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BIAT R DNA FOMTREMINHAIMRIEIFE, FEIK DNA BEENIRIEIIZER
IKARBEAIVEFR T P20 50-300 kb RUKFER, AREAL 30%AIREIA DNA 7£ Ca2+f
M2 +{RERAVZER N IBSIEFR T, iR/ MABRLZ [BIMBEHEIkT, FZEX 180-200 bp #z//\A
DNA 54K, EIEIRATIRHT, DNA SAFE#E/9 180-200 bp HIFER, MRMNER
‘ADNA EEEHAEMN 3-OH Rin, RinlREZB X EREBE (Terminal
Deoxynucleotidyl Transferase, TdT) 2—MAMKiTERAI DNA REE, AILUEESE
HERESTIRTEAY DNA £F 3'-OH ki, FEith TUNEL (TdT mediated dUTP Nick End
Labeling)4Hi@/A TG UK ETT LA FRIGNE R IR T RIS fE R 4%z DNA Rk
HiEn. HFREIE TdTEERT, £EEZE DNA KA SREHN 3-OH Riks A\l
AEZABA-dUTP (Tetramethyl-Rhodamine-5-dUTP, TMR-5-dUTP), MR LARESR
S RMERIAMAAST (TMR & 551 nm, &5 575 nm), KiXFIEREBES,
ERTABESR R, KRERT A, ARCH. AR SNERATIGN,
fEFSiEh

NHAKIEMEFIE-20°C, TMR-5-dUTP Labeling Mix FZB¢hiEZTF-20°C, B3R 12 ME.
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HpY
BT Fmes
Recombinant TdT Enzyme 45pL
TMR-5-dUTP Labeling Mix 220pL
Equilibration Buffer 5mL
Proteinase K (200 pg/mL) 500pL
SCIGRIHES

1. PBS BEERERERITIR

2. EER: BT PBS By 4%ZERHEE, pH 7.4

3. IR : 0.1%-0.5% Triton X-100

4. WNFFH%, FEE DAPI (2 pg/ml)

5. NEBAMXIERSLYS, FE DNase |

6. ANRARIAIY, B Pl &0 RNase A (DNase free)

7. BFRNEFELIR, ME—XEFE.

BMES R

—. B

A. REEEIEARA

1. ER MEAEEARY R MNMREGREEZERRFRE 5-10 min, S 3X; ARFTKS
F2iRi8 5 min, EE 2X; REFABEZEE (85%. 75%). SEE/KEZRE 1R, &R 5 min;
2. APBS BRIERI A, FEEFABES KRN, ERENEGARINELRE—S
BAIEME 2-3 mm BB, BT NEESEHECEIFEETRCERE, EXRdES, 71k

HRTE, AERFFEAREERPRIFESRNEE;
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3. Ecl Proteinase K TYEM&R: #&1: 9 {FHLL, FA PBS fEAMRESKMERE Proteinase K
(200 pg/ml) JRik, FEELRREDS 20 pg/mL;

4, BAFEAREEIN 100 pL bR Proteinase K TIEMR, =&B=AAR, 37°CHFE 20 min;
(iF: Proteinase K {MEFEFR FALAMNMAREESBNREHABE, HiFSaEd

KIS INEEARCHE, NERIEFNER, FJLMUK Proteinase K FFEAIETE)

5. FA PBS i&BSEEEREA 30X, )X 5 min (Proteinase K E%i&T %, BUELTHE

SHIPNCRE) . MR ARIEE SRR AR

6. (FNESE) XiEHA LSRR, BEERRERHENEAELN L, RHRPAR, =

IBRLER 20 min; BRAMESTRLERIFEATA PBS IARIEITHEA 3%, &KX 5 min; RS

HAE SRR RIFERRIE,

B. HAKAFIA

1. ¥ RIRISTE A%SREEAR (BT PBS) FEE, =R TES 10-15 min;

2. FFNEIERFELE, BRIEFEART;

3. BIRMNLIKEY PBS Hrilgit, HielA FAFRNEER;

4. BBENERERAINEREE— M SHRAEMR 2-3 mm (B, EFTHEELLE

SFEARICERME, EXWEREF, 7R TR, MEFHEAREEE P RFEALEE;

5. Ecll Proteinase K TYE#&: #21: 9 B9LLHI, FA PBS {EAMRERKMERE Proteinase K
(200 pg/ml) JRik, FEELRREDS 20 pg/mL;

6. EAREA LTEI 100 uL _Eif Proteinase K THER, (FEIRSEREZ, = RMFE 10 min;
(iF: Proteinase K {MEFEFR FALAMNMAREESBNREHABE. HiFSaEE

KITIEHSFNEEIFCIER, KEFEFIER, FTREFEML Proteinase K FERIAY



mibio #3%24

[31))

7. FA PBS iBREIHFA 2-3 IR, KigSRRIK (Proteinase K FistixT1%, BNTHE
ZRIRCRA) , BRI RREEEPRFERIGEIE;

8. (AEXLR) BEEREREINEIER L, mOREELR, ZELE 20 min, HERLE

FToREEEFRIA PBS iIERIEEHER, EESRERK, CIEBEIFERRAI SR PRISFERRY

I,

C. dHpEeH

1. EHREMPEFNEMNE, TRATESWEZS, B PBS BREIEIE 2 B,

2. ABANVNMNIFINEEN 4% ZRPEER (BT PBS) EE, =& TES 20 min;

3. RHEFEK, IO PBS &% 3R, X5 min;

4. SMERSTHRIERF, EEMES 5 min #HTESLHE (ER: #EFH 2-20 yg/mLyy

Proteinase K T{E&iEM, 37°CAbHE 10 min ££4, MARRSER, SMABSEANE

IR PRI RALIE) |

5. 1£8%8 PBS BRIV OIS FRIBIREAR 2-3 X,

6. BRERSRRIK, FRABEINORTEIRS LHERNEERRR. LEBENEREER

ERRIFERIRIE,

D. HilEiRH

1. LAZY 2x107 N/ mL BiRESMIREST PBS A1, IREX 50-100 ulL 4EES&E T

Bk A £, ER—RE#FNEHR R ERRTHRERRE;

2. BIRRENES 4% R T PBS FRISRPRERRGHIY , EEME, £ 4CHE

25 min;
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3. BIRRA PBS A, =EME 5 min gk, EE—IX;

4. BREBEZRERK, FARENNORTFRE EHAEESRIORR, BECELEHRRE
HNEECERE— NG, BT NEEMEMRFIEETRCEME, EX0IRES, TR TR,
5. BMERFSTHIRAF, ZERFES 5 min BTESEE (R #EMH 2-20 yg/mLEy
Proteinase K T{E#GHEM, 37°CAME 10 min £, MMRESEEE, SMIESEA NIz
WG FIRRRALE) ;

6. 1E8H PBS BRI IRIKIBRREA 2-3 0K,

7. BREBRZSRERIR, FRBEINORTHIZA EHEARERRE, SEBENFEARIEE
EPREEAREE,

—. DNase | 2 JEPHT4RIERSEIE (RIEELER)

EREREEIES, A DNase | (MBEHEASAERBAMRIEE,

1. % 100 pL 1xDNase | Buffer (Ec#l75i%: BX 10 pyL 10xDNase | Buffer, SARIOA
90 pL EEFKES) RMEIEEERIFARL, =RES 5 min;

2. RRFIFSRMK, DA 100 uL 7% DNase | (20 U/mL) WIERK, =iRMES 10 min;
3. BRKESRAGRIR, FGEIRATEEE PBS RIS FREIE 3-4 K.

=, tricStian

1. 5 8RN 100 pL Equilibration Buffer (EEEMEERFOFAXE, =R
B 10 min;

2. FRCKECH: 1k E#R% TMR-5-dUTP Labeling Mix # Equilibration Buffer, Fi&Ag
Recombinant TdT enzyme: TMR-5-dUTP Labeling Mix: Equilibration Buffer=2 pL:

10uL: 100 pL (2: 10: 100) LEHIBEREATAESCRRI TdT BeEPR, BIALE
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EFEFAIARTRAT LURIEI R RO TIE S S BEEE

3. PRMERIRRIAR : EE—AE Recombinant TdT enzyme RIXSER TdT FFSEITiK, A
ddH20 &{{;
4. Frig: REEEFEEH Equilibration Buffer, SABTESMHBALLFEARLIIAN 112 pL TdT
WEERR, E£37°CEB 1 h, TERETH, HIRAZEDE,

5. SZRDA3 PBS ERALRFA, iFist 3R, IR 5 min;
6. FARRRE RIS ASEERN PBS 8K,
7. BRE: FATERGIPREG, EERBPRERAEANES DAPIAR (F PBS #iithc
HIFHRE) UGB, ERE 8 min;
8. TR HAREBTME, M PBS BREAREA 3R, BR5min, ARREXEZRR
K, RISCERE R FIE A
9. Hte: ZRAITESRICRME FOEEAR, BIAIEREDY, DAPI BEE AT IRAT I
HRMER, REATHARIZTZE TMR-5-dUTP BATMERAVL BT,
M. FIRRINEEAE NS F A
1. BN PBS iERMIX, 4°CEL (500 g) AFERFE 500 pL PBS #;
2. [EE: MR 5 mL 1%F3 PBS ECHIRIZ RPRSER , EEHHE, ik ERE 20 min;
3. HpR7E 4°C, 300 g B/ 10 min, X EiEFA 5 mL PBS ER™IX, &/ 500 uL PBS
=R,
4. BE: EHFERFIIAN S5 mLKEFUSH 70% 288, -20°CHFE 4 h, BEHE;

(E: MR RRERER 5 min H{TESE)

5. 4HEEA 300 g B/ 10 min [ 5 mL PBS &2, BXEOEE 1 mL PBS EE;



mibio #3%24

6. ¥ BB 2x106 NMABRE 1.5 mL HMERCOE, 300 g B0 10 min, £LE5,
FFA 100 pL Equilibration Buffer &8, =ig#FE 5 min;
7. FRCKRECEH: 1K Ef#R% TMR-5-dUTP Labeling Mix # Equilibration Buffer, Fi&A8
Recombinant TdT enzyme: TMR-5-dUTP Labeling Mix: Equilibration Buffer=2 pL:
10pL: 100 pL (2: 10: 100) tLHIBS RS TFFrELRANaERMEXTRRR AT TdT iF
BETR;
8. #xic: 4HREFE 300 g B0 10 min, X EiEKIIEESRE 112 ulL TdT FEEHF&RS, 37°C
S 1 h, &%, 88 15 min BRERRSIERESME;
9. REIFEREINIAN 1 mL 20 mM EDTA &21ER R, FHMEBRESERRES;
10. 300 g &1 10 min, £ LEEFEHEINEESE 1 mLEER+S, HEHE 5 mg/mL BSA,
BE% 2K,
11. #ZE: 300 g Bl 10 min, X EEHEHRITIEESE 0.5 mL DAPI AKRS, HF
83 250 pg 7 DNA B8 RNase A, EERFH=REIFSHME 30 min;
12. EAEN: RAMBROHT4ERE, DAPI BB IR BT ARZIIRRESG, RE
ATRMIEZHAE TMR-5-dUTP S NTIEMAYLI B3R,

TMR (red) Tunel Cell Apoptosis Detection Kit
Product Description
Breakage of chromosomal DNA in apoptosis is a gradual phased process.
Chromosomal DNA is first degraded into large fragments of 50-300 kb by
endogenous nucleases, and then about 30% of chromosomal DNA is randomly

cleaved between nucleosome units under the action of Ca2 and Mg2-dependent
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endonucleases to form 180-200 bp nucleosome DNA multimers. Therefore, in the
late apoptosis stage, DNA is degraded into 180-200 bp fragments, exposing a large
number of 3'-OH terminations on the broken genomic DNA. Terminal
deoxynucleotidyl transferase (TdT) is a template-independent DNA polymerase
that catalyzes deoxynucleotide binding to the 3'-OH end of a broken DNA molecule.
Therefore, the TUNEL (TdT mediated dUTP Nick End Labeling) apoptosis detection
kit can be used to detect the breakage of nuclear DNA in tissue cells during the
advanced apoptosis process. The principle is that the 3 -OH end exposed at the
time of genomic DNA breakage is incorporated with tetramethyl-rhodamine-dUTP
(TMR-5-dUTP, TMR-5-dUTP) under the action of the TdT enzyme, which can be
detected by fluorescence microscopy or flow cytometry (TMR excitation 551 nm,
emission 575 nm). This kit has a wide range of applications, and is suitable for
apoptosis detection of paraffin tissue sections, frozen tissue sections, cell crawling
sections, cell smears, etc.

Storage and transportation

This kit is stored at -20°C, and TMR-5-dUTP Labeling Mix needs to be stored at -20°
Cin a dark place for 12 months.

Preparation Before the Experiment

1. PBS (Phosphate-Buffered Saline)

2. Fixative: 4% paraformaldehyde dissolved in PBS, pH 7.4

3. Permeabilization solution: 0.1%-0.5% Triton X-100
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4. If nuclear staining is needed, prepare DAPI (2 pg/mL) yourself

5. If performing a positive control experiment, prepare DNase | yourself

6. If using a flow cytometer, prepare Pl staining solution and RNase A (DNase free)
yourself

7. Wear a lab coat and disposable gloves during operation.

Procedure:

1. Sample preparation

A. Paraffin-embedded tissue sections

1. Soak the paraffin tissue sections in environmentally friendly dewaxing
transparent solution for 5-10 minutes at room temperature and repeat 3 times.
Then soak in anhydrous ethanol for 5 minutes and repeat twice; Finally, soak in
gradient ethanol (85% and 75%) and double distilled water once for 5 minutes each
time.

2. Gently wash the sections with PBS and remove excess liquid around the sample.
Use a grouping pen to draw a small circle with a distance of 2-3 mm from the tissue
along the outer contour of the tissue to facilitate downstream permeability
processing and balance marking operation. During the experiment, do not let the
sample dry, and keep the sample moist in the wet box.

3. Preparation of Proteinase K working solution: According to the volume ratio of
1:9, PBS was used as a dilution to dilute Proteinase K (200 pg/mL) stock solution to

make the final concentration 20 pg/mL.
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4. Add 100 p L of the above Proteinase K working solution to each sample,
completely cover the tissue, and incubate at 37°C for 20 min;

(Note: Proteinase K treatment mainly helps the staining reagent to be permeable in
the next steps of tissues and cells, and its incubation time will affect the subsequent
labeling efficiency if it is too long or too short, so the incubation time of Proteinase
K can be optimized for better results)

5. Wash the samples with PBS solution infiltrate 3 times for 5 min each time
(Proteinase K needs to be washed clean, otherwise it will interfere with subsequent
labeling reactions). The treated samples are placed in a wet box to keep the
samples moist;

6. (Optional step) Remove the excess liquid from the sample, add an appropriate
amount of membrane rupture droplets to the tissue, fully infiltrate the tissue, and
treat at room temperature for 20 minutes. After the film breaking treatment was
completed, the samples were washed with PBS solution 3 times for 5 minutes each
time. The treated sample is placed in a wet box to keep the sample moist.

B. Organizing Frozen Sections

1. Immerse the slides in 4% paraformaldehyde solution (dissolved in PBS) for
fixation and incubate at room temperature for 10-15 minutes;

2. Remove the slides from the fixative and air dry them naturally in a fume hood;
3. Rinse the slides in pure water or PBS to remove any residual fixative on the slides;

4. Use a tissue-marking pen to draw a small circle around the tissue outline, leaving
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a 2-3 mm gap from the tissue, to facilitate downstream permeability treatment and
balanced labeling operations; during the experiment, do not let the samples dry,
and keep treated samples in a humid box to maintain moisture;

5. Prepare Proteinase K working solution: dilute the Proteinase K stock solution (200
png/mL) with PBS at a ratio of 1:9 to reach a final concentration of 20 pg/mL;

6. Add 100 pL of the Proteinase K working solution to each sample, ensuring
complete coverage, and incubate at room temperature for 10 minutes;

(Note: Proteinase K treatment mainly helps improve the permeability of tissues and
cells for subsequent staining reagents. Incubation time that is too long or too short
may affect the efficiency of downstream labeling. If optimal results are not achieved,
the Proteinase K incubation time may need to be optimized.)

7. Rinse the samples 2-3 times with PBS to remove excess liquid (Proteinase K must
be thoroughly washed off, otherwise it will interfere with subsequent labeling
reactions). Keep the treated samples in a humid box to maintain moisture;

8. (Optional) Add an appropriate amount of permeabilization solution to the tissue,
fully infiltrate the tissue, and treat at room temperature for 20 minutes. After
permeabilization, rinse the samples with PBS to remove excess liquid, and keep the
treated samples in a humid box to maintain moisture.

C. Cell Spreading on Coverslips

1. Culture adherent cells in confocal dishes. After apoptosis induction treatment,

gently rinse the cells twice with PBS;
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2. Add an appropriate amount of 4% paraformaldehyde solution (dissolved in PBS)
to each small dish for fixation and incubate at room temperature for 20 minutes;
3. Remove the fixative and wash three times with PBS, 5 minutes each time;

4. Immerse each sample in permeabilization solution and incubate at room
temperature for 5 minutes for permeabilization (Note: It is recommended to digest
with 2-20 pg/mL Proteinase K working solution at 37°C for about 10 minutes,
adjusting as needed based on cell condition. If cells are prone to detachment, using
permeabilization solution is recommended);

5. Immerse the samples in an open beaker containing PBS solution and rinse 2-3
times;

6. Gently remove excess liquid and carefully blot the surroundings of the samples
on the slides with filter paper. Place the treated samples in a humidified box to keep
them moist.

D. Cell Smear

1. Resuspend the cells in PBS at a concentration of approximately 2x10/7 cells/mL.
Pipette 50-100 pL of the cell suspension onto an anti-fall glass slide, and gently
spread the cell suspension using a clean coverslip.

2. Immerse the slide in a staining jar containing 4% freshly prepared
paraformaldehyde in PBS to fix the cells, and leave it at 4°C for 25 minutes.

3. Immerse the slide in PBS and let it wash at room temperature for 5 minutes, then

repeat once.
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4. Gently remove the excess liquid and carefully absorb any remaining liquid
around the sample on the slide with filter paper. Draw a small circle around the cell
perimeter with a marker to facilitate subsequent permeability treatment and
labeling procedures. During the experiment, do not let the sample dry.

5. Immerse each sample in permeabilization solution and incubate at room
temperature for 5 minutes for permeabilization (Note: It is recommended to digest
with Proteinase K working solution at 2-20 pg/mL, treating at 37°C for about 10
minutes, adjusting according to the cell condition. If cells tend to detach, it is
recommended to use permeabilization solution instead).

6. Immerse and wash the samples 2-3 times in an open beaker containing PBS
solution.

7. Gently remove the excess liquid and carefully absorb any remaining liquid
around the sample on the slide with filter paper. Place the treated samples in a
humidified chamber to keep them moist.

2. DNase | Treatment Positive Control Experiment (Optional Step)

After sample permeabilization, treat the samples with DNase | to prepare a positive
control.

1. Add 100 pL of 1x DNase | Buffer (prepared by mixing 10 pL of 10x DNase |
Buffer with 90 pL of deionized water) to the permeabilized samples and incubate at
room temperature for 5 minutes;

2. Gently remove the excess liquid, add 100 pL of the working solution containing
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DNase | (20 U/mL), and incubate at room temperature for 10 minutes;

3. Gently remove the excess liquid and thoroughly wash the slides 3-4 times in a
staining jar containing PBS.

3. Labeling and Detection

1. Equilibration: Add 100 pL of Equilibration Buffer to each sample to completely
cover the area to be tested, and incubate at room temperature for 10 minutes.

2. Labeling solution preparation: Thaw TMR-5-dUTP Labeling Mix and Equilibration
Buffer on ice, and mix them according to the ratio Recombinant TdT
enzyme:TMR-5-dUTP Labeling Mix:Equilibration Buffer = 2 pL:10 pL:100 pL
(2:10:100) to make enough TdT incubation buffer for all experiments. The volume of
reagents used in specific experiments can be appropriately adjusted proportionally
based on the size of the slides.

3. Negative control system: Prepare a control TdT incubation buffer without
Recombinant TdT enzyme, replacing it with ddH20.

4. Labeling: Remove as much of the equilibrated Equilibration Buffer as possible,
then add 112 pL of TdT incubation buffer to each tissue sample and incubate at 37°
C for 1 hour. Ensure the slides do not dry out and keep them away from light.

5. Immediately wash the tissue samples with PBS three times, 5 minutes each wash.
6. Gently wipe off PBS around the samples with filter paper.

7. Nuclear staining: Place the samples in a staining jar, immerse the slides in a jar

containing DAPI solution (freshly prepared and diluted with PBS) in the dark, and
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let stand at room temperature for 8 minutes.

8. Mounting: After staining, wash the tissue samples with PBS three times, 5
minutes each time, gently remove excess liquid, and add anti-fade mounting
medium for mounting.

9. Microscopy: Analyze the samples immediately under a fluorescence microscope,
keeping the slides away from light. DAPI stains both apoptotic and non-apoptotic
cells blue, while the red fluorescence from TMR-5-dUTP incorporation is only
localized in the nuclei of apoptotic cells.

4. Detection of suspended cells by flow cytometry

1. Wash the cells to be tested twice with PBS, centrifuge at 4 °C (500 g) and
resuspend in 500 uL PBS;

2. Fixation: Add 5 mL of 1% paraformaldehyde solution prepared with PBS to the
sample, fix the cells, and place on ice for 20 minutes;

3. Cells were centrifuged at 300 g at 4 °C for 10 min, desupernatant and
resuspended twice with 5 mL PBS, and finally resuspended with 500 pL PBS.

4. Permeabilization: Add 5 mL of pre-chilled 70% ethanol on ice to the sample,
incubate at -20°C for 4 h, permeate the cells;

(Note: Cells can also be permeated by membrane breaking solution at room
temperature for 5 minutes)

5. Cells were centrifuged with 300 g for 10 min and resuspended with 5 mL PBS,

and re-centrifuged with 1 mL PBS.
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6. Equilibration: Transfer approximately 2x 106 cells to 1.5 mL microcentrifuge tubes,
centrifuge 300 g for 10 min, remove the supernatant, and resuspend with 100 pL
Equilibration Buffer and incubate for 5 min at room temperature.

7. Labeling solution preparation: Thaw TMR-5-dUTP Labeling Mix and Equilibration
Buffer on ice and follow Recombinant TdT enzyme: TMR-5-dUTP Labeling Mix:
Equilibration Buffer=2 pL: 10 pL: 100 p L (2:10:100) ratio mix enough TdT
incubation buffer for all experiments and optional positive control reactions;

8. Labeling: Cells were centrifuged with 300 g for 10 min, desupernatant and
resuspended in 112 pL TdT incubation buffer and incubated at 37 °C for 1 h away
from light. Gently resuspend cells with a micropipette every 15 min;

9. After the reaction is completed, add 1 mL of 20 mM EDTA to terminate the
reaction and gently mix well with a micropipette.

10. Centrifuge 300 g for 10 min, remove the supernatant and resuspend the pellet
in 1T mL of membrane breaking solution containing 5 mg/mL BSA, repeat the wash
twice;

11. Nuclear staining: 300 g centrifuge for 10 min, desupernatant and resuspend the
cell pellet in 0.5 mL DAPI solution containing 250 pg DNase-free RNase A, incubate
cells at room temperature in the dark for 30 min;

12. On-machine detection: Flow cytometry analyzes cells, DAPI can stain both
apoptotic and non-apoptotic nuclei in blue, and only the apoptotic nuclei have red

fluorescence localized by TMR-5-dUTP incorporation.
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