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01 ER5/RE

MREAT ., e DNA MR B A MR~ £ K2R 3-OH Kif, o 7E B AR ZE R Rin
#TEEe (TdT) MERT, BHESRE=#RZER (dUTP) MZCEREMMNLTEDIRCE DNA 19 3'-FKif,
M ST # T AT HRAEN, XETTERAREZBZER RS EBEN SNRORiKIRCE (terminal
-deoxynucleotidyl transferase mediated nick end labeling, TUNEL) , B5F IF & A5 IF 7E 18R O 4HBE )L 8 B
DNA m9i73e, Hifm&H 3-OH LR, RAEEBHAEE. Ak, TUNEL 54 740 DNA FE{L (ZBRRAT)
MEERITE.

—#7& TUNEL AT IRUHFE (Leit) RESEMFTNEERFAD URMANIRTR, &
BT RARHE. RNARMN. EATETHGER: WLEAR, SFAR, AEEEARTA,
KEDR . HAESHNBEILLEE (EXEm=555 nm/565 nm) .

02 BEF

Mg
RAZHS EEER
20T 50T 100T
TdT Enzyme 40 uL 100 L 200 L -20C
Equilibration Buffer (5x) 0.8 mL 2mL 4 mL -20°C
Label Mix Red 3L 6.5 uL 13 L -20°C, BEREF
Probe Diluent 0.2mL 0.5mL 1mL -20C
DAPI (500%) 5uL 12 uL 24 uL -20C, BEHRE
BSA Working Solution 6 mL 15 mL 30 mL -20°C
TritonX-100 (100%) 100 pL 100 pL 100 pL 4°C
DNase | (5 U/pL) 4 pL 10 L 10 L -20°C
10xDNase | Buffer 0.3 mL 0.6 mL 0.6 mL -20°C
Proteinase K (20mg/mL) 4 uL 10 uL 20 uL -20C
Tissue Autofluorescence Quencher 2mL 5mL 10 mL B, BIRT
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03 BRISHFSRHFA

BEHIRLE RIRBTR &
%8 IR RIVAMN THESINBE A PE BE
i) RIS TRIR /
BEREZMR (PBS, pH7.4) | 4%ZRFE. X%
=8 K, AEUVANFRECRENZE, GRZIBE /

IS BRSO E K
SNERANGEEMAZBESREH

Hith B, TETRBRA RO N
04 EEFEW
o A mIXERIFMRFEM, FNEBTIRKISH.
05 XERTE
051 AFEH
R R SERER

XirAE 5= 9 Worki
BNAZY; F Probe Diluent 3% Label Mix Red ## 40 {5153 HRiEKIR AR, AR Working

Working Label Mix Red Working Label Mix Red Label Mix Red F-20°CE 5 554R
OrKin ape IX ke
? B3NP, BREEAM.
DAPI (1x) BIAZY; F PBS ¥ DAPI (500x)##ak DAPI (1x). RIBELFR A E
TritonX-100 (0.3%) BN AZY; A PBS 4§ 100% TritonX-100 ## 5 0.3% TritonX-100, RIESSFRAE
o BIAEY, RMEET /K4 5xEquilibration Buffer ¥ RIELFFAE, ATHRCHFERH
1xEquilibration Buffer L
1xEquilibration Buffer, x,
BIFE: FEEF/KIE 10xDNase | Buffer # i 1xDNase | -
1xDNase | Buffer RIESSFRAE
Buffer,
Tissue Autofluorescence e N e s NN
RIAE, BEFEXERESIENERI. ERTEFTERELLER

Quencher

05-2 LEHE

05-2-1 HARLLTE

1. WFRHEMMN (B3 B RE )

(1) BMAE S MNRBRE IR, EFARETESR =4 240, BIREFAESARAT. FREATESHYBARN.
(2) BrEtEsg, EERTA 50 ul 4% S5 REEE A 30 min,

(3) BB It A 200 uL PBS 583 33k, £k 5 min,

(4) BIE/E, S7LAN 50 pL 0.3% Triton X-100, F7EZE THE 30 min,

(5) BEBIEFI, A 50 uL BSA Working Solution #Ei&4RiE 2-3 >k, A 1mL PBS L&A 2-3 3K, TN EREDT (4kEudt
TR 05-2-2 B HERIT)
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EE:
1) STFAERE R HEAFLIRAEME, T&RIESERE R A E &S S FER.

2) T (5)F /58S A DNase | AR AS|HE DNA MISLRGIZiE AR . AENRARE, #AFETHE, R
&ZMT o H 10 U/mL 4 DNase | (3% 1: 500 fytbf5l, F 1xDNase | Buffer 3§ 5 U/uL 4 DNase | #8510 U/mL) S&4kZmpE
S4A4R 10-20 min 5, #AMH PBS %% 3k, X 5min, REHHITEAXEMEST, MRIARAHLR, BEFHEMEXR
REREERMNEEI PR EMREE.

2. FFIEGEAR (BIERRMEND )

(1) BFREAERETE (A 1-2x104f0/mL) | BEMFHEAEFSHEAT, BRNEFRTESHTRIERY.
(2) X300 g B/ FFILSRAME (1-5%10°) | F PBS 3% 2 K.

(3) MIA 1 mL4%ZBRE, AR THS 30 min,

(4) 1300 g B4R, BrELER, ERF1mLPBS i, EEHRF 2K,

(5) ;1300 g B/, Bk biE, 7ESE T, A 500 L 0.3% Triton-X 100 B2 5 min FHIBS (HEIEMMETE 100 ug/mL
EAf K PBS hEE 5 min FHBEE) .

(6) 151300 g B, Bk s, EET 1mLPBS dh, BEEE 2K, REETARMENSH (BEHITHE 05-2-2 1
ERAENSH) .

AR THEF(6)FFET A DNase | 4L EHFAS[E DNA BiZRHIZEMEFAMEX R, DNase | ABHFASETS% 05-2-1
FE 1 REZEREALERERER 2).

3. HTAREENARTE (BRI BEIMF)
(1) HALEPERE 2K, HK 10-20 min HFTHLE.

(2) BIEUTHE RATINFE) HEALREM: 7 100%ZEH 2 k5%, X5 min, RERKRTE 95%, 70%F 50%7 &
Y& 108, &KX 3 min,

AR WA CKEEARME. SHERETRE.
(3) MEER PBS RtHM 2K, &KX 5min,

(4) HEHBATZ R PBS, VIAMATE, BALEEALAFREERB, F7 20 ug/mL Proteinase K (£ PBS &1, IEILH)
W EERE 8-10 min, 7N 100-200 pl Proteinase K 38 B =AM RNT .,

AR BN EARAXRBNEEACEOBHANE. EEBIEECESBHEBREHREX, ARVATESMER L%,
HUARED S IH TAT FREFHR.

(5) FEER PBS 2t 3K, X 5 min R4 IE Proteinase KL ER, #HITRABHEN T (HEHTHE 05-2-2 195%¢
KEBREDHT) .

AR UJHES(5)H/FEIT A DNase | S AS[E DNA BiZR G & & MEFAYEX . DNase | £EHMFAS T SE 05-2-1
FE 1 SHREREALEFTERER 2).

4. JWFRFHRF (BiEREERES )
(1) BUREHRRF ETEE, E£=ETH 200 L 4% B HEEE 30 min,
(2) AEEM PBS &%k 2k, &% 5min,

(3) =HBARNAF LA PBS, IFMATE, BEHEKEEAHAAABEERE, F7 20 ug/mL Proteinase K (7 PBS &1, IMEILH)
B SRS 8-10 min, FA0 100-200 WL Proteinase K 3& /& B &= X 2B 40BN T,
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(4) FEER PBS iZM#EM 3K, &KX 5 min K& IE Proteinase K BLER, #HITRABHEN T (HEHTLHE 05-2-2 15
HKEBREDHT) .

AR
1) BLRMRFSEEEERTEN, TERAARBAREELFERFSHITAE.,

2) TEE(@A)FEET A DNase | LIEHAS|E DNA B RR G EEMAIBAMEX 8. DNase | BHFHSRTSE 05-2-1 F5E
1 RS AR ALEFREEER 2).

05-2-2 TUNEL 947
1. RAEBHEIT
() RBESTORSHE, EFERIES TAT RN ENR:

REASD A& R (pL)
EEFTK 33
Equilibration Buffer (5x%) 10
Working Label Mix Red 5
TdT Enzyme 2
BEH@R 50

AR EKH TAT fRCREZP R A, FEESFHEER, Equilibration Buffer (5x)8REKERT, SHADBRSHTH
MK, REERSIEMEM, THR/EH TdT Enzyme, Equilibration Buffer (5x)h &R & H 1A EYR_ F B HME (L,
REkiEfE, SBVAXEBKMR. F—REEHHREFE, BLNRE. FRANBEDRE, REIBE.

(2) BENMESRFIN 50 uL (96 FLARIERE 50 L, 24 FLAR3ER 200 pL, $1H EILAI 50-200 uL, ST4RIBHEEARSSE R EFR A/
BEYHIARIAFATR, BEFEALRT) 1xEquilibration Buffer, =R#HIFE 5 min,

(3) Br % 1xEquilibration Buffer, @& MmN 50 uL (96 FLiRH#ER 50 uL, 24 FLiR#ER 200 pl, P1H B 50-200 pL,
TREFAR R ERANESFRRAER, BETARNT) REEEY, FAEREH 7CTELFE 1-2h (RRMNFEE,
TRERARFEENE).

A5 EERBEEMAEEBAKNERTIEDRFEE, MARAERD TUNEL #£MENEEL.
(4) A PBS #7237 3>k, &K 5min,
(5) B3 1xDAPI JE& 10 min ST E L,

AR METEATHRELES, BUER, RERCHANTR, ERRETERFZFEE. DAPI IERETEIBOR UM RKE
HRIRIC.

(6) AEER PBS REHM 3K, &X 5min,

(7) BRBRFEHER, WFHLREAR, FiN Tissue Autofluorescence Quencher Z;8BEIFE 5 min, £BF KR 5min 55
PBS ;2% 3>k, &KX 5 min,

AR VAGYA S EBRTEE, NARBEATEERBLRKS, Tissue Autofluorescence Quencher IR /FAR LR E
&, h—EREMR Tunel FFEERE, EXRRMEXERERR; 2.FBEHARBLLARRFINFENE, TEE—MHER
N Tissue Autofluorescence Quencher 57411 EF 5 min; 3.Tissue Autofluorescence Quencher 5%, EFBIIEH,
BERGE, MERAFIETTRESR, ¥HEEMBYNE.

(8) TR, WARRE N ERMKEHEFSTIFRF, ZLWERBNERAER, D TREVA KRR T
A, TEMKEHEFSERIEEFRFTERYA L HESKAHER, BRLEHEHTUE. TR, BHFODAREEE,
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IIANEE PBS R4, BT AEMBEMEUE, 4E8E (EXEm=555nm/565nm) .
AR

1) £/ DAPI BEEH AL E ;

2) PAtEXRAREAER, BUNBEREAAFFREREEL, FEASRATEHITMRELEK;
3) SURAKPRMAMR, MERSXBARMNRATE, BSEKBRANAHATREL.

2. R

(1) E4EAEST 100 pL 1xEquilibration Buffer f1, 728 TR E 10 min,

(2)300 g BILARAE, Bk &K, BRT 50 uLTdT FRCREEMRT, % STCTHE 1-2h (RRMKA, THIELBEEE
e, S I TR R R R ah BUR SO MR,

(3)300 g B/LERE. BrELEER, ERT 1mLPBS i, ERRE 2K,
(4) ST 200 L 1xDAPI 1, §¥& 10 min,

(5) BRI A AT AE.

06 Z5RTHI

Tunel-PE DAPI Merge

Figure 1.Hela i AR FIEIFSFNIFSL—F % TUNEL GRUATHNIKFIE (AeXk)t) L2eRRNNBTHRE.
07 FAQ
1. f TUNEL AT, FENREEHFEKEERD?
FREBEHRE FTHREHIRER, ARXFEHFCHSARZRNONRER, TAEHEER.
2. TUNEL & e A &EZEFEx (IF) —EWNEB? EERFEEEN?
A IF AT, BISEM TUNEL U, B IF.
3. AMRABTUERNIZEREHHE?
T, WIEERERNEAS FESUEN, A TUNEL KA E#TATRNZEMES,
4. BLEBRATHRES?
(1) ReEAB K ITERE,
(2) #E#t17 TUNEL 4TS (BRR B ZAT) . A 1x #9 Equilibration Buffer F#54b 8 —iR, HMEE TER,

(3) SMRBERITH, FALMMERES.
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5. XKEE PBS FRIE|, TEARKLETRERFHIEREHE PBS f?

B, EREENBREMEERE, BE.

6. XRFEPEFRBLESTT URBARNIFRFFIEL?

(1) TIAABRB R FERF TR EEMBRIER 7R,

(2) ERBRMIEMEER, S DNA fifh. ZiLERM pH P EE R E AR E MR,
Q) BERRELS/MEK, SEAMEAR. DNA SERHNMR . ERAMN. BUER4%SRFRRR,
(4) A KAENEEK/AER, BEAMEREN, HIERAMY, ThR—TREMRE),

(5) TUNEL & maid, TR HERIE,

(6) REDEFRMEAR, R&J5 PBS BHRETEME 5K, kBRVANEFRURE.

7. BT HREURSEM ARFRIR?

ALRER, WA NEKEARE TS,

8. HAYIF H A T UE AP MRERD?

AT UMK, RAMAEesER, BLTHRBEMRES, ERAKEMNH AT, PUHRNRIEFEKKEANEHAF, HATZES
MR —H, R FHEBIR, BITOUERE R HIRE BT,

9. KA NEEREFES DR?

—IRAKEY A R ERTE 8-10 pm,

08 #HK/™

%S RAERR
KTA0002 Annexin V-AbFluor™ 488/PI 3 4R A T-# Wik F &
KTA2010 —#%% TUNEL AREATRMIRFAR (REKK)
KTA4001 ZrERBENIMTRAE (JC-1 %)
KTA3020 Caspase-1 SEMSTIAFIE (L&)
KTA3022 Caspase-3 EMMTAFIE (LL&ZX)
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— S ATUNELARRATIEMAFIE (L&)

(Abbkine 85 : KTA2011)

) @

B 40 G JENLBELR AR
HHaLE I MR I
BLTHES RATIES
\ \
50 uL WS RFE 300 oBILBEAR
7230 min; PBS#E2%
PBS#E2K
\4 \4
¥
VN
4k
]
50 pL 0.3% Triton-X 100 1 mL 4%% B FEE
(in PBS) =ERFEH30 min
=RFEE30 min PBS#2%
Y Y

A

50 pL BSA Working
Solution3#i%&3K ;

500 pL 0.3% Triton-X
100 (in PBS)

N < =SB IES min
PBSH#2-3% PRSI
Y \ 4

® @
AU A KEDE
N Uaew:
= 2%
: 30 min
Y \ 4
| 4
MAEH:ZEBHBER%;  PBSH2XK
PBS#&27%
Y \ 4

L

20 po/mLEABK 20 po/mLEBEK

(in PBS) (in PBS)
iH3%E8-10 min iH3%8-10 min
\ A \ 4

PBS{#2-3K

: EeIEL RS
! 3 4] 7 s F“lnEn 4 LGP O . )

:jgmwas (BEAPHES RTINS ——

5 B K 33 L - Buffer P AEBTKHRI0ME
TUNEL: Equilibration Buffer (5x) 10 L : ‘Wé}idh@"[ébé’l‘?'Fﬂgé"'k;"l')‘.l'""t%%;[;a{l """

H 1 i [ = . ' rope biluen o

T %‘?r”;':fyf:e' MixRed o MATHER, 37°C ... MixRed i o e

i s H BWXEEL-2h DAPI (1X) :{FEPBSHEES001Z.
BER 50 pL PBSHE3 R e

AT < 55 B EDAPI
10 min

Tissue Autofluorescence QuencherfE 5 min

fFAEBEF KBRS min, PBSHLE3R



