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H RN —Fh “ B (Self-eating) ” IS, WT-R “HA (Self-killing) ” I
PG, ZEILAMERRSE AR ES,  (FRERBMER TR, T r i B el
EANERE. BWRTEE (HAPREE AU, KRESRIANE, A2 Z88E) Ay
FER FIAI A P9 75 PR AR IS R RS TR A WAk, SR SVERHARRL G T E Wi, PR
PRI, DS AR A AR 2SR SR, H SO Wi R T L ARSI FH P SR
FFBH: #idwestern blotAIMLC3HIBY I @ BB F WK TR s 7E 5806 S AUBE R
GFP (=RFP) -LC3%§ & 8 R R i H MR S LA K i 1) LA B R AR 7t S 2, BExd
TFUCBA TS AR (i) HRRA R H =R T T SEms I E 5 GRY (RHBLV-GFP (-RFP) -
LC3M8i g, TEDOCEEE R KM RFP/GFP-LC3&E Rl & & F R R B E T I o

B O REREEHERER

D AR SIE AN 2t (BL-2800)) AHHAE,

2) AW AAHE T LM, MRk BMTE, REAEREXNT LT BRIk,

3) BAFREA RN ORI . WRERAEN S TR S A &GS, ELRIH 70% L8 1%
FISDST A T-% . B RItesk, BOE, B, HFR0E T8alsliRila 4t
e

4) FREE Ly, ST SR ROE, W B DS DR L.

5) TR KIRF T ERANCER, gL mil KRR, 520 58 il L 2K H BT

6) RRFEEEMPUELEMEARN T REVER, DUEAY) 4 E % 2% #4£8400-092-0065;

) AR PUEEYIE M www. hanbio. net WA SERHREM, JFEIATMZ RN 52 B3
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m KBRS AL
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e 295 BRI A AE AL ST P A PR 5 EAT S8, T DURIW BRI B T4 CIRE ORE—
WHIZE) 5 IR KR 028 5 E T-80C.
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e a. REHBSREMORERE FRRIERZ R ERZ10%-50%) ; {EREE T fE R
S E R, BT CARRATTRT AR BT T /0% (200 wL/tube) , WE)E H EUE -80CRAARD
",

b. WISIREEAG AT A6 H , FRATT R U A A iy 2 e s B v P
() v BIREE MRS

Y FEERBRTEN, HER I E TSRS, A R IR H 40 i PBS B E LT

R R dE (5 LS B8 TN S 22 G TR 2) 0 25 )5 B T4 CIRAZ GERE— AN ) .
B JE5 AR 0 TR 1107 8TU/mL,  BX10uL A 90uL i) & MR 7 vk, R AT 755
1x10" 7TU/mL¥F & FA 9 25

HBLV-GFP (-RFP) -LC318J% 311k
B SRR TR (MOIFEZR)

MOT (Multiplicity of Infection, REREHO ZIRFNAMMRIAHEL, HEHEMOTER
R RS BRI RO U B R A RS S E . TR0, e lay
29341, MOI=1~3I}, 80%LA L HI4HMI¥ZRIL H AR . mixS FHAE 0 4uf, s Adni, =i
BB, T EREATMOTRE R LS, W& MO THEAT 5256 .

96FLIRBLZRMOT -

Day 1: ZHiE#E%

PA293TAM M A, KA KOIRZS REFI H 0B A THEUS MR 221 X 10°/mL,  96FLAR AR ,
100 1w L/FL (I X 10N M) , TEA3TC, 5% CO. FEFRAA G IR R . HeMhan SR D4 i i A=
FH LTI AT AR, — o PR AIE 55— R BEAT I8 7 SR G 1) IR 40 LV 45 22 T 30% 2250% o

Day 2: JHEEEEGE (1/2/MARURGLE)

H

PATHER 1/ 2/ MARRIE G S, B AL, I L/ 2R AR e R IR0, NN 0 B k4
R EETRARR . BB IRIT .

JRYRT, MUKFEEH FREVK LIS B a2, W2 R A 8597 3E, N1/ 24K R iR
FiEE, 96FLAR MG u LiFo3E, BUEMOI=3, 10, 30, 100, BRI EmmAgifut, &%
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RA, MTFEEI A polybrene 4, A [EF NN E Epolybrenes
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K1 96l m
VE: R AEW . AR R oI55, RN THEVNMEZE, #HEE PTG 3N E 1L,

F£1  96FLHRAEFLAS [EIMOTARE N N5 B3 AR FR

MR E MOI{E IR E SRR AR
1X10* 3 10°8TU/mL 0.3rL
1X10* 10 10" 8TU/mL lul
1X10* 30 10°8TU/mL 3pl
1X10* 100 10" 8TU/mL 0pL

W FAUIRSEE (pl) =MOI+4Hu%k/ R (TU/mL) X 1000

)|

SR G4 hEANE BE TR, 96FLARUANE 2100 n LEF TR

Nor—ad

Day 3: ik

AR R (K24 ), WESAIRBNIREIRL LR e i 7R, ARER3TCRE
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Day 4°5: MELWE

IEGLASh G BAEAIE M. A T2h)E, IR AES0N A, HANM A KOIRE R 470
2, OXF RIS A MIMOT RV AT d5 A Ji B IR e S B8 1) 225 MO0 T

T AR EREARIEYOE, R LLE HEER JaPCRy WB. ot ST kiR

FAEMOT .

m R H KR
(—) 4HfuE%
PL293T4H AL A5, K bR S B4 10 H 40 42 R 2 24 FLAR, A 40 9 B A3 X 10°/mLL,
500 uL/4L, LGN PEECEZI N1, 5X10°A, e fh 4 B 20 R 40 M 1 AR Kl 2 T s A A
— % A PRAUE B R AT I B IR L I AT BV A R A T 30% 2 50% 2 7] iL37°C, 5%
CO. BEFM PR
() R
I\ I R 240
TREFRYE (1/2/MEFRR L)

FA TSR 1/ 2/ MARUE G, B TR, N L/ 2AR BV e R TR0, IS5 35 8 e 4h
Jr b 2 B REFRARAA

E

24U B FRIBAAFA 500 n L, 1/285FR4RFN250 w L, oA /N8 5% I 35 57 A AR A
*1,

R AFREFR I B8 TR AR

RN BRRRR
IR RIER XTSRS 4
RH lem? PR BEFRBAETR
96-well 0.3cm? 100ul 50ul

24-well 2cm? 500ul 250ul
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12-well 4cm? iml 500ul
6-well 10cm? 2m| iml
60mm 20cm? 4ml 2m|
100mm 60cm? 10ml 5mi

ERTES4 et B FFRAER, Bi24h)5HE

JRGL AT NUKAFI AR B IS R i B, WL AR B IR 2, N1/ 20RO e 355 57
B, MEHERAMOME, IMASEERIREETES LR EE (nL) =MOL+ZHH %/ s
W (TU/mL) X 1000) o 5 Apolybrene 4L, B [FB A& &Epolybrene. 18 &Yk
hJE b 2 2 58 TR AR

o BRI R E T UK b BRI [R5 55 0N 5 FE T T 2 10 55 AU BRI
B fpolybrene )ik #

Polybrenef& i 1L L IKI/IND T, SYHIBR T B & 145 6, $ e 18 s 2 6 4 R R I R,

T N\ polybrenefg #ie iy B ALK 107 30%.

Polybrene 5 — MM B, A MAHIEXIPolybrene I #E HE fe I B &2, K] 41 g JR e i) &
T 1& A FHPolybrene f5 ZHEAT LIS HE % s AR 40 L% Polybrene B BURFEA[F, AT LA 1~
10ug/mL ) B e A & VR FE . DA24h A A T B 2 R 1 SO R, 5 AR 22 STk k47 70
SLER AR, Polybrenefiy i I TARIKRE H4~8 ng/mL.

E: D DUEEMIR A fPolybrene 77, 7 AT LABEAT 4l B e . $RALAIPolybrene BEK
RAFFE-20C (FATORAFIEELL LD, WG R BURESIREL L, SNNETEZEm . 4CalfRF2M .

2) Polybrene TSI e X R B HEATHIR, &0 41 RMOT K Polybrene [
MIVE BTS2 LI L.

TT. ek 40 A ) B v 2 =R I

DRSPS S RE2 1))
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RGBT, U Nl A B O e, BN E R R R OIS SR L)
B, BNFABEONE, GE (1200xg) B0L h, SREHARIRFAE P IER IR 25 h s
WARMAR, WA TMEOHL, WTHEOENE, BHAEVETRANRE LE T, ST ER L, £
Koy B3, RIEIINERFPRTER, BEITIRAS-10T, FIEEL nin USEAZGHIE30 nin,
[BIR10 minm] ARRIRIT —R0 o SR JERE AR 2508 [ I W L e N5 % L AR AR S8 I i B 4
TR

2) TR R 4

X ARAE G, aDC (WIEIRANIL) <5, ARRAIZESSINIE, BI&S24 hia, Hi%
TUMNIRERRGEAT R G, TR TR

3) ABE IR ARG

S TS E AR T S R AR AR,  ELAnBMSCES, R CR 0 P 8 i R s 23 A T Ik

(=) ¥k
BREH R (924 ), WESEREIRINN, e EHERsE SRIaN, T e
%.

(VY WE GG

JRGLAS/NIN J 5 AT DU I 52 R AR A A WL GRP/REP AR RLA,  — RIS J5 72/ N AT
CAEATAM A E . B (REFABE KB ERD  ffET. ST PuromycinfifE
PRI RE, USSR E, #e B &@ MR Puromycinf il 5E &35 7K, Tkt e
AR (EWLT T .

(F1) S EFRF R -puromycinfifiit

puromycinfifiiZe BIH 45 A puromycindyi i i 22184 H 4B, 1 H 41 B puromycindiite
Z JE R puromycinZg#AbFRIBGL 5 (I, M TRT0E H BT B0 £ O o

1) HiEpuromycinfHoE ik

puromycin ff) W TAEWE A 1710 v g/mL. {E0f % 2 87, 75 R AE 05 5% 50 25 41 f 1Y e A%
puromycin RFE: T ANMEEE 24 FLAR, M55 RERA R ZN50760%, 24h )5 T & A [FIRE
puromycin FJ5E 4G FREE (AT STk 500 40 B9 1) puromyciniR B, PR B S EINIRERE) .
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puromycinBpE [ E A 0.5, 1.0. 2.0. 4.0, 6.0, 8.0ung/ml. A-FE 48h) , IEHUAEWSFFEI0%LL
2 2 P ) e R P A T R 82 56

2) #4Tpuromycinfiik
I, TE R E ARG R TSI R SR, FRINANSE R [Fpuromycin.

&I HE R A8-T2h 5, YRR AITER0% /A4 I HAHARIC & FELE60-T0%H,  LABEZE B K)puromycin
WRPEERHATALEE (RARDAZERIRAS T E, AMLIRASARE S« INZj248h xR 20 2 4H s T4
W AR IR T RIE90% A F,  Hidipuromyc inB T LR FRIE R IR R W AT ARE 2 i R )
AR R B AT RE 240

3) GBI O R TR

puromycin Ji5e)E, AFARMI AL 2 LB 7R, SRR 1 R I 4n i Ko m B
A HEAT B e AR E AT A BTR T AR RE R T IL «

2 A[E MR R I EPuromy ¢ indfE 13 MR B

Cell line Species Puromycin(ug/ml)
293R% Human 3
HeLa Human 3
B16 Mouse 1-3
PC1.0 Hamster 10
MC3T3-E1 Mouse 10
H9C2 Rat 1
MCF-7 Human 1-3
MDA-MB-xxx Human 1-3
HepG2 Human 2
HT1080 Human 1
A549 Human 1.5
H1299 Human
Human embroyonic stem Human

cells( Human escs)

(7N @ikt 54t
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GFP-LC3 (5 FH) HAueaanii & i T BBRFERTC, AR T MM (Monitoring) HWRIEML. Al
F FHLC3E W A b R A BRI G IT R T GRP-LC3HRR R : T E MR, GFP-LC3mhA HRAHR
BAEIR T BMOEEN, CFP-LCSEEaEARANZEEREAE, ARGEME TRRE MIRRSE
TR, — MRS T—ANEWE, 7 RLEE TR B MR RAR . DUEAEY) IR H
A IGFP-LO3JR TR A, IR IR R SUs A, T Sl A ARl B PR A o

FRRERER (GFP-LC3 B RFP-LC3) S50UAREREN (mRFP-GFP-LC3) MIFZE[XHI:  GFP-LC3 1 RFP-
LC3  BAREREN G T Wl W AR IR TE BRI, FX PR AR PR AR T F R A A I AR T 3
AR, TR RNERA RS2, MRS AR R RS R, SRR RET A
AT ERAHAMRE, LUVABHARRE (Lampl-RFP.  Lampl-GFP) —ifiif], MRIEILEMHIME SR
SEIRS AR 7R R B AR A Rl A . An SRAIE AT H Y BR AR WL 5E B AR KT R A, R PR B AR BT 2
A R .
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AFFESERE 10~15
Hep 3B A FrEEtmEE 10~30 ol
Hep G2 A BTameE R 10~ 30 B
SMMC-7721 AFFESERE 10~30 T
Huh-7 ASFEERE 10~ 30 1)
Hela A I ke 10~ 30 =]
HOS A P TEEHRRAR 20 ~40 a]
Hep-2 AR 10~ 30 aJ
HL-60 AR E IR =100 aJ
HT-29 A S 10~ 30 T
PEO AR 2~ a
SWAED A SSREEH R 10~ 30 aJ
CHLD-1 AdEE AR R 10=30 af
SK-OV-3 APRREEmREE 2~4 a
SHG-44 A R A R 10~30 1)
L1251 A TR S B R 1-3 T
uar A B B R 1~3 ar
2937 ABEE b EriEE 1-3 |
HIUWEC-2C AR ik i B P B AR 10~30 al
PC-3 AHIFIREEE 20~ 40 a7
M- MB-231 MG 10~ 30 &

MCF-7 A FLER R R 20~ 40 E =)
TcaB113 A SRR 10~ 30 1)
RPE AN IR 3 Rl 1030 a]
AGS AR 100 =150 ar
BGC-823 A SRS 100 ~ 150 al
SGC-7901 A 10~ 30 &
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K562 UN=Iiit 2l 20~40

Jurkat PNETiite s 50~ 80 e
kasumi B4Rk 10~30 ey
NB4 AR 50~80 Ay
U937 A 20~40 7
THP-1 NS 50~80 El
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