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DAB 45 Servicebio G1212

2KV A tunel S2HB R

2.1 UKV 5 VKT 37°CH A LS 10-20min, 5T /K5r. BT 4%2 KH Rz
30min, - PBS (PH7.4) H7EftE3RIK F R BTG 3 Ik, BEX Smin.

22185 YR RS I A ZE 7 4 4 ol Bl B Ly tAini e ) 7ERE IR I 8E K
TAEME AL, 37 FEMAE 20min. KA BT PBS (PH7.4) H7ERL (AR K R 3hik
%3 4%, BHK Smin.

2.3 (AlIEs0 ) M. )R AP Ja 70 B S i DDl I TR s 4, % B R & 20min,
Y3 BT PBS (PH7.4) TENRRIR L RBNFES 3 K, &K Smin.

2.4 FEWTPUETEL EALIEE: B BN BT PBS (PH7.4) e tafi ik _ESEEh ek 3 K,
K Smine YIRTBON 3%XE/KIER, ZiREEIFE 20 min, K375 T PBS (PH7.4) H7E
i g R B S shikid 3 K, K Smin.

2.5 ISP VIR RS R S LE B R IN buffer ZE 52047, buffer % E 10min.

2.6 MRMNK: sk, Recombinant TdT enzyme: Biotin-dUTP Labeling Mix: Equilibration
Buffer=1 pL: 5 uL: 50 pL ELBRS, MNEIENERALS, UA-FRCHRaEN, 37°CRAIE 1
NBT R I B KRR B

2.7 /il Streptavidin-HRP [RRzi&: #5377 E T PBS (PH7.4) HH{EM AR bR ahdeik 3 Ik,
BEUK 5min.  Streptavidin-HRP Al TBST #% 1: 200 LGRS, MBE N B HHLR, VAT
FIBAN, 37°CIEMMEE 30min. I BT PBS (PH7.4) e (i ik R APk 3 7%,
#IK Smin.

2.8 DAB Wt U] 5 R R 5 7E B P BT B EC (Y DAB 09K, WA Ha ) A ],
FHPE AR SAR T A, Ak i &k B,

2.9 FRMBKE: HARREY Imin 4, 40K, OB ERS, 4Kk,
KR, Ak,

210 BikE R KU E 4 61 100% 8 BiK, BHET Smin, BE/57EIE T BEHIRIE Smin,
RN WK ATIER, A Smin LB, U0 N HERE SRR, v R s

3UKEEYI A tunel 5550403
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DAB Tunel Assay Report (Frozen-Slides)

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model
Freezing microtome Thermo Cryotome E
Glass microscope slides  Servicebio

Coverslips CITOTEST 10212432C
Rocker Servicebio TSY-B

Vortex Servicebio MX-F
Micro-centrifuge Servicebio DI1008E
Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen Servicebio G6100
Refrigerator Haier BCD-192TGN
Ortho-Fluorescent Nikon NIKON ECLIPSE C1
Microscopy

Imaging system Nikon NIKON DS-U3
1.2 Major reagents

Name Producer Model
4% paraformaldehyde Servicebio G1101
PBS solution Servicebio G0002
Proteinase K Servicebio G1205
Permeabilize solution Servicebio G1204
3% H202 Servicebio GO115
Hematoxylin staining solution Servicebio G1004
Hematoxylin differentiate  Servicebio G1039
solution

Hematoxylin bluing solution Servicebio G1040
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Resin mounting medium SCRC 10004160
Tunel Assay Kit Servicebio G1507
DAB reagent Servicebio G1212

2. Procedure

2.1 Fix frozen-slides: restore frozen-slides to room temperature and dry in air. Fix in cold acetone

10 min and then dry in air. Wash three times with PBS (pH 7.4) in a Rocker device, 5 min each.

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.

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
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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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