MEATHEN, ARSI ER, RNEE
—. EMAEET

REMRIARTTE: BRRISIERREIK. PKTIAEEEIFIEFERREIX. EEUR (Bl

2

HEEMR. EFER. SOTRRR)
HTEENHEEAARTDE: SMRINERATTIE. RARIRIRCIE. ELISA EEIHIENE

BEARERIK,

=. ESRATHESE

B EXSFRIITE: HHEFERREK, SENER (ERRRERRKSBTMATR
ER89757%) . Hoechst33342/Pl SEREE RIS, AnnexinV/Pl W%z
UGN,

RS _EBXDFRITE: RACKRIRCE, Pl BREERIVARUIENE,

=. BEmFKEARREE
BN TEASFEISAHE 16, ETEE. AtdBRAN) R TRAKIRIRC, ELISA

B ERIRIR B BERE SRR IK).

M. AT
1. ERHAREI:
1) PS(BBEEt 2R TE4BRR S MR _ERIN

2) AR IR AT



3)HpEEER C AR

4) SRR IR

2. BSEHBAEIN:

MPRBTEERT, ZERIESERZ/ IMAZ[AIEE0# DNA, FAEXEIKETE 180-200 bp Y
DNA RE&,

T IRERG B E LA T ITiA:

1) TUNELCRImBR A BRAETEEEN SHY dUTP BROKIRIRIC)

2) LM-PCR Ladder (&S89 PCR &)

3) Telemerase Detection (igfifgHEN)

3. EfE:

1) BEEIRYSEICIFAE: DNA FRRAE

2) MNITEEER: HEEEREIK. RECKnRS (TUNEL) &

3) TUNEL (CRimBrisxEiRieaieN SAY dUTP SROKIRIRC)

4) 1@id DNA RineBEETIRcH dNTP (/9 dUTP) [EiEEkE RSl DNA HERAY
3" -OHix, BEIEKESSSOHENERSITER. UIHARSER. E/RIMEZESA
BEANIBRYAELN. ABREE A S ST ARG,

4. LM-PCR Ladder (&S89 PCR &)

HFTARREL ARV NARIG IR ERD AEARERY)R) i, EEEAEERIKERENER
AE% DNA R, @IS LM-PCRIE LRI, S—1HEI88ERER, MR
HASTATRI=ESERER. I, LM-PCR MR EEM, ELIERBCEENRE
TR, WRMEERD, KaESERME DNA S, A 32P-ATP fliEzE %

EERImEErEe (TdT) £ DNATRE, AEHITHEIKIGIEES,, MERFTHIEH DNA



ladder BIFZR%.

ARG EER XA A T AR DNA MrZiX—4HIE, (BARZEEERG (NTIRIR

5, ML) Bar-EX—ilR, AtEXEERATIMNISZEIEECRERNTIN,. T8
HER7FERENARET,

HERZE:

1) Telemerase Detection (ifiufgHainl)

imAAE Rl RNA FIZEAR, BLUES RNA AERIEEREMInN XESFS, (4

FEEXIE KEMN" . ERAARRIKERAEEENR, 808 R, RERIRRRYEE,

XATREF B Lo R —FETtR, RIPMEFR. SHREBARABATAIES. HREN,

90%LA_ERYEEHAEE AT 4R iEEB R Bim i EsHYE M.

2) mRNA KAt

ARENTEI TIRSEMRATRRAFENER, XS REERNRIAK B

NBRETR—FERLDZ. EiRE, Fas EHESZ N EEESEARTNERSHET

#HpE (cytotoxic T cells) FEERAE. Bcl-2 # bcl-X (KAY) fE/9UET (bcl-2 #0 bcl-X)

RIETY, BlIRNREKFELLHIRE T MR AT R RFE. FAREEE PCR BAREGN

BRERAKFELRLL RIE EIRE A, BIEN fas, bax-alpha #1 bcl-X (1IKAY) EEARY

MRNA FREKERH TR TR,

5. HEAENERRSBERATI -

[EERE T ANER(GSHIF AR —MEENSEIRE 7, MERESHNETE

4% GSH RIRMERAERR, SEAT GSH XaJ# GSH REEIVEIAR, 1X—RN{ELAL

R AEE, FEWIRIEATEIFINENRDIS B ARR. SRR GSH AIRERRIF

HIAkE, AR BERMERE NENINE, XS T AT RIS R IR AT



PE(EE, MMIERREER C (SRBIERPIIEEAD) NEHUARNEREIERES, Ba1E
TXANRE caspase FIREER R,

6. fHEEER C EAHEN

MEEE CEA—MESYR, AARBCHAIEEEENFR. EREBRT, BFET

LRIANIRFIINEZ BRIRES, BTESRIBEENERIAEREMRR, &5 Apaf-1
(apoptotic protease activating factor-1) /55l caspase JBX i : A E C/Apaf-1

SEYIEIE caspase-9, [FEBEE caspase-3 FIEE 7 caspase,

7. SRIRIREBA AT :

1) SRRBIREBAAFESSHERATERETIRR

2) IR EE RSN EIREE (AT R T 2BREBRUENE, BR T BRI L EER

FETHRERE. M—BSAASIRBEAFER, ARHMSHNATTERETEE,

3) EARATEREREANSIREIEREERRTEARNERNBEETET, XEH

FHEM 7 SRR Z N EARERAIN TR AR S/ MM RABIE e FLE (PT

FLIB)BERR LR IS IR B A A BER T LEARRRIAI T,

SAAMERRR T FRPAH—SIHE:

1) ERECHNERNZAFSECHNARRZERRE AASEERZEL. BE%

BEEAER PT FLERZAR S RIMIEZ—RIRE, MBIEZEIFRETRLL,

2) FEAAENER, BRIHRHMEER, Rt CAUERMEZRMN,

3) ERAREEIKIEI DNA B3R T 4RSS R thAREN H B T 4HAE 5 S 4BREATILL B ;

4) Il AREE AN, RS F KA.

Iz eSS

Pl. Hoechst, EB. DAPI, YLE#&Z:, HF Pl. Hoechst &%,



Pl #0 Hoechst33342 X#xk:

Pl. Hoechst33342 9] 548fE#% DNA (5 RNA) &, (B2 Pl FEEEIEERIHAEER,
Hoechst N fRBIEMAIS AL, SRR AR B T A AR AR, IXAY
B4 Pl ELG, [EEMEAHEREATAIYEH Hoechst E&, (ERIEEMIBIZI
Hoechst BBAFSSERN, K=6, RERRN=BFK; MATMIEZETRET
ER=6, 3ZESN, BAK, B

Pl EBNATGMAR, ==68, S#EDMHIK, BER Hoechst EEBRIIFETAE.

Pl #0 Annexin-V S#x:

BifEBtLEER (PS) IERMTHAMRERNAN, EEMEETNRE (SEERIGRT) PSH
MBRERRAIPMIENELEIMBREIRAYSRE, REEMIBINAET,

Annexin-V (green) BILAFIEEIEERZ4EE: (PS) FRIEES. RUCARATHTEIAIERT,

Annexin-V B4 (RHBRGASEARERTREIRRME) . (BRRBEMIERIEIE PI 2Bt

3. RCEMEINER

1. BEGRTMER:

DABAK-FRLL (HE) RE: MRZEERR. 2ERE. BRERTE (BTAR),
[ERARRENIKEERGE, MEARRERKNVERSEEHRK

2)Giemsa REE. WECREIES, [ERMEZNGES—, BrARREIR, FtHER

FEBIRELRH LEE



EEAAERMENER:

1) HHIRMARES)N, SERYE;

2) ATAMRRE NER MBI ST AR .

2. BHBFRAEIER

TR/, HIERIRYGS.

MR AT S PR E RIS FRE D A= 1 BN RSCRS 2R,
IHOREERHIURIGAT,; Ta HIRZNREREDERR. 054, Db HBRmiRE
FITER, FEET/IMA.,

3. SRR

EHRRREEREL: VIERE. Pl . DAPI, Hoechst33258 #0 Hoechst33342, EB £
Hoechst 33342, Hoechst 33258, DAPI =fhukl5 DNA NESRIERARYN, &
Z£ETE DNA B A-TIREX, KIMNCBRR RITBASNEER .

1) PIXEREEEARE

Hoechst 25 DNA #SESRTEMIE, SEH N ER4RIEM A e B AKX IS4 S(E
Fd. Hoechst 33342 EAT M GREE ERMAETER.

DAPI Jsi@iEtt, ATEMEEMIIIRE.

BUMUTANE(P)E—FZEAE, CARSETSRAVMIERR, (BA T RIREInAREFNsTamRe,
Pl BEtE ST MIEETIS AR, ALLE Annexin-V 5 Pl ILES(FA, FAILUSRATER
PEHARSARAELAR SERIB X TR,

EEEI: AT, H DNA TSR0\ AT HEAREZ—, BiXFh DNA
IR EIRERE I DNA SRR, & 2E I DNA SRR SRNES

RIBEN R EMZATE. EDTTERINIZER.



7. HERATHS FEDFENGE:

MMERAT_ ek DNA RIBTRENITHAIDHERANIRE, Jeaik DNA B RIRIERTZ
BKREEBRIER T R#AE/9 50-300kb RIKHER. #ARKREI 30 % AIZER{K DNA 7£ Ca 2+7(]
M2 +{KEEZERRYIEBER T, TEf/MARBRLZ [BIHBEHLIINT, FZRk 180 ~ 200bp #2/)\
Ik DNA ZE{K, DNA SUithfrada RE—54E EHIERAMmA~4£ER—%5) DNARJ 3" -OH
NimrI RS TSR N RN (TdT) RERT, BIRSREZERITOLR. 38
LIS, MR EBE E MR RITEARICE) DNA Y 3" -Ril, MR TAT4H
BRI, X755 — AR B B B R N Im e R BE N SAYER O RimtRCiE (TUNEL),
HRTFEENSIEEEENAELT2E DNA R, EMmigE 3° -OH U, RAOBEEH
e, Ko FEH DNA SEE, eI DNA REESHITEROEE (nick translation),
&5 FE#I DNA tRCEERE, AEHH AT, TUNEL SiiROEE AR 25
EMFERSFREGIARTE, WeBNR NATARRER TR TR, 88
R MR AT RARNEY AT, TRTEEEEARTA. KKREBRY
R SRR\ AR o BEROMEANERATNE, FaelHik > 2RETHR, R
BRI —RAVALCFIIEMHNENEZES, EMEMRRTRIRRTER 2R,
S EAMEStRCEZE

JRIE: SRS TEYIIEE [ (digoxigenin) -11-dUTPIE TdT BBAWERT, &
LU N\ZIATmRENEs a5 DNA B9 3-OH Kif, 5 dATP FERFS RN, Hu5iERET
REEE (SRUVIESEIRMETEREE) TS ERNES. HESRYWEET, SRS
AP RRREER A, FRERIEMEEERTANMARE, EMAESEF 2R T

1TER,



EMEIE S EIIE—RER, ErE AR FAFEREE STt S A ES RIS
7K, AMAMEEERMRR, FutESFErSsSIE RSB EIREERRIZZ X RN AE!
1%, BT Fc BB BT ERMKENLERERE, WA 2B Fo 2GR
HERYIRBEER,

AFEA BT EREME RN AEEIENALI R KT A SRS ARF S EN
AT NE.,

(=)l ECH

1. BBREITR PBS (pH7.4): BEERENER 50mM, NaCl 200mM,

2. BEBEEK (200pg/ml, pH7.4): BEEEK 0.02g; PBS 100ml,

3. & 2%H202 19 PBS &k (pH7.4): H202 2.0ml; PBS &Eidik 98.0ml,
4, TdT EEEMYR (SREEED): Trizma B 3.63g A 0.1N HCIE pH = 7.2, #i1ddH20

ESE 1000ml; BIIAZFRiHEREN 29. 969 S L, 0.238g.

5. TdT Bk : TdT & 32ul; TdT 88459k 76pl, iBS, BEFKLEER.

6. HRERIERNERR: S 17. 4g; FTIEERIA 8.82g; ddH20 1000ml

7. 0.05% & &% (DAB) i&&: DAB5mg; PBS 10ml, pH7.4, IFEENTIES, N
HEHEZE 0.02%.

8. 0.5%HEEF (pH4.0): BELF0.5g; 0.1M ZESH 100ml,

9. 100%THEs, 100%. 95%. 90%. 80%F170%ZFE, —B¥%, 10%+HHEEEH,
B, WEIKE.

10, TEMYESIRCHITUIEEETR (ONCOR)

(Z) XILE

1. TRATREMIER :



(1) AEEEERVARY R TAME  BBRRY) R ETREGEH, BTRZFEFR, 8K Smin,
BFKZEERRIR, BIR 3min, B 95%%0 75% ZEEs%—IR, &K 3min, A PBS % 5min
IINERES KiE®R (20ug / ml), F=iEKEE 15min, KRBLREH. BEREKEK 4R,
TR 2min, ARIRTALER 2 BHTEMF,

(2) NFREBLYTIRTAME: BIKFERTRE 10%HHREEH, F=REE 10min f5,
KRR RRIK. FPBS PR, R Smin, BEZEE: 28 (2: 1) BERF, FT-20°Ckt
I 5min, RRRZRRIK. B PBSIHFIR, B8R 5min, AEKTALE 2 H#{T#ME.

(3) IBEFARIBNER S BRIMBAITAE: 18240 5 x 107 A/ml HHiETF 4%FHEREE=R
chERE 10min, EEIRH L& 50 ~ 100l HESRFFEZ T8, A PBS KRR, &K
Smin, AR TIALSER 2 HITEMF,

2. BIIFIING 2%TEIERI PBS, F=IE/RM Smin, FJ PBS i%EAIR, &KX Smin,

3. RiERIVOIREEIR A FRREENSRERAR, MEEYR LN 2% TdT Bs4ER,

E=R 1~5min,

4, HEENOREZDRBEBERNSZR&EAE, ZEMER L@ 54ul TdT BBRAR, Ei8E

T 37C /M Thr GEE: BRMEEIR, IIAS TdT BBRIRAK).

5.8 RETHREET, IMABTAE] 37°CRRFRERIERNE R, T 37°CLRIE 30min,

& 10min BEH R ERIFEMI TR, ERINZRERED,

6. BLYIRF PBS L 3R, &KX Smin g, BEAETIR LENAEESSAYIEBIRCRIT
S¥ETUR, FEEFERRMN 30min,

7. FAPBSk 4R, &R 5min,

8. ALY H EEREINFEACHIRY 0.05%DAB 3%, ERER 3 ~6min,

9. REIBKIE 4R, BI3XREX Tmin, &fF 1R 5min,



10, TEERARESHITER 10min, FBERIEKIE 3 X, BIFXSHIRAIRER T 100X,
&/ 1 RE#E 30s. {KEETTIERR 100%IETExR=/X.

1. BZRFREUK 3R, 8K 2min, Hh, TIEE, mEFREMER FTRRFCRELINE
&

(Z) FEEM
—EERZIAMANB M EREXIRR, FRMEXIRRAIY] R eI (RS DNasel B3O BEARAVIRAS, R4
FEXIRRATERRMERRAR (TuM) 038 3-4hr ROK. /NERPUBREARRELASMNEI MMM RS, BR

MEXSRRASIN TdT B, HRPBRSLI0ERER.

—. NYIEE (R AO)SRF A

JRIE: NYIERE (Acridine Orange) @MY IERIATEMIZ —. BRSO BURIE 492nm,
RIEAGTIE 530nm(DNA), 640nm(RNA), BE5XE DNA NESHHNEHMANEZ (A,
M55 DNA #1 RNA U EEE#EEIRS MR EBERAIR £, EIR6(ES 502nm)EiR T, 48iE
ZRSEREIRIEE 530nm), #ZIZFIKER RNA RIS GRS E( > 580nm), IVIEEHIMHEF
WAILIESHEERR. SEMIRLEMAYSE, BEEEREENTIXMES, NMEEER
DNA. RNA FGfZER,

(1)izk5!

AO & :

AO 50mg(5Hfr4E)

ZKIB7K 50ml

4°CikFERTF 4 ™R,

Tris 229 ;



Tris 50mmol/L

MgCI2 2.5mmol/L

KCl 25mmol/L

AO T1ER&:

B AO &k 10:1 FIZXIB/KFRRR, BR Tris BMikiE AO #HEZE! 8.5pg/ml FIEIRE.
QPSR

ONZEETEMBSRK, REH 107/ml, 1500r/min, 5 5%, FZE.

@O0 2ml AO TfEi&, =iEs 10 D,

QiFEREI A L, INEPHmE A,

@R EME FRARKEREE 405nm, &HHEK 530-640nm YIZR,

Z R FHERERSEIE, BRELGSE. ATARZrERERRBIRREXIR
A, BT UZRRERR 2R H AU T/ MA,

—. Hoechst33258

Hoechst33258 Ju4Etd DNA Skl , 5 A-TRES, (B7F pH2.0 TRIETFNHES S RNA
55, Y DNA BIROEEERRA pH Z 7.0, XMPRANRTHERE TR, ATLABCHIRT L
IRSTLAZK IR K AREBC R ETRRIE 4°CHEERTE,

RITERATIEARME. WERAERRR.

IR ECHl

(1)Hoechst33258 ™17k : #REX Hoechst33258 if#l 1mg, A 20ml ZRIEKEIRIE, I8,
A CESERTE, FRRIZEIEK 10 (SHEREARER.

(2) 0.01molPBS, pH7.2,

(3)F H#(pH5.5): 20mmol/L 745, 50mmol/L BEERE 5, 50%HTH.



(AHREERK: BE/IkZBR(3:1), M.

BMEE

(MRS, MIEFR A BB R ERIRMEE A

(2)HEEERK 4°CETE 5min,

(3)FIBKFEEE, =N Hoechst33258 ik, 10min,

AFEKERTE, BRELESRRIK,

(O)E R R ERICEAEEIE.

ZR: EOLERMET, SHRIZERE. 195958, RSB Hoechst s, HIL
AR, HIRZE IR RN B RIS R IR BN BB S3E, AR
E 3 ek 3 MALAI DNA SRR HIA SR T 4.

=, PEZ-RETREZE

(—RE

AT ARIATC Y RT R A M EESHRIT A, (ERERENGIAE. iR
CER—TMREMNLLRE, FERMRNEOBIAE, MEERNES mRNA RIARTE
38, MARATEE — MMt IETE, MERAES RNA BURE. RIBX—IEA,
B N AR ELRYS DNA RERRERMRIRETXS RNA RIS, ERESXIELEME
ZARREAERERE S, RMERNZEZER 2 RETIREREE VR AR, 2R
FEENIATEHPE,

(St Rz Ecl

1. BAREER

FoKZ B 600ml

S5 300ml



PKEEEE 100ml

2 REZAY FIELNRESFASAHTHEWLAEURRRRER, HEEE 2%REE
KB 20ml ANE &R, IIASES 20ml £, FEERNFEEATEAPMERT
B, et NS, BIEBE NATHLABNRMBE, BIIAFRISN 10ml,
Nt EE#HSUS, BERIXRABALL, ZRIFATER, 4°CRTE,

3B

FREFCER Sml

5%iRET AR Tml

ZEIBK 12ml

0.2mol/L ZE&5H(pH4.8) 18ml

IEFARIECH], FEARITE.

(BETE

1 B RA B EER T 4°CEE 3-6h (S48, MgFRAERE 10min),

2. EHEEEN 95%ZBERUKFITIKZEeZK, —FRXE, AtEaiE,
3YIRE"RREE, BEIEXKUEREK. @RFRR TRBELER)

4 BRERP=RTREL 1h,

SEEIR, AEKGE, RIBRRTESRGRK.

6 JENRERFITIES 1L,

7 B NRBR B (1:1)FEi5kE.

8. _FRFIERA 2-3 IR,

9. FR RIS,

(%5



FERNE VATHRESE, MERERERFREEER, BREAREER, NHRA
BEY MEZEGEESR. MRETRETIEEHTITEL, BIRENIEEL 10-20 MIEH(E
SKEDA£9 1000-2500 NEHE), HHEUATARED .

M. TdT /S48 dUTP BROKIKIRICE: AR (TUNEL)

JRER: TN SRRERTERE R B MIBRITET. &4 L B RERERAIRAITET, HAHIE
JIZRERARAE R T TR, (ERXMIISR ARG, MIEHEREE. BATARHER
RIRIEZERRTIESHGRGS, B SRS ERE DNA #0E], HINEAGEEGERO, 77~
45 DNA W% BHRRY 37"-OH Kif.

KRR B 5 58 (Terminal deoxynucleotidyl Transferase TdT)EJLAG S SER
1CHY dUTP(DIG-dUTP)#REZE 3' -OH XKim, DIG-dUTP(IZEER)ESTE DNA BWraEhiz,
LB T EYRCAIT IS SR (Anti-DIG-Biotin) R R[S, BEAHtRsEI=-TaMHY
E8(SABC), ZARIMAZEEY DAB FLIRR. BMARZEIREE, NMRILIERHME

TUREIEERETHRE,

177

1.4Re%& iR (Labeling Buffer)

5xRER) TdT RMNEHiK, SBLATAKSD:
500mmol/L ZFRHERER, pH7.2
10mmol/L CoClI2 (St sh)

Tmmol/L DTT(Z#R7EES)

2 KU BRI NEZ RS TEEE (TdT, x 20)

3.DIG-dUTP(x20)



4 7% (Blocking Reagent)

5. EME TSR (% 100)

6.SABC(x100)

7 .ProteinaseK(x200)

8 JUAHRER

9. ZRBREREL APES,

10. 0.01M TBS,PH7.5(Egi%: 1L XEXIBKHANN 8.5 Fesiftsd, 1.2 5g Tris 1 0.45-0.5ml
MRz, )

11. DAB E&ixFl.

BFLR

1.+ FmmihiE

(IR TRCRAEZERMEEREL APES H{TAE.

QAERIRRIKED R REENEREERE. B 4%ZRPEE/0.01M PBS(PH7.0-7.6)
=R NEE 30-60 78, 0.01M PBS i3E 2 3¢hx2 IR, ZXIEKIEIR 2 D=2 IR,

VR BEMIINRAERE. FM 4%ZEFEE/0.01M PBS(PH7.0-7.6)8k 10% 144
HE/REMERE 4 LA L, AR, TIRENRENAKEESET2),

2 FhEERCH 3%H202, =iRAME 10 08, IBKIER 2 DEx3IR,

3FRAF/H00.01M TBS1:200 #h#EFE Proteinase K37°CiE{Y 5-15 %k, 0.01M TBS %
2 %3 R, (ARERRFIIKERT A —RRANEIEGE 10-60 #bth, FrEEaEEt] HiEi 5-10
2. FRIBALET]AEM 10-30 519).

AfrA R IREE R (Labeling Buffer)20ul/f, LAGRIHD AR, &EKTIAEL TdT 70

DIG-d-UTP =% 1pl, IO 18ul FRCEp&R, iBS. BEY A LS RRIKRIFRCHE, 2001/



F. EFmTEES, 37°CiRC 2 /N,

5.0.01M TBS i 2 5% 3 IR,

6. IS S0ul/F, =R 30 o, BRI, ik,

7. FRTRERER 1:100 BEREMRMTUEEFVA: B 1ml FUMEERRIED RIS
FEUR 10pl), BAJE S0ul/FIIERA R £, EFRTIEEF, 37°CRA 30 5. 0.01M
TBS %% 2 5¥F%3 IR,

8. FILAERER 1:100 #F¢ SABC: BY 1ml HufARER#&I0 SABC10pl, ;BSfE S50ul/AINE
1R, 37°CRM 30 50, 0.01M TBS i 5 2 x4 IR,

9.DAB £,

10 5ARRESHR. K, &\, Ih. BHERE.

ERFIEMEREREENEFRAIR, AN, KNA—H, SRE0EAENREMEE. A

AR

TUNEL iR EEMRAT NP

MEFITTE

1.1 178 REFARTHEER, ELTR Sum, 4%ZREBENRERE 4-8 /MY, HIKA
FA APES 48, REIRHEEIR. 1%X8. 0.01MPpH7.4PBS, 3%H202, 1.0M 58S
REDR. BIER(.1%Triton-100, 0.1 #IHZERHH). tRICEHIR(PH6.8): —FRRER4A
100mmol/L #Rc. —FHEZFWEEE 0.Tmmol/L, Stih(coci).

* TdT RELR; tRcE&EHi&(pH6.8)% /0 TdT & 100U/ml, biotin-dUTP; #&EEZERIFCH
BB EMIEE, ERABS K(20ug/ml).

* BEF fSEMNM (amino ethyl carbazole, AEC)RY EcHl



AEC 20mg

—_FAfkRZ DMF 2.5ml

0.05M EEBR4E & (pH5.5) 50m
0.3%H202 0.5ml

1.2 LI

(M R FRRRRFEA LKA AR 1%XERE A 1 531, PBS &% 3x5 o8,

(2) 3%H202 [EiT 10 58/F PBS 5t 3x5 4,

(3) BLEWAFETES 1.0mol/L EEREHE RIS, ETHRIRNA, £ 650W,
FESTETIE] 15min RIS TEHTHIME, RAE=ER.,

(4) BIEEER (0.1%Triton -100 55T 0.1 %MIEERINAR) =i 20 946, PBS iEik
3x5 H¢h;

(5) i#@0n 50pl TdT Az 37°C1h, PBS &L 3x5 43%#h; (6)i#&H0 50ul biotin-dUTP, &

MK 37°CTh, PBS &k 3x5 o, (7)iEnN 50ul ESENCERRTRCESR 37°CES
30 9%, (8)PBS ENE 3x5 4%, AEC-H202 R 10-15 9%, FHAEERE 1%898
tHEKSE), Kk, KAMEE R, PRMEXSER dTd AR 20ug/ml BEES K M2, B
MEXIERFE PBS K& dTd R,
1.3 ERAMRNE NRIVZE: ATMEZE20 GRS, BEUNESES, MIgIREHE,
BENGHNHE, EHaaErrrseXia, LisnfRiatt. T4 500 MaRHayET i
B, SHATESE. AUREsENT: 81MN8ENEEI1-3 M MAIE; 3-6 MO
&% 6-10 NMAML; >10 MEA IV R, FEMISER: 24 dTd REIARIA 20ug/ml EEES,
SRR 30 DR R R R EEASER, BaeR%. BHEXYR: T RTIRERA,

T



IEFRIELIE/EIEERYAREIRE DNA RIMIR, i 3' -OH Kim#kiric, BELR FAZE BT
VIR, Xfpo FENF SHSFREERTE, LI TR2RIR NETARER /)R
17iRiC, ERRMNAERCRERNEYPUF SEFFIE, REBTTEST—RRAVERK
FHEMUFGE. ERNTRET, ANLBEXIRRERI0 TdT)BRES R (ERAIBRMERAS).
TRCAEC IBTIR, REFYINLE. AIRAABIERE, RMFYIREEREEERT,
Eitb. ATRABRMEKERDE, AERXEEHERER.

h, BT SRS

BIEEN AT AR ESER BT RIRIE R RTIESRYELE T SEUIEZ DNA RIS,
HRIRMET, FEZRFZ AR 200bp K/NREBRIZER AR, MmIFMERY AT A
i, BF1ZRAY DNA [##ATE, (YR 300~50kb A9 DNA X5, FIFEX—45E, oli@
2 DNA B K RAIE AT RIREM R REIER.

bl

1. PBS &4k

2. [BHRAYECH:

100mmol/L NaCl

10mmol/L Tris-HCL(pH8.0)

25mmol/L EDTA(pH8.0)

0.5%SDS

0.2mg/m| ZEREE K

3. Bp: | RXERGRE 25:24:1 LLBIECH,

4. |5 BIXEERERZ 24:1 LLBIECH,

5. B8R, 7.5mol/L,



6. 100%F] 70%HIZE2,

7. TE %% (pH8.0): 100mmol/L Tris-HCL,5mmol/L EDTA,

8. TBE &1k,

9. EEIK(L,

10. UV iEGHY,

11. BREIREE.

12. & DNA fgfY RNA f&.

13. 2%RARAECH): BUSRARK 29, SAF 100ml 0.5 £549 TBE Eiikh, INIMEHEEE,
PEELSS), SRRORERE S0°CRT, BINEHRISELEE.

1424 Z0E(EB): 10mg/ml KB,

15.DNA S FEiREI(Bio-Rad Lab, hercules,CA,USA),

BRELE

1. EFNEFHREEDGE00g, Smin)XEiERE, AIRE°C)PBS EFEIEF IR, 1575
FOMbERARRELE FRRRE LB/, EHAIARE TR, BOHERE LS, (NEBMEIEIR
1.

2. AR AINENR, BSfE, F 50°CHEE 12-16h,

3. &6 RKERESRIME—R, BRESH: FAERESRMETR. HPEIRINA
HRRERS Smin, SAFELA 36009 B Smin, TREUHIZY.

A BRI BEBRSR, ELIREN 2.5mol/L, BEE, MIAZEAIRA 100%2 8,
4°CTEE 2h,

5 IRILA 120009 =R TEL 30min, FA L.

6./ 7T0%EEEE AL, HE—Ik, FELE.



7 EEST ST DNA 4,

8.J542ENHY DNA F TE ik AakE.

9.EY 10ul ;5F TB i&AY DNA 24, SN 0.1U B9 DNA BRI RNA g, T 37°CHi¥E 1h,
10BN, 1E 2%MIBERALANNGE; FHES—FLRIIAS FEIRCY.

1158 IRET 0.5 1% TBE BIPRAVEIKER, 12 4V/cm EBEHEIK 7h,

12 B ERIERE T 0.5ug/ml A9 EB KIEHRHEE 30min,

13 IR 1~2h, HIBHRKEOR,

}

ERIER

4

KEERE UV EgHY g . HAERFTREEE 200bp REE{RET DNA £87.
1 BRMERIRR

2 MIEEERES 16 \iF

3 MREERES 36 NF(AT)

4 PRBRFES 72 /NFAT)

EAREE AT R

(1) AISEAREEN AN FAIAT.

(2) FRERHARAERT A BELREMARS IR,

7N, SRRV E F T4

* WERETAEERS DRE—RIIFEMRW, NAREREE. AREREEARS 7R
IRRIKFP R SBIARAEAE. RIS e CAE M R A AN AT S, EARETRIR
HA, ‘MREXIRIAAYCEETHIRENEE TE, (BE% 90°AyCAETRISENIEMERB R, Al

A fEEETH_EFHE TSR A/IVE SR, 90 “HEEETHMETSMIBRSEH, SR RER



RURAER X,

* EMETIGE, AIRAMAEAEYEETIEEIMEE. Bit, BRI
RIS LEAE AT AR —EER. B2, MRRTUWIRM. £ EIRERAIRZ.
LARAATCBEERIRIR A CAGTRED ORI T iE. S5, MERATAR, MRRRmEER
BERR, ATARFESRUEENEEIRENRIDITHNERNER, FRAERIRAIE
SRR R T ARSI,

* TRIEHEMEANE(P) REEEATLMIRE R, MRCRHIKI(Ho) A SF iR iRX S imdmiernA
TZAERY DNA BHTRE, ERINCHA TERRBEII TR, BELCRASE— Pl &
& Ho REE, 50ENARIRIBI SRAESRIVARMNAEHEDHT, AZRIETAH

1B, ATEERREAN R TR SEERIBR.

+t. BFEMENSE
BHEBEFEMREEERTETARAEN. T NETARATREN, ARERYE. iR
AN, ROFHRAEFHEEMR, HIZEROZIERNAY IR AEISR. BERIET A

g, BT BRI T R TV,

I\, PS(EilEERZEER) TEAMABIMIR LRI :

JREE

BTRE, MEAENEER 2R (PS)BZIIBIMNE, MR CRCEEY =B
annexin V(BIEEESEA)MSHNETINERN PS, BT PS SMRULLETS AR L

B, FrblizidsEtt DNA #li%aEE REAMG BT,



Fu. mRNA JKEGEN

—LEETEMARRATIRARS, XS RERNRIAK /s B TR —Fh
BAGE. FARTHER ( Bax ) S@FUAT ( Ba-2F0 bcl-X ) BUETY, ©iIANFREL
IKFLEBIRE TR AR ERE. Eit, BidEE PCR (Quantative PCR) 1&iIXLE

ATHEXER RNAKFRIFRIE, RILSATHITIFN

+. IRTHEXER TFAR19 EAMFETMAREM SR
D TFREA 2, EREHEZENARMEEEERESNRIRNE. %o FEA(EHFE L

EEAE(HL60, MGC-803. MCF-7 FH)BTRYZN, S{F/ARHRTRIESTHNIER.

+—. &4 Bid (BR)EAHEN

Bcl2 ZRikE&EH Bid BEIER MUTMHEKA, BEFTARER, Bid RUERENZRIFRN, F
3|k THIEEE C AR, FLt, @i Bid EEAIRTLASIE T RIERRE R,
i P G =S SARYN

* Fas(CD95)Monoclonal Antibody

* Granzyme B Monoclonal Antibody

* Fas Monoclonal Antibody

* Apoptosis Sample

* Bak Antibody

* Bcl-xL Antibody

* Caspase-10 Antibody

* Cleaved Caspase-3



* Cleaved DFF45(D224)Antibody

* Cleaved PARP(D214)Antibody

* DFF45/DFF35 Antibody

* Phospho-Bcl-2(Ser70)Antibody

MRBTCHIEFENX

1. BCEREFHHER

OHEMERE. RETKTET, OAHMERLSEMREINAT, XEMEEATE
SZERESRY, gAY, SMEIRMMRIET S T ARIEET.

QOB RFHIBEMEEIR (negative selection), $51E T MELAE. B MEBMIES LA,
MRS PSR EE, (AR R A AR R R RN, LIRBREESE
BEREtRRNARESESNRNAR) KERT, EEHMEMRENRIRES, 8§
95%HIRBLUBT RIS TAERR, N8 S% AR BB FIX R E DA,
OMZTTABIEPEFERMEEEIE, LUSIHRILEAENRIAEBRIEEN)SIHERY
27T, EI, B S0%AUERE TR B RERILUE TRV TURIBIR

2 ATSEKR

MELWFCHENEE, BETARIEINSHEIIH S —RIRBRIRESG XK.
()BTRS RIS

OEMIE: BiREEMERE. P53 o MihE. AEAEMEITEEEE. siyliRE. 5P
Eif).

QBEBREMRFRIAREADIRGE. BEREEE/IMNKEX,
QFRSRRERRIINEZE RS, W2iks. IRRs2RdMES [RBrYRR.

QUETIEZ S AR



Ot MEERRE. UREW. SREMMIES. JMiEEt.

Q@ BREABAREGEIL, MBEELRSHRI.

@ GRINMERG, WONESE. Zeh, BEEIER.

@ EMRTK, BB,

ATRERYRBRAERR, MEXNTFSERSTEERARIIISEENX. ERE B
ER QT EARATG, WrEI ST RESHINEMVEARET, LizHivE
ROKRE, FHEEER. IEIMIFARSERETNEETERG, IRNEHATER

BNV FUAT ), RIEHRETIRETEE.



