAB-tunel assay protocol (paraffin slides)

Name Producer Model
Dehydrator DIAPATH Donatello
Paraffin embedding machine ~ BUUEANHFARA A JB-P5
pathology slicer Leica RM2016
Frozen machine RN THRA A JB-L5
Water bath-slide drier WL 48 <6 4 T R A3 25 B4 A BR
Oven b R AEE A R AT DHG-9140A
Glass microscope slides wanwu
Coverslips CITOTEST 10212432C
Microwave Glanze P70D20TL-P4
Rocker wanwu TSY-B
Vortex wanwu MX-F
Micro-centrifuge wanwu D1008E
Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen wanwu WG1066-1
Ortho-Fluorescent Microscopy Nikon NIKON ECLIPSE C1
Imaging system Nikon NIKON DS-U3

1.2 Major reagents
] I e
Ethanol SCRC 100092183
Xylene g A AR A R A 1330-20-7
PBS solution wanwu G0002
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Permeabilize solution wanwu G1204
Proteinase K wanwu G1205
3% H202 wanwu GO115
Hematoxylin staining solution wanwu G1004
Hematoxylin differentiate wanwu G1039
solution

Hematoxylin bluing solution wanwu G1040
Resin mounting medium SCRC 10004160
Tunel Assay Kit wanwu G1507
DAB reagent wanwu G1212
2.Procedure

2.1Deparaffinize and rehydrate: incubate sections in 2 changes of xylene, 20 min each. Dehydrate
in 2 changes of pure ethanol for 10 min each, followed by dehydrate in gradient ethanol of 95%,
90%, 80%, and 70% ethanol, respectively, 5 min each (extend deparaffinize time slightly in

winter). Wash in distilled water.

2.2 Antigen retrieval: eliminate obvious liquid, mark the objective tissue with liquid blocker pen.
Add proteinase K working solution to cover objectives and incubate at 37°C for 20 min. then wash

three times with PBS (pH 7.4) in a Rocker device, 5 min each.

2.3 (optional step )  Permeabilization: eliminate excess liquid, add permeabilize working

solution to cover objective tissue, then incubate at room temperature for 20 min. wash three times

with PBS (pH 7.4) in a Rocker device, 5 min each.

2.4 Block endogenous peroxidase: wash three times with PBS (pH 7.4) in a Rocker device, 5 min
each. Immerse in 3% H>0> and incubate at room temperature for 20 min, kept in dark place. Then

wash again three times with PBS (pH 7.4) in a Rocker device, 5 min each.

2.5 Equilibrium at room temperature: After the slices are slightly dried, buffer is added to the

tissues in the circle, and the buffer is incubated at room temperature for 10 minutes

2.6 Tunel reaction: Take appropriate amount of TDT enzyme, dUTP and buffer in the tunel kit
according to the number of slices and tissue size and mix at 1:5:50 ratio.  Prepare this reaction
solution according to demand before use. Add this mixture to objective tissue placed in a flat wet

box, incubate at 37°C for 1 h. be sure to keep the wet box moist by adding water.
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2.7 Reagent Streptavidin-HRP and TBST are mixed at a ratio of 1:200, added to the circle to

cover the tissue, the slices are placed in a wet box, and incubated in a 37°C incubator for 30
minutes. The slides were placed in PBS (PH7.4) and washed with shaking on a decolorizing

shaker 3 times, 5 min each time.

2.8 DAB developing: dry sections slightly, add fresh prepared DAB chromogenic reagent to
marked tissue. Manage reaction time by observing in microscopy until nucleus shows
brown-yellow. Then stop developing reaction by wash in pure water.

2.9 Counterstain in nucleus with Hematoxylin staining solution for 1 min and wash in pure water.
Treat with the differentiate solution for a few seconds, wash in pure water. Back to blue by bluing
solution, wash in pure water.

2.10 Dehydrate the slices in 4 cylinders of 100% alcohol for 5 minutes each, then soak them in
n-butanol for 5 minutes,Put it in xylene for transparency, more than Smin. Dry briefly and mount
with resin mounting medium.

3.Results

Nucleus stained with hematoxylin are blue. The positive apoptosis cells developed by DAB

reagent have brown-yellow nucleus.
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