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RER SIS R N RIRERE R TIERBREISH, BILEA 70%Z
EZN1%BISDSARIBH T 8. ZMBHESR K, BOE, IB5FR, IBHFRIEA8AES
RzAER—LIE,
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WERSREINEERAERIEREHITRN, JLUSRSENRE T4 C(RE (RE—ARA
52) s MFBKIREFIE D EEME T-80°Co
ik ERBEBTRFNRBBER DM, R EFMEREFSEE (S RFMERERSBHEL0%-50%) ; RITBIANHE#
137 % (200 pL/tube) , INEI S EEHE-80°CIRIZEIF.
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HERBHRE

LUEERRRREN, 1BERENEE T /CARRG, EAEFBNAMRAIPBSE T MiEE 77 E(
SIMEHE AR ERLR) BRIDEREF4CREF(ERE—ANAR). NRRESITICHE
EE791x1078TU/mL, BX10uLEOuLAY E #MtZF=E R, BIn1F 2 1x10A7TTU/mLE RS

IERENER

Bh#%fpolybrenefyi%iE

Polybrene@HIEBI/NDF, SAMKRENABEFES, R @RSV ARNRPNE, BE
O polybrenegEiR = R34 Z10~30%,

PolybreneE—E M4 E 4, BHIARREITPolybreneEE R NEE, AL AMRETIEE
Polybrene EEHE %R ; FAEI4HAETTPolybreneMIBURE R, BT LA 1~10ug/mLASEE HiE&iEH
ARE, LL24AhAABEAE SM RN AE, I SE X HHITIRRIES, Polybrenefx B ARV T{E
KEHNA~8 ug/mlLo
iEa SRIEE MBI EF=#Polybrene =&, B P 8] BB BUETHH BN R L. $R A Polybrene 8RR TETE-20°C (AIRIELELLL) , @R

REFRRIR L, BNUEYEZ R0, 4°CRIREF2E
b. PolybrenefisR5a1E o AXT BBRHIHITIRR, OB EMOIKPolybrene HIEFSEEIES WML,

Bl 185 R dmpaFRsIE vomem

MOI (Multiplicity of Infection, REEH) SIS M ARRRNFESE, BEMOIWS, FEE
BEFRBFNHEUNRENEBNRAEWS X T 22 EKNAM, thiNHela. 293484, MOI=1
~38Y, 80% LA YRR RIA B B FE, xS FIEH A, R, BREUERRIR, FEHT
MOIFEIRERILL, EFESEHIMOHTITIR,

‘ 96FLIRIEEMO

N

SRS RIEFM

Day 1: RS

293 TR A, 1§ KRS R I 00 B AVARDE (I SRR E L X 105/mL, 96FLIR 4R, 100
HL/FL(1 X 10*N4RRR), IRN37°C, 5% CO, IEFFEFIEF TR FEMPARRE 3 B R AMR K £ KIRE M
BEARE, —MERFRIEE - RKHTRSRRNEHEARMC SENF30%E50%,

Day 2: m&EREE (1/2/)MFFRREE)
HABEFL/2/METRRZ K, BN R, i1/ 2ATRMEHERTR, MNBHRSRIAhGEHE
EEFARBGT BT,

RRGvE, MKFEEXHHTE K LB IBRILIES, REMMEEIEARE, AL/ 2R MEHERE, 96
?L*ﬁwﬂﬂ)\SOuLiﬁ%E EY{EMOI=3, 10, 30, 100, F&mFFERIMNAEF, FiZES, W FEENM
Apolybrenefy4RpE, BIEIBY AINIEEpolybrene,

AEPMOMENMANRESEM TR,

Control ~ MOI=3 MOI=10  MOI=30  MOI=100
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Bl 96FLIRTEE
D RISARER S BN E K RIF 5%, BT RVMRE, IEFETFITRR2-31MEL.

&1 96FLIREBFLAREMOMEMNRE R IFIR

1X10* 108TU/mL 0.3uL
1X10* 10 108TU/mL lul
1X10* 30 108TU/mL 3uL
1X10* 100 108TU/mL 10pL

i ESFLIBEE (L) =MOI x 4AREER/HSHE (TU/mL) X 1000
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Day 3: &
BREHEX (924 h), RESBRSIEFR, i LHEMNTLETTR, #E3T°CHEFF,

Day 4~5: MR N

RBP4 G BRI B MR BRT2h /G, BREMEE0% LA, BAME KRS RIFHIA,
X R AR S FIMOI BN A] VE 0 fR LR R SRR Y IR
b3k NRHERRAL, EE T B RENGPCR. WB, SB35, B NS A A ERREMOL

Pl 18755 R NREE AR

Day 1: 4R ER

L2993 TR 5], k7S R 4789 B B9ARIEFh R 247K, EARREIREE /93 X 105/mL, 500uL/fL, BFL
IR EL 1.5 X 1051, IEM4R I 2 RN A KIREMIEE R R, —REMIEE ZKHITH
SRR EENT30%ZE50%ZIE. MA37°C, 5% CO, IFFMaHIEFE K,

Day 2: s (1/2/MFFARRE)

BAMEEL/ 2/ MATRREEGE, B E R, N L2 SIS R, BRERA4ANEH B LS
FHERRo

24FLIRBIIEFRIFFRF5000L, 1/235575 (4T 79250l HM A/ NIEF MAYEFRIFTR I T Ro

&2 FRSEFR ISR 2srommn

e RE/cm? F2EFHR | HERRIHER

96-well 0.3cm? 100 pL 50 pL
24-well 2 cm? 500 pL 250 pL
12-well 4cm? 1mL 500 uL
6-well 10 cm? 2mL 1mL

IBRE R4 NEHEEEFER, B4 hEHIR

BRI, MKFEEX RS HE K EIEI8R L, MEMAMREEIEFE, AL/ 2R MEHIEAE, IR
BIEZRBIMONE, A &S EARIRSHITRE (BFLINKBEE (UL =MOI x 4%k /fREHEE (
TU/mL) X1000) . EE DA polybrenerV4aAeE, B [EIBY I NIEZpolybrene, 1€/ E

®

SRS REFM

BIAhEHNE ESTREFER,
D BUENFEETA L REFARKHN SRS RET ERR BRI

Day 3: &
BEEHE X (924 h) , RESERSHIETR, 1 EREHNTSIEFR, #EE37°CHE TR,

Day 4~5: MR H

X548 h, W FH GFPIRSE AR, Al K BHER L WM GFPRIATIER , — g =k
BT2h A EIRIAFIE X FHEFHPuromycinft 4 EE RS, i £ E21&E B KRE PuromycinAy#i
TEEEFRR, MR EHSNMEK GERLTA) .

E2 18mERAMRIE

Bl SRR RS

RASFRFAFAR, NFEBI FAB ORI, SESAMR, AR EENRSRIMNAR
BRI, 370, BAFAB O, i (1200g) B0 1 h, ARBNEFERERESFER AR
FREXFHER, KB FABON, IRABOENRE, BARITRABOER, #TRER LD, i
KERS £7E, AEMNEENHESR, TRMELS min (REFEEI30 min) , AEEARNKFS
TR EIBT AR 4% NIE T [ Hh 4k s 5 R G IR B AT

Q 3 AR R LR

SRR BV, NDC (MZSRARRR) 35, Al RAZRBRITTE, BIER24 hig, BRHHEE
REHITRBR, AIRERABRME,
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Q RN RN ER AR
T F— BB R E R E AR, L ABMSCE, B R A B M S TR,

n mﬁﬁﬁﬁﬁﬁgﬁ—pummycinﬁﬁ

puromycinfiiZ Bl A puromyciniil4 1975 24k B rO48AE, (£ B B4 A B puromycinit
4. Z B FIA puromycinZ ¥ b IR R A S RIARRE, M H BRI GRS 4R,

o EpuromycinBIRERE

puromycinBI BN TERE RN 1~10ug/mL. FE &2 5, BIRREEBRIE AR
puromycin JRE : ANGAREH 24 FLIR, 5 KRE XL H50~60%, 24h[GEIREREIRE
puromycin HE£iEFHE (A XEE A puromycin/RE, BIRESEINRERE)
puromycin#Eai&EH 0.5.1.0.2.0.4.0.6.0.8.0ug/mL LI 48h, EEXAEIS Z:FE90% LA =40
B RICREHITERER,

0 #{Tpuromycinifik

iy, IHIRERBRR SN = AR IRSLINA, HFIMAFERERI puromycin,

18REBARA8-T2h 5, BN ELITES0% AT, HIEHMC S ETE60-70%ET, LURREIR
puromycinRE#1TAME (B UARRSTE, BRERSIZEFIN) - INZ5£948h MR IR = A
BISET 1B, B ARRAMMEIE T FRE90% LA L, i puromycini i pyIEFrE LS 57 [FRARTIRYE
TR E KEEHTTERLIH.

Q BRI AR

puromycin Jh5e/a, TR A E S LT RIEFT, FEI B2 —ERARL 8 BRI A]#1T
B e [EIR E AT B0R & FefE 13 E MR Thizt

=

El3 MGC-8034RAEAR RE T it

g

SRS REFM

E 8RS ERFAQ

0 HAZMOI? FBE MO B EEMANRESS?

MOI, BREEH, BIsE MIMBRENRSE, BEREMOIEH S FI MBS, — AR ]
TR R R AHRR A 80904 RS 2B B AR AR 25 TR KA1 SRR 2k B 9 ELEE R iZ R 4RRRBIMO I
HXITEAR  SFLNFESE (UL) =MOI x ZARE%k/fwEHE (TU/mL) X 1000
MOI= (JRHHEXRSHTR) /A E

Q AR B TR I\ (8 25 Y B £ AT a2

ISRERRARE2- 3R AMNRISHRFHEFNERRE, FARTCSE30~500 B ARRNS R
BHINNIEHRS, BIRTE R E2R IS KRR T0% EGRE S E.

Q AT eSS RANAREHES S/ 2
R T R R D RS TR R, LRI R S 3 K A A AR A PR o 2 MR 26

Ho
HNAMAARER L ABHRTE2~3X, BRI ARRFBIRNEEREFE30~50%EE
PR LERALRE BT AMRE KER, AT UEEMI RS L EEEIT70~80%AHA
FEXYIRD MM  ANFREE TR, HEAPS I BIETE, LhRY B] LA AR 100%RYC & T,

0 1B E RIS AR R E R A Bk E?

IR SRR AR DARIEIRLACFPHENERFTRARIEE, BN FTERKEISHIA
e, REIREREISER,

Q WERR S B NSRRI LS, B S & T NE A2

BL MERSEEETR;
@ MBS, HE AMillipore 0.22umiE ST B MAH;
@ HESR, AEHEEF;
@ GHEF, BREIR VR AR
HR, BERSHEMOIZE TR, BEMONE, HERRERI4h. 8h 12hARHITIER, EX
NARRSEEN, NFRERTHNT BT RE RS BRI R,
AR E AR RARRESNATL, SR INNE S 8, NRARREE T .
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Q AR B v AR B R ?

EBRENARNRENEZ SHEREM, KRS EN. A8 S8R E MOHE. BT E%,

O RSEN, BARE—EEEK LT, REBRRE T 80 CRELEU L BESHNHEE,;

@ B4R, RTINS, ERSHART S E RSB A, — L3 BRI, IINEEE R iTHI4E
i, ERAMREES ARSI T 2240, ATRAR ORI, BARSRBREE AR, M
FHEEEHIE;

3 MOIE, #H{TMOIBEIRZRLL, I HRMBIMOIKRE;

@ ERRATE), 18RS/ PR RS —RERBREGE24NMUR, KRR SHBRRME TR ; R AR, N3
BRI KK BRG48hFHANI R )L, BT8R B RIANEIIRE, BMT72h, 120hA BEB EIR N ;

® Bh#&7, PolybreneE —EHI4HRE S 1%, FRIAMITpolybrene IS E AR E, AT LA 1-10ug/mLAEE
L AIERIRE, L4 R4 TR RS R N A

PS:I&f/EFHpuromycinft Y n] LB IER S & THit, thnl i AR,

0 PR IR S R, (B R AIGFPEENIREE?

GFPISRERRMAMG, KIABREERTREHNEI AT A4 5 AIEIEIRTS. 4R
KB NEASE). GFPRIF BB FiAEFE R

GFPEER N RIANRES B FRYE!E. BNAMRBRRIFSHHHNZ ERX 8RSEEE
IRV P REART2~120h, GFPERA TR A B {E ; FEILTEIRIERAMR R, GFPER TR ZALE
EFEBEAGFPEEIZERE M FEEIY ROt RERGR, 558 F MR FRERSE.

BRI RIF KIEERNT N, RBRA BRI TR

Q R A F A S LA BB S TR

FHRSHEECHNEGERE, ERNENSFMUTE TENKAZERFERNRE.

WERASHTIVRS, BT REBANRERERBNREIFERE, RIOBERE MEBNTREKE
FHzfE, RANZESEEBRANERNKEUMRGHREWHFESFMRSS, LERHISGCHE,
BATEMTRR, KGREIAKRER.

Q BIRHR KA A1 BETNER B3
TEEMERS
O BRSERITEAEH, AT LUES X BREHRR, EX B = HilR B MEn 3,

@ pHER, BEFEESRE, pHERKSSHEETNER;
® BMESEATS, BABNERERNBSIOCGRESERWIRGE—L, BFERNR, sIIKEHE,

4@ T REER AR, QPCREME, B2WBMERT?

Vg

SRS REFM

QPCRER, WBI ;& B d FXRAIREIRER
O WS R, WIMTERERE, SRERINRILN, WBS S0
@ WBENENEA, REAANRE (QIERFERIENR S RIESHMEA.

I, MREFEFZME, HELMAREE LA/ TRAFEHRZSBWBINARE,

@ A AMWBEflagh MG T ik, B B S B E ARG RiA?

XAMERFELUT LA A8
O AR AR BE TR
@ dRFERARFRAES, BEREARTASEReENANRERESE, IRAZEHAENEB AWK
MEIBNFBLARBRERS— =, AHRAE, MR EFREFESNSHIEE. MilaghE2EH
FTHIX 7, EItLAERA R EHE .
® ORFHIIRLH#3, RIAMAZE BNEH BT REN TR BEflaghR i BFZH RIS
HbR. NFEREERE, MflagtNEINEQFMIEIEKNETR S, IEFBORFEEE BENE, HIMBIBHY A

BEMEAR K.
@ BERE SN ERA, BNERRAREICNE EFRE—ME I MREE R, I UEE— T REBURRIL,
Bt LRBREE S,

@ RNAFIEME S ABEFE G+ ARREID?

1IN R R
FIELRARE, FIHOUERAZE DREFRERBE (RIZsiRNAW T AMER
80%, 18 R B 50%HI4HRERRZE L, AREEMAKT L3R, £EZ RBA0%M T IEHE)
2. IAQPCREKIRE:

@ EQPCR3 BB AR, BN NI E T ETECDSK, &RIFACDSKAIS RGN, Lhx—TH/E
ERZEIER.

@ EEBRMZEE, EETH, REERE, RTIEETE80°CLLT, i1H MU EIER AT REPCRER TR,

® &BECTE, EFLZEEEY—, FTRNEANY—MERRS, EFLEREBL], HEEMSEN
50%EAENTIEIRE REFLIS—ME, WEIRCTEARD, BLEERNRIERERMR, CTEBLHE
30, RFERENERBFHIT TIE, FHEXFK, BILEREHAM,

@ SIRNATFIERIRET, (BE B MshRNAK S, TIINRTE?

SiRNARIShRNATESEHT_E 2R — 180, SIRNAJI LA AL, B RE— AR 5uM, TREEIRS, BRA %
AR S LA R BT, IR NIR R 95 F AR 108, B R BB BTN T AT FIsE S
8, THREES.

ShRNATI 2§ TH EFE =R EIDNAL, 2THEES (1853 RIELE (BHS, BEXAHS)
#NEIMBRASS, 5 R & KRNA, B — R FIBSHISIUIIN T, 7 TR AT LARI R S 4
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BHFHRNAGK NI EFRAENRE WNIEFEFTERSERA) , KRIMTIRER, 2FH
FHRRAER,

FIh, B MR E SR _E 3R, sSIRNA—fE7919nt, ShRNA—RRKE A21nt325nt, FTABEHHY
SiRNA, FEE A sES HIAH TG E MM shRNARIIE .

@ microRNA sponge B R?
P ARSERALER,, IR a] (—AR4A8hE 3IER) - MIRNA spongef RN IE A RS IHE A MIRNA, AR 8 E
miRNAREfZ, B NGEZ A M miRNATE R EE 8975 LR IEMIRNA spongeBIThEE,

@&ra siatt i S, R — R AR TR A () 32

RsRAAMEApuromycinimESEIREMZ B, EETHAFEAEE puromycinBIEFEE
FAM, LR B MERERNIE R BINEHEFRE R LUIRER1/10~1/2M IR E,

Fi1 18R EMOIERSE

iE ARIKEREHTFARKIR ABMAARRS SRR, MOMEBEEES, U THER AR EESS-100%HFIR
SREFVIER TR, MHSE,

:

K562 YN =Jinrsgifia) 20~40
Jurkat A B MiEZRtk 50~-100 )
kasumi A B =Rtk 10~100 fRE
NB4 UN=lintrspiars 50~80 RE
U937 ANEIZAR 20~40 A
THP-1 ARz tk 50~100 A
GBC-SD AREEEARRE 30~50 RE
H929 AZREBREARAR 100~150 7]
H1299 PN e ol e TPl 10~40 A
95D NSt i) 50~100 G}
A549 NBRRSE 10~40 A
SPC-A-1 ABhRRREARAE 10~30 A

BEL-7402
Hep 3B
Hep G2

SMMC-7721
Huh-7
Hela
HOS
Hep-2
HL-60
HT-29
HCT116
SW480
DLD-1
SK-OV-3
SHG-44
U251
us7
293T
HUVEC
PC-3
MDA-MB-231
MCF-7
Tca8113
RPE
AGS
BGC-823

SGC-7901

ABHREEZARR

ABFEARR

ABFEARR

ABHREEZARR

AFFEARA

A SRR

ABREARA

AMEREEARRAK

ARMERER O Mm ARtk

PN il

AN FEAR

NGRp AR

AL EFEARREN

ASRE AR

Nl

UNiirdpasliaf

A2 B Y

NS _ERR4RAE

ABFERBX I E P EZ AR

AR5 RRELR A

AILRREARR

AFLERFEEARREMA

A EEPIRAARE

AR &2 kR4

A B

ABEAR

ABEAM

10~20

10~30

10~30

10~30

10~30

10~30

20~50

10~30

>100

10~30

15~40

10~30

10~50

10~50

10~100

20~100

20~100

5~20

10~30

10~40

10~50

10~40

10~30

3~30

30~100

20~50

10~100

SRS RIEFH

R Mpolybrene

TR

a|

a|

a

a|

a|

a

a|

a|

a

a|

a|

a

a|

a|

a

a|

a|

a

a|
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a
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BB 2 BB RRAES £ (RERK AN HE)
.

- = - Day 1: FERKIREREFHY 293T ARUH L HEEHEEL X 105/mL, I1N96FL4R, 100 uL/FL

LIRS ABE B BRI AGY o (1X10* NARE), BMIRZHRE6TFL.MAN3T°C, 5% CO, IEF AP IEF IR,
BXPc-3 IN:35E 2] ) 10~40 a
. et o T S &~ AL T T N = EEEEY N
o P oa . Day 2: £ EP &L OfSHEEIRE, L6 MR R A T SRS &6 L5 mL
EP &, BENMAI pLE2IBFE, FE—MEPIMAL yLBESRRE, BA G, )REX10
Panc-1 NBRBREAAE 10~20 B — i T . - . I
LTINS ZNERS UL AR IERRIF RSN ARKE E IR,
HEC-1-B AFEREEARG 20~100 a
NIH-3T3 INERA LA 20~80 a
] — 10 ul 10 pl 10 pl 10 pl 10 wl 10 pl
Raw264.7 /N A% B AR B dn R AR 10~50 (BFE5714) A —— — — —— —— —
i 8 I
CHo hE S HI A 10~40 a7 1
HSC-T6 ARIFER4H 10~30 1ESREE
Cc6 K FR B B R B 10~50 T .
@ @ =] ®
NRK-52E RIS4HR 20~30 G i i ' b
L ilﬁjiﬁ G 10 ul 1l 0.1l 0.01 pl 0.001pl  0.0001 pl
KERBA 30~100 a St
AR E2 R4 >75 ERE
AR BMEEETAR 20~100 7 . .
Day 3: IEHHRSIEF R, TENFLPEIMAL UL TLIEFFE, UFFHAMNER,
R ERELECANARRR 20~100 Al
PNCEN=T ) 30~100 o] Day 4: BRI RSB T RIE,
ARBETA4R 10~50 RARE
s s . Day 5: TEXRE B TUIRER, SRS FIEIE (10~30% 2 i8]) BFLEITARITEL, HitE
BE 4 i R N . >
BE.HITEARMNT:
Al 257150 ki TR (TU/mL) =4RRE%E X S B D b X 10°/ B FORIATR (U)o
ABERG T 4R 10~300 {ERE 2051 : @S EX R FLAVR A EL17930%, ZHRE S 5098 X 104,
A T4 50~100 a7 T (TU/mL) =8 X 10*X 30% X 103/0.1=2.4 X 10°
INREREF2 X 1051 HAE, MOI=30 (MBS RZ30 MRS I F) (MTF) , WE
NEEBEE FE R T 4R 20~100 ERE - .
SREATIN=2X10°X30/2.4 X108 (mL) =0.025 mL=25 pL.
INEETTAR 10~50 RARE
N D7 :MOIfE: MOI multiplicity of infectionf48 5, S IFHRBRE KRS XENAENMEEH Z DN EIE IR SRR &
ANEON 3] 3~50 ] s S 1t A s
MIEHIRIEMOET ER, ERF ER LRI TEIRIERRIEMOI,
NERIE TR 10~100 ERE
NRAERRTARAR 10~100 RARE

¢ &



