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GEN3 58l

i

®w 7
fRfmE (Adenovirus)2—FhE 14X DNA TTEIRRES  ZIAWAZ DNA 5
OEBFRERRA 60-65 nm HEES , #BETERINGN. EBHINGEE
249 80 cm HIIE—+HEAR , B 252 PNERE 8-10 nm HIFERIARY, , STRIHEFIFE
=AERE L 8861, B 240 PN SPRAERRFTRAL) [ B 12 1MAhR
PHEER(URTAL. RRsSHAREIRFES B A RERIIERQTER |
BXoEEF I Es MRS BB R REE ] B EE AN SHIREERH
NHER |, BiESERBEREHEZA | (RETEREA)  FESHAEE
MEEFEEY . SUEEAERNIRESEA E1 # E3 BEEEREN , FRiAR
RSN R =EHRARFTES (385 E1 ERN HEK293 48iEkR51 ) &
MERATENERETEER. BIZnEsSAEEA B ENENZERKR 5
HERENAEFRARB e BESEENERNRERS KRIEELTEN
INFENERESERBEEN | SNSRI BRERSHITENF S,

S EEERH RS AR ST INE R NI S R AN ST RS
SEFBREERNIEI HEK293 448 , @1d Cre/loxP AR FRAUER
SCINEE | A EERRS. BHRRESHEERARAININEER AR | B
HEIFD R , BFr 2B eE.

SHlERE microRNA down w57 , H microRNA down [RIBfN &
microRNA BN R X FFIMRAERRRSEA L 2T 111 BEmFERRIIR
NFEFHIS4BIEA microRNA IR S | NTns/iE microRNA BEMAS
¥EELE mRNA B9 , BEiZ microRNA XTEEELE mRNA BOpEfRalE BHEa
;{115 N

AFARE microRNA down BRESHMIMIEIIFESEEIEBRIERE |
BHENT HEAFRIEAER , BoETABKREME—iFR |, Su5RE, [
B EAREEB I FMHAVERIITRR |, IRHFERNENL,
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GEN: SaEE

5—aB9 microRNA down RiBsSRERIHIS

—. ISR

Vector

(

Primer

Enzyme Digestion —_— -
Anneal
Linearized Vector ¢

Ligation ‘

« Recombinant Plasmid »

Transformation

[
Plasmid Extraction

v

Highly-purified
Plasmid

FI PRGBS BUR G R, SIWIBRXFIZBERIRR. Frgitsl
PIEE R IIEIAR (BhLUSEMESIRT). %5 YR XES5ZME T
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GEN: SaEE

1TEERN , FYERHITR. PRECFIR CRYSASREHIT PCR &5 | XM
SRR TN RER DT, BIEMECEER KiE7r. MR , SRIGSLEERAL ,

AT TiEmRsaE.
=. SEiEMH
1. F¥Eidh
i IR Cat. No.
GeneRuler 1 kb DNA Ladder Thermo Scientific #SMO0311
NormalRun™ 250 bp-II DNA Ladder GeneRay #DL2502
Restriction Endonuclease NEB
Taq Plus DNA polymerase Vazyme #P201-D3
T4 DNA ligase Thermo Scientific #ELOO16
Primer GeneRay
TOP10 competent cell Genechem
EndoFree midi Plasmid Kit TIANGEN #DP118-2
2. ¥EUE
X EREFR W B S Cat. No.
PCR Y Applied Biosystems 2AF] 2720 Thermal Cycler
TR e =2 2Y/UN=] ABI3730
HENERREIKY  ReEQE EPS 200
BRRBRAERN PN/ Tanon-2500
HEFRR HRNELIIRE AT HZ-9211K

= Bi=N=
pue rard WIGUBIR  pe mpisesamas GHP-9080
Ras BN
weIiFe DNEE R TEREERAT JB-CJ-2FX
SRS Thermo Scientific Legend Micro 17
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GEN: SaEE

=. TeFEMIERICG
LA hsa-mir-146b-5p 5 EiAIFHsLI0 9 E
1. MicroRNA RIB#HBEE

1.1 MicroRNA E8 :

Micro &R : hsa-mir-146b-5p
Accession : MIMAT0002809
Organism : Human
1.2 TEZF:
EREE FeiaineE

HIMRS : GV159
TTHIRR -
H1-MCS-CMV-EGFP
SRIEHFIC : EGFP

FafE(Is - Agel, EcoR1
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GEN: SaEE

2. EhiFESD

WRIEIN TSI | Bl 50 ul BEIAR. EIURINFHORIASTNAR , ARREE

RUGTRS | BEELD , BF 37°C1 RN 3 h 8iidR. XS RESI = TIR s iRt

ik . B BRI,

1 KBRS REMERTIBSNRERALERE I 37°C , (BtE—LARR 37°C, N Apa 173 25°C, Bs/ 1A

izt ()
ddH.O 41
10xCutSmart Buffer? 5
AR DNA (1 pg/pL ) 2

Agel (10U/ul) 1
EcoRT (10 U/pl) 1

Total 50

75°C, tRABRTEBRBIM I IES e AR ALEE .

2 PREMARTIESTEEER Buffer FROZEEMET S0%HIRMEME. SFBRHIMEARTIESEARR Buffer

TFHIREHES SRS,
HISEHIER :
SRS ESIFKERE FaiKEi5AR
1 2 3

— 1#: 1 kb DNA Ladder

750 bp. 500 bp. 250 bp)

3#: GV159 Vector

7/ 20

(FHEMERITHOR : 10 kb, 8 kb, 6 kb, 5kb,

4 kb, 3.5kb, 3kb, 2.5kb, 2kb, 1.5kb, 1kb,

2#: 2253 Agel & EcoR1 EEHIHY GV159 Vector




GEN3 SEngE
3. BrYEERERIZREY

3.1 SRS
ID Seq (5" — 3" )
hsa-miR-146b-5p-inhibition-1 aattcaaaaaTGAGAACTGAATTCCATAGGCT
hsa-miR-146b-5p-inhibition-2 CcggAGCCTATGGAATTCAGTTCTCATTTTTg

3.2 S|¥mBXAZREINEE DNA

BRERIIRYE [ TRER TR X E R T |, 95°CKA 15 min , BAARKE=R |
hsa-miR-146b-5p-inhibition-1 5 hsa-miR-146b-5p-inhibition-2 IBISEITEERN
™

5'- AATTCAAAAATGAGAACTGAATTCCATAGGCT-3"

RRRRENRRRRRRRRRRNRRNNRRRREY
3"-GTTTTTACTCTTGACTTAAGGTATCCGAGGCC-57

E o TTTTT 2EIEES,
4. BARFEISHEHITERE

181d T4 DNA ligase REXUEIZe MM RIRATIRX TGS DNA &% |, 16°Ci&sx 1-3
h, BEEIR.

REHFE :
i ARl )
EMEEAR (100 ng/pl ) 1*
X245 DNA (100 ng/pl ) 1
10 x T4 DNA ligase /4K 2
T4 DNA ligase 1
dd H.0 *NEZE 20
* ARIERA MBI
5. B

1 10 pL RIS 100 L Re2S4mrE |, BB NES |, okt
& 30 min, 42°CRE 90 s , iIk7KiBIEE 2 min, 0 500 pL LB 155%E , EF 37°C
ERR7ES 1L h, REEERYSIRMESBHENNERIIFRLE  HEREFET
BIEEA 12-16 h,
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GEN: SaEE
6. E& PCREE

6.1 3|9

ID Seq (5" — 3" )

E£ESIM-F
E£ESIM-R

GGAAAGAATAGTAGACATAATAGC

aattcaaaaaTGAGAACTGAATTCCATAGGCT

BB S57E5 Y- F LT8R £ £55E5 4)-R 2R TIR KA TiiFEAHES |4 hsa-miR-146b-5p-inhibition-1 ,
FFEE PCR SEIM T

6.2 PCR ¥£5E

EFINTREGR , B7eS  BEml. mEIFaY , AAEReLBEER
PNEIEE 20 uL EEARRT , WTRS , BT PCR XTI,
EERMIBE

izt {#f(uL)
ddH.O 9.2
2xTaq Plus Master Mix 10
L5140 (10 uM) 0.4
TS 14D (10 uM) 0.4
BEE -
Total 20
PCR RREIFA% :
1 Cycle 22 Cycles 1 Cycle 1 Cycle
94°C 94°C 55°Ct 72°C 72°C 4°C
3 min 30s 30s 302 5 min oo

1 IRKEEEKES MEER GC SEME  BXEE—HORELS M8 Tm (] 5°C.
2 SE{HRIENRIELSE PCR FIRKENIE. Taq Plus DNA REHFSIEHRTEE 1 Kb/min itHE.,
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GEN: SaEE

6.3 E£ELR
PCR =48k El
1 2 3 4 5 6 7 8
Hamisiap :
k& HamsS
1# TEXGER !
2# BRMEXTRR 2
34 250 bp DNA Ladder( &mM EZETHORS 5 kb, 3 kb, 2 kb, 1.5 kb, 1 kb,
750 bp. 500 bp. 250 bp, 100 bp)
4#-8# 1-5 SHEWF

1 AL ddH:0 gl , BT RINISEREREFESR.
2 [AMEIRRLREA BRI HAOER , ATIEET IR ORISR,

7.

BEEHAOEY RER AR T EESEN AR LB RIAEFES |, 37°CE
7= 12-16 h , BUEEERAITURF. XHNFERS BRNERFFIHITLIEII DT, EEXdss
Ba0T

CAAATCAACTAAAGATTACAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTACA
GGGACAGCAGAGATCCAGTTTGGTTAGTACCGGGCCCGCTCTAGACTCGAGATATTT
GCATGTCGCTATGTGTTCTGGGAAATCACCATAAACGTGAAATGTCTTTGGATTTGGG
AATCTTATAAGTTCTGTATGAGACCACTCACCGGAGCCTATGGAATTCAGTTCTCATTT
TTGAATTCGGATCCATTAGGCGGCCGCGTGGATAACCGTATTACCGCCATGCATTAGT
TATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTT
ACATAACTTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTG
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GEN: SEEE
ACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCA
ATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATG
CCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCC
CAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGC
TATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGATAGCGGTTTGAC
TCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACC
AAAATCAACGGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGG
GCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTC
AGATCCGCTAGCGCTACCGGACGCCACCATGGTGAGCAAGGGCGAGGAGCTGTTCA
CCGGGGTGGTGCCCATCCTGGTCGAGCTGGACGGCGACGTAAACGGCCACAAGTTC
AGCGTGTCCGGCGAGGGCGAGGGCGATGCCACCTACGGCAAGCTGACCCTGAAGT
TCATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCCTCGTGACCACCCT

EEXSZERIRER : MFERSBEIRFIIRE—H
M. REHHRE
N FERRIEREEET 10 ml S1ERHTAERRY LB RifEFES 37°GEFRER |
FRIREARSERAVMEFERFEHITRAGNE , R SBINRRIAN e, iF
MIRELTINT -
1. WSS RIEFERTFRCIFAIS mIEE , 12000 rpm , B2 minliE ;
2. FLEE, MA250 pHRERER , 7oy  FEREFYS ;
3. HOA250 plZHpEZMER , BAIAN10 pIEEEESK , ETFEEIS-60k , BRIEZES ;
FE1-2 min , SEFEHRRRES ;
4. AOA350 pldflik , ETEEIRS , FEATSTE | KEF#RES min;
5. 10000 rpomE/(>10 min , FER , WELEFE—TF$FLEILS ml EPE ;
6. 12000 rpmE5 min , FERNESERCHFRIEIRLE | & LEEBERIES |
12000 rpmBE1 min , FNEER;
7. INA600 plFRScEcEFAYE A , 12000 romEO1 min, R FERK , B8
—R , 12000 rpmZSES2 min , H—SKERBIGE R ;
8. HEWREETERIUHTEREHANL.5 ml EPED , $810-20 min , BRART ;
9. {FEIKGHEFNIANIGS pl Nuclease-Free Water , 282 min , 12000 rpmEi)2
min , WEHFRMIFRS | Bik. WERE , #7HEIE.
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GEN3 58l

i

—&hn mseRSRENN

—. EIEE
ZH/l3RFA Frank L.Graham #5278 AdMax RS B R RHITIRRS
8% | BEHIINFEE R RS TR RN SE T IRR S KEP o EEH ( E1/E3 &R
5K ) RYsHBEN B AR RS HEK293 4R , FIF Cre-loxP ( 2 FLP/frt ) E2E4AfR
TEIRS , A FEEm/NRERIEEHELEARRFS | W Fig. 1, 1Z8%ER
SRS  ERLUESNEA. FEaERENERSFRE. AdMax 7%
SEELTEFMNEN , 2508
< ERBRNEESIERFIINTEISARER ( FIHEEF GV314, GV135 Hik
%)

< BmEaIREEIGRAL (PBHG)

HA SR HERIISRINEHATRRAILESE HEK293 48, 1Eieschk/s
RY 10-15 XTHBARE | RIEARRILIRTREITSI 1B |, RABMAYA
wEMHL T BAEEENRRSRER  AHE™BINRENENERRSH
BIUER. TR EERAERS T LIS AR ARSNEIRE XK | Bns
ErFEnEERn Fig. 2.

XF AdMax IRfRSEERFANER | BEEMEL : http://www.microbix.com/,

AdMax™ for generation of Adenovirus Vectors

100/0

Cre or FLP
I Ap'
- j-:»ri
AE3 AVAEL -y —1oxP or frt Sareign DNA
P N\
Pacl /5 ITKs
‘" \\ - & g
Genomic plasmid + > ey
(| S P ,‘ plasmid loxP or frt
'/ corranse cT ori
’ 203 CELLS

\t] ,/"'/ Site specific recombination
\ Y

¥

loxP or frt

10 days
IR o ! v
Y foreign DNA & IT™
o— > T
AFE1 A Es

Recombinant Viral Vector
Fig. 1 AdmaxTM E4EIRESIEE
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GEN: SEEE

BREREG& | pBHGEAEIE
BOHE RFIE

! |

FHEK29340k8

RERELN

Fig. 2 BEBEF-iZE
. Scheas
1. {HpEfE

HEK293 ( ATCC , cat# CRL-1573) BRRSHIEAMIE , JIMGERRIELRY DR
MR, EREFENS 10% FBS fY DMEM 125E, iz4i8+hE8FHRA AdS BUS%
5hY E1 Xi5 , E1 SRRAIBRES A LAERBER.

2. @tk
RIBTEE DH5 o, BT 1BERm S R BTN R ) B AR AR TR,
3. [&HI

1) BRESTFREAERIESS "$—80 RnSRENHE".

2) IEBNEIEERERAL : pBHG lox AEL, 3 Cre ( Microbix. Canada ) #H TR S A
Epn EEBFEARE CRE BERZ , FREE Fig 3.

PBHG lox AE1, 3 Cre FFFIEEIEMEATRIUETE :
http://www.microbix.com/Plasmid-Sequences/pBHGIloxdeltaE13Cre.zip
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GEN: SaEE

[Hird T11 (30767 ~ HCMV IE
Pacl (2957

Hind TIT (2775

pBHGIlox(delta)E1,3Cre
34707 bp

Hird 111 (12992)
Hind 111 (15073)
Hind 111 (15148)

Hird TIT (19745)

Fig. 3 pBHG lox AE1, 3 Cre [FHElE

FRhipYHE (FEERNERRRERAZASERRHRITISHE )
LA Qiagen ATIRBHRHHIRNFI SRIIRHRS RS TEAL DNA | TR DNA BT
PREIRY TE A, LARIMSEIRMGENEEIRER AR | fRIEFTRBHAL DNA RI Azeo/Azso £

1.8-2.0 Z|&l,

4. iR

R = iR cat.No.
RaLFIniE(FBS) EEHMREEFIBIRASE A11-102

DMEM Hyclone 12800-017

iE s} EsEAFHIAT T4665
Lipofectamine 2000 Invitrogen 11668-019
Adeno-X™ Virus

Purification Kit Clontech 63133

5. =8

IXEERTR {NESKiR cat.No.
SRICERERE BV EEHR micropublisher 3.3RTV
CO: 1E5%E HA=¥ SANYO MCO-175
EBIESE ML Beckman XE-90

S5 i) BRI SHIREBIRASE  Bio 1200-II-A2

=. RRAERSRESIGR

1. B

I 24 h A3 0.25%RERBSHEAIIEERIIT HEK293 4HiE LI& 10%

FBS Y DMEM E#EEAEMIEZENIX 30%-40% , EFEih TSR
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GCN3 SEEE
th, 37 °C, 5% CO, EFAENEEF. 24 h LAFHERZEEIAE] 50%-60%
ARIET AT 4E4

it fRIASHTFRSEEEXSEE , SHRERFRMIIKSHERDANERIREL.

2. HE12 h B AKMBEEFRE ;

3. 15 DNA AR (ZHRERRAL 5 ug. HBIGEAL 5 ug)5 DMEM BE19S | BEE(IR
39 50 pl , =R TES 5 min ;BY 10 pl Lipofectamine 2000 x5 50 pl
DMEM iB& , R TES 5 min ; SHEGEM DNA 375 Lipofectamine
2000 BB % =R TERS 20 min LUYEFE DNA/Lipofectamine
2000 %REEY |

4. BEASERESTEINE HEK293 HigEFFR+ , B8, F 37°C. 5% CO:
MIRLEFEPIETE

5. 1%7F 6 h GREASHENMEMIRIESAE , IO 2 mI g9 PBS i&Ek—IX , BE
RALURIERAE RIS EE |

6. ZEEMAS 10%MMBENMIEEFE 5 ml, F 37°C. 5% CO. IEFam4kes
157 BRREREHREICNR  SEAERETE | B IMIEERTH
BT IR R,

7. BEHE£910-15d , BEEIER HEK 293 MREEFAEE , HImpREES
(cytopathic effect, CPE),

8. {FAEROYMIEERELE CPE , B 50%MiEAE: , (MR OKEMEHES
F 2 mI DMEM /R, -70°C/37°Cx &R, #5% 3K, 4°C. 7000 g B> 5
min , &SRS LiETF-70°CIRF.

M. BRBESAYY I8

1. SB18ig

BAERRSRIFI HEK293 4BIIEN T25 MRIELEFEET |, (SHBBCE. 60%
FEIBEFR  MARERENSHEEEIRESAIER 2 mL , BTHEEET
25 90 min [GAMNINZESRIEFHR 3 mL , GkaRtEss, SAEPSMIEHIEA CPE, B
B S0%EfREERT , (RiRE I EMIEHEST 2 ml DMEM th |, -70°C/37°CRER
B #®% 3K, 4°C . 7000 g B> 5 min , WEkE BT -70°CFE.

2. SE2H18

BACRASRIFHY HEK293 4HAEE N T25 MiEtEFsiET , SIEC &% 90% , &
EIREEFRR IS 1 T IEERRER 2 ml , ETMIBEFRAETIFS 90 min 5%b
IIZE&EFFR 10 mL , REHEFE, FAFDMBHIIEEN CPE , BB 50%4iEhHEE
A, (REECMEMIEHEST 10 ml DMEM f1 |, -70°C/37°CREGFR. % 3K,
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GECN3 SEEHE
4 °C, 7000 g B> 5 min , WEfFS LETF-70°CRF.

h. BRmSat
{#H Adeno-X™ Virus Purification Kit , BD Biosciences, Clontech ,
RAEERN Fig. 4.

1. EXtH BD Adeno-X 4{L4EE |, 0.45 pm JEIRITIE 10 ml SRR , (R1FIE
BT WEERA

2. [AFESEERTIN 4 pl 25 U/pl B3 Benzonase |, J84) , 37°CEE 30min f§ ,
A0 10 ml 1xdilution buffer , JB&194 ;

3. HEIEES , AXE PBS HIRIESRNEETNTSE | BEERANKE
RmESIRRE , LL 5 mi/min BOEERIMIshiEEIES | (ERSRRRSIEES ;

it BOSSHARSR.

4. {8 1xWash Buffer JoRidiEEs ;

5. {8 5 ml Y BD Luer-Lok ;E5I=5/5EiiBRmE | EEFIESHIRA 3 ml Ay 1x
Eultion Buffer ; ZEZF59=8fIIE=SA9LIO , #E | ml Elution Buffer jREUE
2]/ZE 5 ml XEEOES ;ERTIFEIEES 5 min HEAFITRI elution buffer
ML R RS R ESR T RIRRRS |

6. BHENENRRSDE | -70°CRF.
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GEN: SaEE

Infect HEK 293 Cells

Incubate until the cytopathic effect (CPE)
is complete.

| Infected HEK 293 Cells |

Centrifuge to pellet cells.
Pellet 1

1. Freeze/thaw 3 times.
2. Centrifuge.

Pellet 2 Supernatant

1. Treat with Benzonase® Nuclease.

2. Dilute 1:1 with 1X Dilution Buffer.
3. Clarify with a bottle-top filter.

S Clarified lysate

Adeno-X Purification Filter

\
\

Inlet Tube  Syringe

Discard.

Adeno-X™
Mega
Purification
assembly

1. Pump the clarified lysate through
the Purification Filter.*

2. Wash with 1X Wash Buffer.*

3. Detach the Purification Filter.

1. Elute with 1X Elution Buffer.*
2. Determine adenoviral titer.
3. Store at—70°C.

* Performed with a syringe pump.

Fig. 4 Adeno-X™@tidFIERiEE

7~ RimsRER
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Harvest adenovirus

Purify adenovirus



GEN3 SaEE
BRSHIRERT ER SRS, TR mEEERl,

1.

.
. ESAENE-ZREEE

PIEEIStRAS

1) PH{E¥IRE : SIRIIBRHSRTR PH (E5BEE 6.4-7.0 Z/E) ;

2 ) #EEEFIRE © A 20-200 pl MSHEiRaREIBIRE 50 Wl BRESRERIN . 7o
ErTRREIR RIS

FEE

S0 HEK293 MRfEIGIE | IEFIEST 24 h [5iRE , TIHTHEENEESHE
RIRSSR=MHIEE | AIRARTCIREERI T | BHREEFER.

1) KGR 24 h 58 96 FAR ,EFLf& 100 pl HEK293 SR £98 1x10°
MR ;

2) HEF 12NEEEPE , E—1 EP BHI0A 990 pl TLiE7FK  HR 11
/N EP BRI 900 pl ZLIEFRK,

3) FURSRIOFRE : 10 pl BRESEEIMASE— EP & 1:100 #
B ARLULARER , #OXE 100 ul SEHERINAEIT— EP &g 1:10
wiE , EEWRER 10713,

4) 96 FURFIREFR  RIINHRES 101 E 10°%SR , 8%
BEOHE—T , 81730 10 FLEFLINA 90 pl SRR , 38 11-12 L0 90
AERESNEERFEFANE,

5) 1596 FMREF 37 °C. 5% CO, MBS Frarhakirizss,

6) 10 d EMRMAEFREINS , FitEtHil CPE UMM , HHESHEER
SRAMIEER CPE MR |, iTERSHE.

mEREStr(Spearman-Karber Method) :

HERE=10 *+0-8 (PFU/ml)*

X——10" 2] 10" fOXFRE T CPE [AtEZREH
*NTERRM

A BBHERIBRIRHE CPE FIAEKINEIINS ;

B IIN\E&NVERRE RS IR RAFLISE CPE,
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GEN: SaEE

il

10 uL 100puL 100 uL 100 pL

NN TN N N
w8 [T IT T TIT -

Adenovirus  1¥ 990 uL DMEM 2-12% 900 uL DMEM

EERE 10 103 10* 10 ... 102 10"

Fig.5 [RESHEREME

BRELRMRFINICESEIN TER

W DOODDDDODOO® DO Of r00%
10 B DODDDODDDDODDOD DO O roos
102 c OO DDDODOD® DO Of ro0x
W1 DODODODODDDDD DO O toos
W e@@ODODDODD DO Of sox
10" F D ODODO DO O OO O e
R CNCHCHCACHCACRCICACICCI I
10 Q0000000000 0O «

@ *7R CPE [t © %= CPE A

HFHERE 10°°a9FL CPE 15980EM | FRLUARSRRERES 101 = 10°a9FL
CPE tBEB9PAME , M X =1%x9+0.8+0.4=10.2

$*¥lﬁﬁ§iﬁg= 10 (x+0. 8) — 10 (10.2+0. 8)=1X 1011 ( PFU/mI )
SEH
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GEN: SaEE

1.

10.

11.

Adeno-X™ Virus Purification Kit (BD Biosciences, Clontech) i B
(http://www.bdbiosciences.com/cn/index.jsp).

AR T R 8 FEF N MR P B2 A XN 2 % B B
(http://www.tiangen.com/?productShow/t1/1/id/305.html).

Scherr, M., Venturini, L., Battmer, K., Schaller-Schoenitz, M., Schaefer, D.,
Dallmann, 1., Ganser, A., and Eder, M. (2007)Lentivirus-mediated antagomir
expression for specific inhibition of miRNA function. Nucleic Acids Res.
35(22):e149.

Gentner, B., Schira, G., Giustacchini, A., Amendola, M., Brown, B.D., Ponzoni, M.,
and Naldini, L. (2009)Stable knockdown of microRNA in vivo by lentiviral
vectors. Nat Methods. 6(1):63-66.

Bett, A. J., Haddara, W., Prevec, L. and Graham, F.L An efficient and flexible
system for construction of adenovirus vectors with insertions or deletions in
early regions 1 and 3. Proc. Natl. Acad. Sci. US 91: 8802-8806, 1994.

Chartier, C., Degryse, E., Gantzer, M.., Dieterle, A, Pavirani, A., and Mehtali, M.
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