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Before use, thoroughly read these Instructions.

Intended Use

The MEBSTAIN Apoptosis TUNEL Kit Direct is intended for the detection of
apoptotic cells in research samples. It is suitable for histochemistry, cytospin
preparation, and flow cytometry. For Research Use Only. Not for use in diagnostic

procedures.

Summary and Explanation

Programmed cell death is a selective process of physiological cell deletion. It plays a
major role in developmental biology and in maintenance of homeostasis in vertebrates®”
9:12.13) For example, during maturation, T cells recognizing self antigens are destroyed
by programmed cell death!V. Programmed cell death is morphologically known as
apoptosis. Apoptosis is accompanied by condensation of cytoplasm, loss of plasma
membrane microvilli, condensation and fragmentation of nuclei, and extensive
degradation of chromosomal DNA into oligomers of about 180 bp. It has been
considered that fragmentation of nuclear DNA is a biochemical hallmark of apoptosis.
The TdT-mediated dUTP-biotin nick end labeling method (TUNEL method) developed
by Gavrieli et al.'¥ has enabled in situ visualization of DNA fragmentation at the single
cell level and is considered to be a more sensitive method than conventional
morphological techniques'?.

The MEBSTAIN Apoptosis TUNEL Kit Direct is an apoptosis detection kit based on
the TUNEL method. The main advantage of this rapid and simple procedure is the use
of fluorescein-dUTP to label DNA strand breaks. This allows the direct detection of

DNA fragmentation.

Principle

In cells in which apoptosis occurs, the chromatin DNA is cut by endonuclease at linker
DNA site between nucleosomes. Then, DNA fragments, which are a number of
multimers of nucleosomal units exit in nuclei. In TUNEL method, 3’-OH DNA ends
generated by DNA fragmentation is nick end labeled with fluorescein-dUTP, mediated

by terminal deoxynucleotidyl transferase (TdT). This method allows specific staining.

Apoptosis
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Materials provided

Each kit contains;

Name Materials Quantity (for 1 kit)
Proteinase K (PK) Proteinase K 0.4 mLx 1 vial
TdT TdT 0.1 mL x 1 vial
TdT buffer 11 Buffer for preparing TdT solution 6.0 mL x 1 vial
FITC-dUTP FITC conjugated dUTP (ready-for-use) 0.1 mL x 1 vial
TB buffer (x10) TB buffer (x10) 50 mL x 1 bottle
Storage

All kit components must be stored at -20°C.

Expiration

Please see the label of this kit.

Precautions

1. Allow all the components to come to room temperature (20-25°C) before use.

2. TdT contains 90 mM sodium cacodylate and 90 mM potassium cacodylate. TdT

buffer II contains 100 mM potassium cacodylate. As cacodylic acid is arsenic

compound, do not dispose materials containing TdT and TdT buffer II into a drain.

3. TdT contains 2-mercaptoethanol (0.05%). Handle with care.

4. This kit is intended for research use only. Not for use in diagnostic procedures.

Procedure

¢ Preparation of Reagents
1. Proteinase K (PK) solution

Prepare “PK solution” by diluting Proteinase K, 1:25 with PBS. Warm this solution

to 37°C prior to use.

Example: Dilute 10 pL of Proteinase K to 240 puL of PBS.

2. TdT solution

Prepare “TdT solution” by mixing the TdT buffer II, FITC-dUTP, and TdT at

18:1:1 prior to use.

Example: Mix 45 pL of TdT buffer II, 2.5 pL of FITC-dUTP, and 2.5 pL of TdT.

* Prepare “TdT solution” on the ice.
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3. TB solution
Prepare “TB solution” by diluting TB buffer, 1:10 with distilled water prior to use.
Example: Dilute 50 mL of TB buffer to 450 mL of distilled water.
* After thawing TB buffer, it should be stored at 4°C.

¢ for Immunohistochemistry
Matelials required but not provided.

+ Xylen
+ Ethanol (100%, 90%, 80%)
* Phosphate buffered saline (PBS)
* Distilled water
* Mounting medium (90% glycerin, 10% PBS)
* 4% paraformaldehyde [0.1M NaH>PO4, pH7.4]
* Propidium Iodide (0.5 mg/mL) *It is for counterstaining.
+ Cover slip
* Moist chamber
+ Adequate test tube
+ Adjustable micropipette

STEP 1. (Preparation of tissue sections)
1) Use glass slides pretreated with silane.
2) Fix the samples with 4% paraformaldehyde.
Note
4% paraformaldehyde is recommended for sensitive detection. Do not use ethanol and acetone
because they may cause non-specific staining.
3-5 um thick of sections are suitable for staining.
a) Paraffin embedded tissue sections
Fix tissue samples in 4% paraformaldehyde and embedded in paraffin.
b) Frozen tissue sections
Post-Fix cryosections in 4% paraformaldehyde. After the fixation, wash the fixed cryosection
with PBS 2 times for 5 minutes each.

When using frozen tissue sections, be careful not to allow it to dry. Proceed directly STEP 4.

(DNA nick end labeling).
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STEP 2. (Deparaffinization)

Be careful not to allow tissue sections to dry at each step.

1))
2)
3)
4)
5)

Deparaffinize the sections with Xylene 3 times for 3 minutes each.
Wash the slides with 100% Ethanol 3 times for 3 minutes each.
Wash the slides with 90% Ethanol 3 times for 3 minutes each.
Wash the slides with 80% Ethanol 3 times for 3 minutes each.

Wash the slides with distilled water 4 times for 2 minutes each.

STEP 3. (Treatment with proteinase K (PK))

This step is not required for frozen tissue sections.

1))

2)

3)

Pipette 500 pL of PBS on the section and incubate it for 30 minutes at 37°C. (Or put
the slide into a jar filled with PBS which is warmed to 37°C, and incubate it for
15-30 minutes at 37°C.)

After removing PBS buffer by tapping off, pipette 250 pL pf PK solution on the
section and incubate it for 30 minutes at 37°C.

Wash the slides with distilled water at 4 times for 2 minutes each.
Note
In the meantime, prepare TdT solution. Preparation should be in the ice.

STEP 4. (DNA nick end labeling)

1))

2)

3)

4)

Pipette 50 pLL of TdT buffer II on the section and incubate it for 5-10 minutes at
room temperature.

After removing TdT buffer II by tapping off, pipette 50 uL of TdT solution and
incubate it for 60 minutes at 37°C.

After removing TdT solution by tapping off, immerse the slides in TB solution in a
coplin jar and incubate it for 15 minutes at room temperature.

Wash the slides with distilled water 4 times for 2 minutes each.

STEP 5. (Counterstaining)

1))

2)

Pipette 50 pL of Propidium lodide (0.5 pg/mL) on the section and incubate it for
15-20 minutes at 4°C.
Wash the slides with PBS for 3-5 minutes.

STEP 6. (Mounting and microscopy)

1))
2)

Mount with mounting medium (90% glycerin, 10% PBS) under coverslip.
g

View by fluorescent microscopy.
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¢ for Flow Cytometry
It is recommended that the positive and negative controls are set.

Example: as a negative control; peripheral blood mono nuclear cell or cultured cells, such as Raji
cells etc. (more than 95% viability).

as a positive control; those above cells which are treated with DNase I (1 pg/mL) for 60

minutes at 37°C. DNase 1 treatment should be done after

permeabilization.

Matelials required but not provided.
* Phosphate buffered saline (PBS)
* PBS containing 0.2% BSA
* 4% paraformaldehyde [0.1M NaH2PO4, pH7.4]
* 70% Ethanol
* Distilled water
+ Adequate test tube
+ Adjustable micropipette

STEP 1. (Fixation of cells)
1) Wash the cells with PBS containing 0.2% BSA several times.
2) Fix the cells with 4% paraformaldehyde for 30 minutes at 4°C.
3) Wash the cells with PBS containing 0.2% BSA 2 times.

Note

4% paraformaldehyde is recommended for sensitive detection. Do not use ethanol and acetone
because they may cause non-specific staining.

STEP 2. (Permeabilization)
Add 200 uL of 70% Ethanol to the cell pellet, and mix it gently. Then incubate it for 30

minutes at -20°C to permeabilize.
Note
In the meantime, prepare TdT solution. Preparation should be done in the ice.
When the next step can’t be done right after this step, cells are suspended in 70% Ethanol and
stored at -20°C until test. The test should be done within one week.
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STEP 3. (DNA nick end labeling)

1) After washing with PBS containing 0.2% BSA 2 times, add 30 uL of TdT solution
to the cell pellet and incubate it for 60 minutes at 37°C. As negative control, add 30
pL of negative TdT solution (TdT buffer IT and FITC-dUTP at 19:1 (28.5 puL:
1.5 pL)) to the cell pellet and incubate it for 60 minutes at 37°C.

2) Wash the cells with PBS containing 0.2% BSA 2 times.

3) Suspend the cell pellet to 200-500 pL of PBS containing 0.2% BSA and analyze by

a flow cytometer.

¢ for Cytospin samples

It is recommended that the positive and negative controls are set.

Example: as a negative control; peripheral blood mono nuclear cell or cultured cells, such as Raji
cells etc. (more than 95% viability).

as a positive control; those above cells which are treated with DNase I (1 pg/mL) for 60

minutes at 37°C. DNase [ treatment should be done after

permeabilization.

Matelials required but not provided.
* PBS containing 2% fetal calf serum (FCS) and 0.09% NaNj3
* Distilled water containing 0.2% BSA
+ PBS-T (0.5% Tween-20 and 0.2% BSA in PBS)
* 4% paraformaldehyde [0.1M NaH2PO4, pH7.4]
* Propidium Iodide (0.5 mg/mL) *It is for counterstaining.
* Mounting medium (90% glycerin, 10% PBS)
+ Cover slip
* Moist chamber
+ Adequate test tube
+ Adjustable micropipette
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STEP 1. (Cytospin)
Wash the cells with PBS (2% FCS, 0.09% NaN3) several times and cytospin according
to the normal method.

Condition of cytospin is depend on the instrument used.

Number of cells: 50-100 uL of cell suspension (1 x 10° cells/mL) per slide

Rotation: 300-500 % g

Time: 5-10 minutes

STEP 2. (Fixation of cells)
1) Dry the cytospin slide for about 60 minutes by airing gently.

2) Fix the cells with 4% paraformaldehyde for 15 minutes at 4°C.
Note
4% paraformaldehyde is recommended for sensitive detection. Do not use ethanol and acetone
because they may cause non-specific staining.

STEP 3. (Permeabilization)
After removing 4% paraformaldehyde by tapping off, pipette PBS-T (0.5% Tween-20
and 0.2% BSA in PBS) onto the cells, and incubate it for about 15 minutes at room

temperature.
Note
In the meantime, prepare TdT solution and negative control. Preparation should be done on the
ice.

STEP 4. (DNA nick end labeling)

1) Wash the slide with distilled water 3 times.

2) After removing distilled water by tapping off, pipette 50 uL. of TdT solution onto
the cells and incubate it for 60 minutes at 37°C. As negative control, add 50 uL of
negative TdT solution (TdT buffer II and FITC-dUTP at 19:1 (28.5 puL: 1.5 uL))
onto the cells and incubate it for 60 minutes at 37°C.

3) After removing TdT solution by tapping off, wash the slides with PBS at 3 times.

STEP 5. (Counterstaining)

1) Pipette 50 uL of Propidium Iodide (0.5 pg/mL) on the section and incubate it for
15-20 minutes at 4°C.

2) Wash the slides with PBS 3 minutes.
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STEP 6. (Mounting and microscopy)
1) Mount with mounting medium (90% glycerin, 10% PBS) under coverslip.
2) View by fluorescent microscopy.
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Name Materials Quantity (for 1 kit)
Proteinase K (PK) Proteinase K 0.4 mLx 1 vial
TdT TdT 0.1 mL x 1 vial
TdT buffer IT Buffer for preparing TdT solution 6.0 mL x 1 vial
FITC-dUTP FITC conjugated dUTP (ready-for-use) 0.1 mL x 1 vial
TB buffer (x10) TB buffer (x10) 50 mL x 1 bottle
ied

20°C IZTHRIFL TR &Y,

B A AR

B DOHINFE T~ THERB T S,

BiE FOFE S

1.

X MO ER (20-25°C) ICELTHBEHLTRFEU,

2. TAT (21X 90mM B = VABeF U T A KON 90mM I 2P figd U w L3E £ T
WE 9, TAT buffer IT (21X 100 mM B a2 DLk V) o7 AR EETWET, TdT = TdT
buffer & A72HIE, FEHAOBERAILIZ AT T E W,

3. TdAT (21X 2- AV BT h=H 7 —)b (0.05%) BEENTWET, BHLWICITEELTE
Wy,

4, AFRFIFFEHFIE TS, b FOERNICHZY . RO BICER LW TFIW,

#EE

o REDOFHE

1. Proteinase K (PK) solution [PK¥&#X ]

Proteinase K (PK) % . PBsé:ﬁFJb\ms{ﬁ CHIRT 5 Z & TPK solution” & L £3, PK
solution!Z{# FHANIZ37°CICIRD T F &y,
) 240 uLOPBSIZ, Proteinase K 10 uL& 1z %,

2. TdT solution [TdT¥&#R]

i FEATIZ, TdT buffer II, FITC-dUTP, TdT#18:1:10HI& TIRAT 5 Z & T, “TdT
solution” & L %97,

%) 45 uLOTAT buffer II, 2.5 uLOFITC-dUTP, 2.5 uLOTATE#IRET D,

* “TdT solution” 1%, KH TERLTFIW,

3. TB solution [TB¥%K|
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i FERTIZ . TB bufferz . 7K /K2 W C10f52 %R 35 Z & T“TB solution” & L 77,
1) 450 mLOZRE/KIZ, 50 mLOTB bufferz Nz 5,
% TB bufferid. & fE%. 4°CICTHREFELTTFEW,

o I HRR YL

BET2H0

e S e

=X = (100%. 90%. 80%)

U gtk E R (PBS)

- REHRUK

- BAHI (90%7° Y > 10% PBS)

© 4% XTRNV AT VT B R[0.1M NaH,PO4, pH7.4]
* Propidium Iodide (0.5 mg/mL) * % u¥uta ]
s ANRN—T TR

SR TR

- RARE S Fa—7

s A 7B~y b

STEP 1. (fH#&Y0 R D #efi)
) ¥72a—hL7ERATA RTTRAEZEHLTFIN,
2) MfkA 4% NTHRNLLT AT E R (4%PFA) THEELET,
10%A L~ U ot~ ) TOEE S ARETT A, BH1. MEEENE D ET DT, 4%PFA O
EHEBBOLET, =&/ —A07 & M ATHERBRLEAORRN L R 2580850 £TOTHEM Lk
WTTFEW,
R ORE S X, 3-5 um MY T,
a) NTF T AL
4% PFA THEER., T 74 LT,
b) FiE A
WA % 4% PFA CREE%, PBSICTS A o2E, HgELTFIV,
A A 23 28513, STEP 4. (DNA nick end labeling) 2> S #{EZBIME L CTF XV, £z, 4]

A DOWIETIER L TFEW,

STEP 2. (li/NT 7 4 5LFH)
BRERAT v AW MRROTRICEZRE L TR,
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1) FLiac3 o3, BELET,

2) 100% =% /—/MZ 355323, BELET,
3) 90%TH ) —/MZ 353D 3, RELET,

4) 80% ¥ /—/IZ 34T 3 M, RELET,
5) MERUKIZ 20T 24E, FIELET,

STEP 3. (proteinase K (PK) #LER)

WO R 21T 556, ABAEIIAE T,

1) 500 pLOPBSZ#Hf%(Z D, 37°C T30 MM S EE T, (DWW, 37°CITiR®7-PBS
B ANIIZRERICA T A REAdL, 1530006 S ET, )

2) PBSZIAVE & L, 250 uLOPK solution & #HA%IZ D, 37°C T30 MBS S £ T,

3) AERKIZ253 T 04lm], BIE LTS L £

B T 5 I TAT solution %4 L &9, TdT solution® {ERLFOK 1 CTIT - TF X,

STEP 4. (DNA nick end labeling)

1) 50 uLOTAT buffer ZfHARIZ D, IR T5- 105 MG S EE£T,

2) TdT buffer IIZ AWK E L. 50 pLOTAT solution % FHA5% 2 DX, 37°CT604y M i S
E3 a8

3) TdT solutionZ A\ % & L, TB solutionZ AFUL7- K ZRICIRIE L T, S| CTISHRHIRIS S
REAE e

4) FERUOKIC257 904, RIEL THREFL £,

STEP 5. (xtbeguts)
1) 50 uL®Propidium Iodide (0.5 pg/mL) % #FKIZDOH, 4°CTI5— 200 MRS S HE T,
2) PBSIZS/REL THELET,

STEP 6. (A & KagE)

1) EAHA (90% 7V -tV 10%PBS) TEAL, W=7 T 2T ET,
2) HOGEAMEBEIC TREEL £,
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¢ 7u—FA A Y —3
Bthay bo— rEfas b 2B THET D I L2 BEID LET,
Bl Btk b — b KRR B ERCRajiML 2R & O (4:4F595%LL F) % DNase WL (DNase
I (1 ug/mL)%37°CT605fALEL) L7=H D

Fapt = s —/L ; DNase LFR L TR ESE

BHET2H0
U Wik (PBS)
+ PBS (0.2% BSAE)
© 4% XTRNV AT VT B R[0.1M NaH,PO4, pH7.4]
© 70% =X ) —)b
- REERUK
- RBRE S Fa—7
s wA 7 BEERY b

STEP 1. (Hifa D EE)
1) #faz PBS (0.2% BSA &) TR L £4,
2) 4% /XTHRNVAT LT E R (4%PFA) % FV T 4°C €30 /oMEE L E9,
3) #ifZ PBS (0.2% BSA &) T2 RIPEHLET,
LEE =¥/ —A7 % M ATHERREAOFER L R 2560 H Y FTO T, BEICHEALAZANTFI W,

STEP 2. (KBAEDZiEMETLEELEE)

cell pellet {Z 200 uL @ 70% T4 / —/L &N Z 5 L, -20°C T 30 /s L £,
Z DB AT 5 TV SIS TdT solution % YEfi L £ 97, TdT solution DERUIKH TIT-oTFE W,
UBEDEEA T v T ~EBICED WA, Mildi 70% =% /7 —/VIZERE L T-20°C IZ TRIFL £
o BRIF LIV U7 1 EBUNICHIE L TR SV,

STEP 3. (DNA nick end labeling)

1) PBS (0.2% BSA®) T2HIPEiF%. 30 uLOTAT solution % Il . CTHlfd 2 ¥ L, 37°CT
60 MR SHE 3, k= v b a—/uZxt L CiL, 30 uLdnegative TdT solution (TdT
buffer II & FITC-dUTP#%19:10%(4 (285 uL: 1.5 uL) TRAL7=H D) Zh1x TRl
ZIGE L. 37°CTO0 RS S FE T,

2) PBS (0.2% BSA%) T2H¥EEL 9,
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HELET,
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¢ CytospintZA DY
Btbkay be— o be— A28V CHIET LI L2BEH L ET,
B Btk = s b a— b ; R A ERCRajififE 72 & Offakk (AE1F2€95%LL ) %, DNase IZLFE (DNase
I (1 ug/mL)%37°CT605fALEL) L7=H D
Bt = b e —/L ; DNase HLEE LTV 720 EERo i

BET 56D

- PBS (2% 7 BRIRMTE (FCS) . 0.09% NaN3)
- FEEUK (0.2% BSAE)

+ PBS-T (0.5% Tween-20, 0.2% BSA)

© 4% XTRNV AT VT B R[0.1M NaH,PO4, pH7.4]
« Propidium Iodide (0.5 pg/mL) 3k 5 HEYea

< BAHI (90% glycerin, 10% PBS)

s ANRN—T TR

- TmyERE

c REBRE S Fa—T

s v 7 ENY I

STEP 1. (Cytospin)

HifdZ PBS (2% FCS. 0.09% NaN3) CTEEIVES L., HERIEICESWTEM L £,
Cytospin I T 2B KL > T, 2K MENRRL D 928, FTRlOFERBLZD
HZ%CY,

M . A4 R 721 f&HT=0 ., 50-100 pL OAMFIEREHE (1 x 10° cells/mL)
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STEP 2. (R EE)
1) FJEREZR & OB LW ELZ Y T2 B 60 4R, e 2 miz L E 9,
2) 4% XTHRNVLT AT E K (4%PFA) Z T 4°C C5 pMEELET,

=X )= N7 b ARIERFRREORKN ERAGENRH Y ETOT, BEEICEHALRNTT N,

STEP 3. (k@i TTHEALER)
4% RTRIVET VT e REAWEE L, PBS-T (0.5% Tween-20, 0.2% BSA) Zfifaizd
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STEP 4. (DNA nick end labeling)

1) A7 A RaRBROKC3EGEE L £,

2) FERUKZHWE L L, 50 uLOTAT solution % fll i 2 D T37°CT605 Bt S E T,
papPE = b e — 2% L CTiX, 50 uL @ negative TdT solution (TdT buffer II &
FITC-dUTP%19:10#|4 (28.5 uL: 1.5 uL) TRA L7 H D) ZHifIZ DO T37°CT60
SRS S ET,

3) TdT solutionZ#A\ % & L, 2T A RZPBST3EIEH L7,

STEP 5. (xfbogufa)
1) 50 uL?DPropidium lodide (0.5 pg/mL) Z ML DHE, 4°CT15-2053 I S HE T,
2) A7 A K%ZPBSC3EIVEH L ET,

STEP 6. (EFA L k)
1) EAHA (90% 7V -tV 10%PBS) TEHAL, W=7 T 2T ET,
2) HOGEAMERIC TREEL £,
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