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RERSHEFER, MEOENFE, BFERERENFRFEMEREK.

RMEmSIERIVUESTEL. MRS ERESTESRHRESR, "R 70%
CEINN %RISDSHRIBH T, EMIHEREL, BOUE, 185R, 18FKREH
AHSRRHER—LE.

MRESC, MERFEHTHFNECE, WeCEERBNOEREORED.
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KRS REIEERRERESRSH TN, JLSRSENNET4 (RE (RE—R
RA%) | MFRBRFEDERERET-80°C,

DiE: a. ERESEAIETNRESERE R, REFHISEUESEE (BRARIKIHEREHEE10%-50%) ; HiIAHA RSt
1775% (200 pl/tube) , WEIFEZME-80°CLRIFAIA.
b. MEHESHEREEE6NE, BIIEVEERNENUERSHEE. (BENEZELM2)
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SRERREN, BRERSNHETINERIERS, EREFENARNPBSELMBE
(MBS INRS ) BIDKEET4CREF(ERE—ANAR). WERSRC
AREE/1x1078TU/mL, EX10uLEOuLRYERUEFRE S, BIAERI1x10°7TU/mLREERI%RS.

ERERIER

BngERlpolybrenefyii®

Polybrene@HIEREIN\DF, SHEEFENBEFES, EREERSIHEIBAITRRNE,
BEEMApolybrenegEfE =Rz 10~30%,

Polybrene5E—EHIMIEES 1, BHETIPolybrenefISIERNIFE, FIMEERES
PolybreneFEEIEZR,; AREMIEIIPolybrenefIBUREARR, LT ~ 10ug/mLASSEETHIESIE
HRE, LL24AhRARFTIARSHRN/E, AISEEAHTISEIEZR, PolybreneizEH
RT{ERE94 ~8 ug/mL,

D 3E: a. IBEMEIERIPolybrene 7R, FFRIFLUSTHEIE, IREHOPolybreneMRIFIFIE-20C (ARE1EFLLE) |, B%

REFMIRL, BUEEZZME, 4°CARF2E.
b. PolybrenefRsLiiBsEMAXIIRRSHITIRR, MHMIBEMOIRPolybrene KIEFFEEIES M.

SRS RERRETRSEIS (o

MOI (Multiplicity of Infection, EERE%) BISEMISEERIBES, BEMOIS,
BERATREANSELR ENEANRARES. YTHORERNMI, (i Hela, 2934
B8, MOI=1~ 38, 80%L\ LRMmIISZIAERORE, TXITIENZLME, WAL, By
KIRE, BEHTMOIEEERTY, HEESIMORTEIR,

‘ 96FLIRIEZMOI :
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EESIRMETH

Day 1: ZHBEAES

LA293TERRE M, BAEIRSRIFHIBMIEHIITEEREZ1x 105/mL, 96FLAREER,
100uL/FL(1x10“NRRE), BIAN37°C, 5% CO, IEFEHIEFIIR. HHEEHERMIBNER
EREMREARR, —REFIES R TSR RAEC SN T30%E50%.

Day 2: fm&ERE (1/20MPRESE)

FAWEZ1/2/MATREGY L, BfRsSRERnT, DO/ MEHEFRR, IANIERERE4h
EHNEEEFTR. BRSERAT,

RERET, WKFERHFEK LIgERLRS, IREARREEIEFRE, A1/ 20MRMEHEH
H, 96FL NN ANS0uLEEFE, BEMOI=3, 10, 30, 100, &EsSEAIMAARS, BRRRE
5, SWFHBENApolybrenefJ4HiE, wJREIRTIINIEEpolybrene,

AEBMONEMARYRSEN T,

Control MOI=3 MOI=10  MOI=30  MOI=100
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B J6f =R
E: RIEFEIERSEN. ERKRIF. KSR, ATRNRE, EEFTRER2~31MEL.

F1 96FLtREBAARMONENMNBSRIFR

3

1x10* 108TU/mL 0.3uL
1x10* 10 108TU/mL TuL
1x10* 30 108TU/mL 3uL
1x10* 100 108TU/mL 10uL

D iE: SFUINRSE (ML) =MOI x ZBiEE/mEEE (TU/mL) <1000
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Day 3: ik
RBREHER (2924 h) , REDHEHFSHNEHR, BEHEFNTSIEFR, HE37°CEF,

Day 4~5: WESH

A BB MES . BERT2hE, BEERES0%Aa, BMAEARKRESRT
HIE, ITRAREREAFIMOIRIE{E R SRR AR,
D i MRS ARIAYSE, FALUETBRIEREIGPCR. WB, BERYE. REBNESFERREMOI,

Fl 1SR SRR AR

Day 1: #HES

LA293TEHRE A, RS RIFRIBRBIEEFIEI247 MR, (AEIRIRE93x105/mL, 500uL/#L
. BFLRYMREELTN1.5x 105, BRI ERMRNEREEMIREARE, —REFRIEEZ
R TRS BT AN T30%E50%Z 8. A37°C, 5% CO, EFrfahiEsmidn.

Day 2: fBSRR (1/20MFFRERRIE)

HAWEF/2)VAFURERE, BFRSRERAT, IINT/2(MREEHETR, BRERERAh/E4
BEEFAR,

2AFMRAVIEFERAATR /5000, 1/2857AF1 92500, Bt/ tEFr MANSEFRRIATRT
T&.

F2 AEEFIMNNRNEFFRISTR 1 2emmmmegys)
£EH/cm? L
96-well 0.3 cm? 100 pL 50 pL
24-well 2 cm? 500 plL 250 pL
12-well 4 cm? 1 mL 500 pL
6-well 10 cm? 2mL 1mL

1EREREA WEHNEREFR, B4 gtk

BEEl, MWKERNERSHEK EIEERMY, IREMRFEEEFRE, A1/ 2(NAFEEESR
H, RIBERNMONE, IIASEMANFESHTESR (BFUIRESE (uL) =MOI x 4Higsy
mesEE (TU/mL) x1000) , EENApolybrenef4aiE, BIEATIINEEpolybrene, 185%

®

B SIRIEEH

REFUAhFHNEETEIEFA,
D BUFEBETAL. REFTRKNDERSTNEETHELERERNIEE.

Day 3: ik
BEREETR (924 h) , REEERSNETTR, R EFRENSIEFTR, HE37°CER.

Day 4~5: WRERSE

BIE48 h, WTFHEGFPIREEFERIRS, BN EMEILTWNGFPRIANE, —iK
BERET2haREIRLEE, JFFHEFPuromycinintEEERYFS, B ESELKREPUromycin
T IEARR, MtiREE SR (FIUTA) .

E2 1SR mpEseE

El 15T IEp R TS IR

0 RREiT

RERBFHERFAR UFEEITFARABELENE, SERMR, ARBEEIRSRIIA
MigiEFRIE, HF0, MAFARECH, fE (1200g) B h, ARRABFETRERER
Bin], ERTERFHAR, REFAEEOI. TRBLERE, KBERVGFTIRASLES, #1T
REELD, FEARS LS, ARMNEERRSR, =ERES min (REFAEBI30 min
) AERERIRSRE TR HEE ST M PR S RESI KA.

Q AR R0

XTFARERSAOANE, DC (WSRIE) &, AIRAZXEERIGE, BSR4 hig,
IR SHIT RBER, ATRERRISIER,
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© ENRENRCAR
X F LSRR, LAIBMSCS, B RAHE ESIRmS AR,

L 1R IR SRR —puromycinmi

puromycinfisizeRMER™A puromycinfiRIR SRS BRI, ERIMEIEESpPUromycin
fitt, Z/EBFIR puromycnZSISNERERERIMRE, M iHiEH AT RS R S A4,

o ffEpuromycinfIERIEIRE

puromycinfIEIN TYEREAT1~10ug/mL, EfMEZ I, BIERBRITTHIBHIRIE
puromycin iRE: BISMIEHE 24 FUIR, FE—REAZENH50~60%, 24hEFREREIRE
puromycin fIELIEFE (A EEREIpuromyciniRE, BIRESENIKRERE) .
puromycintiEai8E 4 0.5, 1.0, 2.0, 4.0, 6.0, 8.0ug/mL & 48h, IEENAEEZFEI0%
DA =i SRR REH TR S0,

0 i#{TFpuromycinfifiz

TR, BIRERBEYRSITHIEXIIRsCIRE, HIMAZEERENpuromycin,

1SR RERA8-72hE, RERRERAES0%LART, FEMIBCSEL60-70%0F, LUEZRRIRY
puromyciniREHITE (BERLERIBISTIE, MIEINSIEERIN) . I1ZA24948higndiRA=s
HRERYSET B, EIBEMIESETRA0%LL L, FiEpuromyciniEsretiuiEsmEizss. SE
ARIES R R EH TR,

Q Rt IRRA ISR
puromycin /S, B HTTIIESLLONEIIES, SR s — e B S EDE]
BT s B A TR T,

g

EESIRMETH

B t@mSnERFAQ

€ H4EMOP WMEEBIMONHRBNMAGHEE?

MOI, BEvEH, BISE RIBRRIRSS, EBEMOEHSIMSHERER, —
BB HE R R AR B0 BB I RO A S BRI AR IS RO L e R ARBBRIMOL,
HERHEAR: SIIBSERE (1) =MOI x IS/ HEHE (TU/mL) x1000
MOI= (RS TER SR /e

© WTRERERTIMERBHRERI?

1EmE RG22~ 3SR MEIERSETIRERERL, TMIBICSE30~50%EHRES
RIFETIINIEfRS, FRERRE2RETAIIEIKIARI70% AL A E.

© RFERSERERENERS)?

IR AR, LUREA RS 3 A R R A IS
HE.
HTTAHSMIR: (SN2~ 3R, BRI RRI I RIFEI0~ S0% A
SRR BTAMSKEE, AR R AREEI70~80% R
SRS TN AT, EFEREE, UATLURER 00%AT T AR,

& EEEERARE AR ERATAISE?

1RSI AR D HIR RT3 RAAGFPH ERNERRAAZIEE, BERNTEREEN
MEE, XFNHERIRESEK,

Q B S BRSNS, EIERS RN S REr?

B, HERSERESE,
@ HEFE, Hm=AMillipore 0.22umiERSiT R A AH
@ EESH, WSEEER
O MERER, BEREIERI LR SRR ;
HR, RERSEAEMOIZEEE, MEMONE, FHERRER4h, 8h, 12hXIHAEH T
R, ARXNERIRSTERN, WEEFERFTEHNTEEFRERS ST,
HERR_ ERREMEISNAARLT, SENMESE, WRARRSESTEE.
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O nmEsEmSHARERSE
BESANNBIRIESSHREN, NFSEE. MEESORE, MOIE, B

B,

@ mEEE, BiERs—EEMALHT, REERREHRR. -80°CREFFFULFEEMNRE;

@ BRYHRE, SoHTISEIY, ERSEMESAERENMIE. —LrERMIE, MNGEARTFRIA
i, FERARSESHERS, NTERFHR, TRABOEESITTE, HRSESIRIATR, MR
FHESRAREER,

® MOIfg, HTMOIBEERILR, KHRMHIMOIKRE;

@ RGBS/ IRERRE —RERRE24ANMER, KRIRRESEUBGGIETE, BRAK, NI
FRABRIBAR. BEE48hFHANIZE, MTIERSRIANERIK, BRI72h, 120hZAEEERIIE;

© B#E5U, PolybreneB—ERIAAIRESE, TR IpolybrenefIBUERRE, AILAR1-10ug/mLATEE
TEEEIEATRE LI24h NARRE IR B S R N,

PS: 1@fEEmHpuromycinffittRIR LIFRIRIRE ik, BrligaRamigs.

@ FREEERBRR, EHAGEPIRE?

GFPIgmSREHARE, SOCREBURTHRSHNZIMBAISAEL. MBIRASIIEERTS.
SR, MZRRYE. GFPRINEmIFEMHEEREE,

GFPEEFSCRIARBERESEaIFHYENE. BIARBRIRSTAEEIEEX. 8RSE
IEERIRAAIEERT2~120h , GFPERFRIAZAZIEE, HIZEREAIMIIES, GFPER
RAFKEEFTEA, GFPREETEENFRENIOCRARR, 5B FNIERIARSS.

MESSCRIERIFRIEZERNT NG, RERNBMIRICR.

© HtuERAERBLLIBIOSE R’

BMRSHECHHAKSTE, ERMNEASTRATH NFISOtERSFERNREA.

MRRESRTHRS, ATIREBAEZESERAERIFEE, SOUERRR. MR TR
KERZE, ANREREEBAERIIRKELUARSAEENFESMSS, THEHINEGC
R, BTRWTIER, SOGRESAKRMEERE.

0 BRI R A SRR ?
AEENRES
@ BRERITERRE, LB RERmEHR, BB ETHER B iAE R ;

@ pHER, BEFERAKE, pHERRESSHEBIIEX;
@ BiEEEr S, BABNEREIRSIOCGEESERNREE—L, BTERNS, IIHKIERATE.,

@ EHTEESAGIEN, QPCRENE, (BEWBHERIF?

g

EESIRMETH

QPCRER, WBIGISBIIRIARARERES:
O WFSFE, WMTERERL, SRSRINEEN, WESSRNT;
@ WBERGNIBMER, SERHNRE (QEFUMESRIENREE) BESHINRA,

Boh, RERFEZME, =5EHIAEE EF/ MESHESHWBIENAZ,

P HttamwesfagitsdRs, BENEEIRGEMEETRL?

XAMERFELA T LR AT 88
@ FMFTARBUERR
@ TREEHARFRAESE, ERAARTASERSHINRTEREE, IREZERENESTAWBE
NENWFFHARIRERS—R, BWHRHEE, MR EFREEESMaRES. Mmilaghfih2aa
THIXE, EItEEAREHER].
® ORFHINEEHHS, RANFZENEH. TEIIGENFERNIRlagiAIHAISHER KL
HebR, MEERIERE, MilageNEINELTERCA/NEARS, IEAORFEEEEENE, HIBAOHIE]

BEMEAA.
@ BEREZMERAE, BRNEETIFRBSNEE PR/ UpRIATR, AILEE—THUAUREN,
Eig FRE8ES.

P RNATHEARRAIARE? BHABRIEIE?

1. HARSRREER:
TIHETRERE, FHEOBERFEAREE DRETRESEER (RIZsiRNAR TERERZ
80%, {ERBS0%MMIBRER E, BEAKE LR, E22REA0%NTEYEE) .
2. HAAQPCRETE:
@ HEQPCR3IMETHINGE, RNKIHOIBESEECDSK, SIFFACOSKMNZHISIGN, tX—THE
EREEER.
© EERRMLEE, RETE, E565E, EBIEERSOCCUT, WAL SR sPCRERT &R,
® BEECTE, SAZEREY—, TSI HERRS, ISTSERT, HHEERSIER
SO%EAMITIRE, REF—MI, BETECTEA), BLERRRERARE, CTERLRE
1930, AMERANERBIHTTE, FERUTA, BINEHRIEHN.

P SRNATRBRER, BRORERNARSE, TRNREE?

SIRNARIShRNAZESSH FSF—HEf, SRNASIEEAR, SRERE—RH5uM, JRERTS,
B AT AR R T, BRI FEGRIT 1 08, EAEEATEINT
SAFIESES, FHss,

ShRNANSSFHEFRSEZIDNA L, ZilHEsEs (855 i (9hs, HE
%i%5) HABMEIIE, HRUAMAKRNA, BRT—RFIEMBIIIINT, RIS

®
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EHIFHRNA, XNMIRERRASENHE WEFSEERSERAE) , ERINLIESES, & . - .
A MOIETEE SET R Dlpolybrene
)

SEFHMERNES,
246, MBS 3R, sIRNA—REA19nt, shRNA—BRIKEEA21nta25nt, FLAERK 7402 Nt 10715
FISIRNA, AAERRES HIF A EIE A shRNARIE AL,

Hep 3B Nl 10~20 =
i 3 = Hep G2 ABTELREE 10~30 al
@ microRNA sponge §BEH8R? B
SMMC-7721 BRI 10~30 =
ONERSSER, WA (—HRABNERER) . mIRNA spongefFFBHEBAZES4HEAAmIRNA, o J— - _
. WA=z s N . S AN . un- LIRS ~ E]
A=SHMIRNARERE, EHEGEEHEUMIRNAVEREERRISTIRIEMIRNA spongeRIIIEE,
Hela UNCE R TR 10~20 Ay
¢> IEmEmEiRtkZE, IER—REERMEETREA (Fif) JR? HOS ABPIREIES 20740 7
=r —t- s s =T o . . Hep-2 PNl S 10~30 )
SRS R ApuromycinffidSRiaititr 5, BEEHERSEpuromycinfyiEFHE ° o i
B, DI HIERERIER. BUEERERRETTLILIR1/10~1/ 209k E. HL-60 AR AR 1o B
HT-29 PNCS i) 10~30 T
PKO UNZS i) 2~4 Cl)
i1 (EmSMOIKRSE SW480 N 10~30 &
D iF: AEEREHTMERNEER. REFMERSERRNM, MOBHIREES, UTEHIERTHIREESIERIES5-100%4MmiEIK DLD-1 YNCST=L 10~30 )
SRIFERTREN, UtsE,
SK-OV-3 PN Uil s 2~4 )
K562 AB S 20~40 U251 UN i iliahe =3 A
Jurkat AB MFAREk 20~30 Eiel] us7 PN o=t s 1~3 a
kasumi PNt LS 10~30 ol 2937 PNl ) il ¢! &l
NB4 AB MRk 50~80 A5 HUVEC-2C PNl ) 10~30 aq
U937 ABIZ4HE 20~40 Gl) PC-3 Y =t ) 10~20 a
THP-1 NSRRI 50~80 2l MDA-MB-231 ATt 10~30 q
GBC-SD NIBEEARREE 30~50 A~el MCEF-7 AZ| AT 20~ 40 Aa]
H929 AZRM-EIBEMER 100~ 150 Eiel] Tca8113 AR 10~30 a
H1299 AR NS MR RE AR =3 Gl RPE ARpE R F R 10~30 Ay
95D AFE4HiE 2~4 Gl AGS A SR 10~20 aJ
A549 NG 10~20 Ell BGC-823 AN B 100~ 150 )
SPC-A-1 NG E ) 100~150 Gl) SGC-7901 ASEmE 10~ 20 Gl)
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A MOIEEE BET R Dlpolybrene
aJ

MKN-28 NS 20~40
MKN-45 ABIES ATk 20~40
BxPc-3 NERIREEARE 20~40
CFPAC-1 UNG S vl 50~ 80
Panc-1 NEREREAAE 2~4
HEC-1-B AFERIZEMIEH 2~4
NIH-3T3 INERBRATAERABER 20~40
Raw264.7 NS AT al SN e) 10~30 (REREDH)
CHO FECRIPEANR 10~20
HSC-T6 REATERH 10~30
cé6 KRR FREa 4R >100
NRK KE ISR 10~30
KRERIREHE 20~40
KEFFERAHE >100
KR BHERFRTHEE 3~5
RERFLE O 20~40
KERIREHEE 20 ~40
KRR 20~40
KRBT 1~3
RE SRR 20~40
A BEEEFETHE 100~ 150
NIRRR TR 2~10
ABFENEK I E S a LAk 100~ 150
N BRI TR T 10~30
NGz ) 1~3
INEERETE 5~10
/NERRRRET4REE 5~10

a

al

al

a

A

Fa

A

A

EESIRMETH

fi2 {e RS RENESEREN (RIAKKIIEHS)

Day 1:

Day 2:

Day 3:

Day 4:

Day 5:

BERIKSRIFR 293T BT EIEHREZ X 105/mL, IIA96F4R, 100 pL/4L
(1X10* NMHRE), BFYRBTFEONL. BMA37°C, 5% CO, IBFETIEFRIR.

£ EP EFRIOSHEERR, EER6MERE. BEDENT: SiRsESR6 .5 mL
EP &, §EMA0 pleetEFE, EE—PEPIMA0 uLURSRR, BSE, R0
HIIIASBTAERS. LIS, ARTCRETRRSEEySER.

10 pl 10 pl 10 pl 10 pl 10 pl 10 pl
3 # J

90 pl--

(D

@ @

WU 1,

S 1wl 0.1 ul 0.01 0.001 ! 0.0001 pl
Bl ¥ J ¥ ¥ ¢

IRETERSHIEFR, EEMLTREIMA00 pL e2iERFR, LFITERaER.
BRBEMESE. IS REHILRIA,

R CRMiR TMERER, IOAIEE (10~30%2iE) AUFLETHEIHEL, FitE
EE. HitEATunT:

R (TU/mL) =4REE < S EEDH X 103/ S RiEIAR (uL).

6. @SEXNFLATIELLE/930%, MEBEEI8 <104,

EWE (TU/mL) =8Xx10*X30%x103/0.1=2.4x 108

NRBRSG2 x 10N, MOI=30 (1TMBIEXIN30MwSHIF) (WRE) |, WFE

JREMFRA=2x10°%30/24 X108 (mL) =0.025 mL=25 pL.

) iF: MOWE: MOI Emultiplicity of infectionf948E, 3XIFABERE LIRS XA NMAEH S DN EIE RS, &

HIRIEMONEEES, BEFIERSHIRISEH TISL IR RRIEMO,

\ 4



