e B R SIS B A AT R IR TR

BRIERFSEEEESIASHEZAR, ERNFRESEER B RRRS KR
4, MMSEIRARELHK.
1, fESRIFNSE
meaREM, ENNEERSTNES
1.1 18%S
1.1.1 FR

1855 (Lentivirus) BIFFERESHI—F. 12T sIRNA / miRNA BRsHr, 5
WFEERRY siRNA FIETHIIRIASAMIIEAIEE siRNA EiRELL, —HEILY 18
REFIRIAEMAGER, 2—/5@E, Lentivirus-siRNA HERITISHFSORRFEREE, o
T R E R I F M T R R AR R U RS, RiZEF TR 2SR
f8, AEERGMEIUESEIZRIERANERSE, #TKIERERE.
112455
1) EEEEMRABRRSEN, MRS RAIYEREYER, ES RNAI fAFHIK
PISCIO T AEA0RE (Ehanteocdiie. TR EERAHE).
2) HLIBIEEREST, ERENRERERASEERNSTHML.
3) FRATERERR. EESTFEREEIHAR.
4) FHRHTERAF, BIFEE.
5) HALMREEFRERESTMRC,
1.1.3 BmSEEEEME:
1) SEENEERNERS RNAI THMEAIEEFRRLAEIZEL,

2) 1EimEHIK, SRAFHEIYRSERMNR 293T &,



3) &% 48hrs - 72hrs £, WESBERSN LEEFR.
4) FRSHISEFIRYE,
5) £H%. - 80 CRfE.
6) EENEEMNERIGE, FHEGIRE.
1.2, I¥EE
1.2.1 FRIE
imE(Adenovirus, Ad)R—MLEENEIANGE DNA v, ESFIMKRTEE
RS R, B 50 NLER, ASHAd HAMEETIVER 215, BIEERNA
XA E1 F1 E3 EE, BRSNS, XUEHERSERKFEREA E1 1 E3 EF
RIS, RttE—FNERTaTrEsuEHR A,
1.224%5m
1) JUFaILARERFE A N4HA
2) TLGKESHIEMEE (E1 70 E3 B%) MIIRmS
3) WERERS, FrERSETRIEGAILULE] 1012 PFU/mL, REBIANSHTILE,
4) BRRSHEABRBEIICEELLR -, FIeSs, BREEHR
5) RERERERT, AESEIREHT, FMEENIREERRBARTERK, £P%e
T
1.2.3 BRSBEEERE
1) HEERIA siRNA/mIRNA HIRFEESHIK
2) RFA Pacl BCEEILRAIIRRL,
3) EITFROBRS IR 293A i, WORMIELUHISRSIEIER.

4) BRSHERREE 293A ALY 1ERS.



5) 7%, -80°C{R{z.

1.3, ERSHRRSILLE

iERSHIFRAMBBS R RFLLER

RERIERS IBRBRIARS (Lentivirus) RRBRIARS (Adenovirus)
mEEREE RNA 55 Xk DNA 5555
=4l BESH BESH
BEEES HREERAESTEIERSE, K | REERAFETEIEREN, B

B, RERAINEER

R RIAINREE

RERDEINA DRI, ERTHRE

SRR (ANFEEEE) SRR

S}
RIENE FhIKERIA BKFRIA
RIARIIE] g (1-3X) R (1-2X)
TR TAEREAIA 10*8pfU/ml EEREAIL 10%11pfu/ml
TERE AN 8kb RSNERER, EE | AIEANSIA 8kb RYNERER, HER
BEFEAN BRI E NI AR BRIKERBIITREFE
BERM RRRRME BRERE




2, 13EBEREEFIFE
2.1 198FE
— R ERERIAEA SR EIES R, BUUTHRIFE,
1) IR SEABILECESINLR, RAENAIRTIEII MEN R, BWFHEEE!
iR, B8], FFEE
2) WNRKBCEAEEINR, NIRITHHEIFIHRESLAIS 93T PCRT 18, BEIBINRER,
KAENANIEEI AN FER, BEISFHEERIZRER, BB, HlFLEE
2.2 [RREF
2.2.1 HE&

BetEH TEESHIRITNVA DNA Uk, SFEEREYNIEES (E2 B
F4K) PRARABEHIZX AINITR IR EAZIEZER (DNA) 3 F
2.2.2 ¥51E

FRL EEERARNMEER, Fig0, IREREEEESRIIBENTEEES, BYR
RIFRIBE A (episome), IXEFHIBEBESHERNREIR, LENEESUE ETIE Tk
B/ T REMAIMI DNA 5F. BRRAEEEMEARINEETSH, BED LR, Af)
AILE—LER) DNA RRTHRERAIY, BT KBITES, FIRSREAREEmE

MIABTEISEH, FEZIBRI™1.



3, [@hI DNA EEXGHEEEL
&R F ENERNRREABTERE N T ENE R AT EEY 15, ASIEER
R, ATEFEA DNA EAGITERENN=5.
3.1 KBRS ST
1) NAIHTFEFR DB — M EESET 3miLB 7 EM0tES , 37°CGRSEFIR.
2) B 0.4m| EiREEHEER] 40mILB IAEFREF, 37°URZIEF 2~3h
3) EiEERERl 50ml BEOER, K EE 10min
4) 4°CEi» 10min (4000r/min)
5) EILEFR, BFEORBLMEEFERR
6) FAKARY 0.1mol/L §4LES 10ml SiZMIEiE, SZRMIGE 30min
7) 4°CE(> 10min (4000r/min)
8) A LiE®R, FKARY 0.1mol/L S5 2ml 224 (K L&)
9) oEEAMEE, 200ul —{7, 4°CIRTFE
3.2 [ DNA a5k
1) BY 200ul FrésHIEEAIRRSE BN, MNBRAL DNA2ulSES, 74 30min
2) BILERE 42°CIFR 90s
3) K& 2min
4) &N 800ulLB iktEFREE, 37°CHEFR Th (150r/min)
5) BUELHAR (100ul) MISHYERE, IRMESRMEEFEL, I8 30min
6) FIBFEM37°C, 12~16h, HIEE
3.3 [RAHREVE R

1) BY 1~4ml 7£ LB IEHEPEFIRNER, 12000 =0 1min, FLiE



2) BN 250ul j&#& I /RNaseA (B I MEREFR) BER, IERRZIRZEZERRTE
BEEE, =RF#FE 1-2min,

3) MR 250ul BRI (AIREMER), BRIORSEEIRS 5-6 /X, =EWE 1-2min, (£
BRSO RE, BEERESIIRBEER,

4) PO 350ul /BRI (PH0K), MARFHREEEIRS 5-6 )X, HIHSHRAEEK
TTItE.

5) 12000 =EELC 10min, W& LS.

6) B LiEET DNA aifviteh, & 1-2min,

7) 12000 &0 1Tmin, FiER.

8) JOA 500ul j&i& PB (EiFiR) 12000 #E0 Tmin, FiER, BRISIGHERRIE CIRHT
RER. BEREH, LEREERERAL DNA,

9) BOA 500uliE&R W (F#i&K), 12000 #Z&EL 1min, Figk, EE—X.

10) 12000 #&E0 3min, LIIEREFRACERIREBRIRIR.

11) % DNA EEEETHIEOES, BiFE00 50-100ul /&K Eluent CHTTERINERIK,
PH 73 8.0-8.5), ZiRME 2min,

12) 12000 #2110 Tmin, WATEREIASAEERER DNA, FRF-20°CIR1Z.

FRRHARENS B IREURIAMEFRET 1.5ml B OES 12000 #E0 Tmin, FLEE, REUS
AEEEHOLALFRL, BRLERRIFAEMRT, JEEET-20°C——/1
250ulBufferS1 EiZME, BiFH5—0 250ulBufferS2 ;B 17D I L TEEE 4-6 KR
Ba88, FRAEE—INN 350ulBufferS3 SEFN_ETEIFE 12000 B0 10min—EY L&

REZRZEIEHNHIEE (2ml) 12000 &=L Tmin, FiE#&R——>0 500ulBufferW112000



B Tmin, FER—DI0 500ulBufferw212000 #5:(y 1min, Figk, EE—E—
—BHIREEmE 2ml BZiHE 12000 =) Tmin—B4IR SN 1.5ml BHEd,
fn 60~80ulEluent E{EF7K, Z=E 1min12000 5 1Tmin—igESIRE, SaEA

EOET 4°CEiRE-20°CIRTF



4, [H#I DNA HIEhEZERRIESR 293T HAiid=Eims (AFESE%)

4.1 ZiEE

4.1.1293T {AREEMH 293 MIEIRE, FiL SV40 X T HEHNAS ERRAIRER, w52 MA

FHRITERASRASMBERER, ERUEERES.

4.1.2 BEfiR: RLMBRRPRIRAIBRIMA, FIEAEMIR, BTFHRINREIREES

X EECANE, SRR TR,
2 LIRS T

F—X: AFHEZR DMEM+10%FBS #tlk 293FT 488, 2ml/fL. HRFZRMIEZEX

%l 80%-90% RIS E

=3

1. 500ul FMELEFERRE 2ug FARHI+1.5ug psPAX2+1.5ug pMD2.G

2. 500ul FZIMiEHEAERR 15ul BERRIR 2000

3.5min j3, 1§ DNA B&MEERFERES, =EiRsHlE 20min

4. M 6 FURFRIRE 1ml BIMEEFE, AEHEMA 1ml FRAFIERAESYD.

5. 6-10h f5, #BREE DNA-IERASEMNEARE, KZLUEREEF KR DMED+10%FB
(MIEZIFFR BT E]) o

E=X:

1385 24h 5, SEBHME TR, HERWENAE] 70%LAE

= UGS

13545 48 F 72h K BIBER2mE LS.

2.3000 rpm B> 20min, 0.45um JEREENE, EIEMIEITTE,

3.12000 EE R4, 53%-80°C ™7,



ABENEBNERIGE, FHEGIRS.
4.3 iFEaERNRE
[EkI DNA JEEERHISRHREYER (RNA), (EREEEIRH SRS REER
SROBAER, HRMESBNERTHREER, psPAX2 SRERIXISRS/INTHERN, H
KA BT ETEESFIHEE, pMD2.G HISFSNEEAREM, B
lipofectamine2000 #H{T=FAHEEZEMEERES, BEERAERAN, BELE
FEEREAIEER RNA 5 psPAX2, pMD2.G EREHEHINEREEHIERS.
FEOREFPREN "BOX" RS, RO RABRAZRESRGUCEE, mSHA
MRS, EUEEYER RNA RERE DNA, ZERBESEEMENERAS, SliER
P12, E7ETH DNA REgiERtmeS RNA fIRA BRI EATRERIA RSN TR
BEA/NS, ELEARGEBISRS BT AREREISE, SNETARETEMHF

B ERE R AR ER AT,



5. [SmSRER

5.1 iR

Lentiviral Expression System

5.2 BRTR

) iR ERSEKINMEENERE, & 17105/L BEREMT 12 FUik, £KI%R
2) Bk 18 70-80%Hi 12 FUIRPAIEFRRIGR, IRIERIEFRR, BTN PBS iRE
BERBNRSR, BAS SRS,
3) 24h IEAEIRKR, 48 INBIRIESSY, BUMRIEMIBINERE.
5.3 SN RRIRAURETRIE

FIFSSEER (30min RAEEXHE, BNRMEMES®), WREFRETENE, 3
YIRS, ScRBAYSMENET NN, BXHYE, FEStE BIOCRE, #
TERERER, B HEERIATLAE TR AT E), B B E IR RE. (53T leica)
5.4 IEFHAE
1THSREEREEE, NOEMAEHREREL, ERFSRERK, WHREMHE.
2 BFURSIIEAEEY, DIRIDRSINRE, %5 10h CATRIEEAFEREINER
=,

3EABHRARBRENER T, THTRESERS, IHHRARRREE



AFEIRSIE—RR 24h IEAFETHER, 48 /NETEIRTESE, BIRRERIBAINEGRE.



6. FRRRYMEIETE
6.1 SFEHEAE

HEYOE, WRTESREERAY, EFTHEENERESEESIIMES, HH—2
ll, SOEEEISZYD, SHESMANEEX.
6.2RNA AY$2EN 5 RT-PCR &
6.2.1 [RIE

EAEZANE DNA SERESIEREX, BRI DNA #R09 RNA 25, &9
SRR, REXEARRIDX, FEEZRELERY mRNA,, 2ERAEZEMREREA R
IKHERAER, RESEITIREE mRNA F RT-PCR X EZISRENE
6.2.2RNA 2B R

A0 1miTrizol, WFT/EFE 1.5ml TEAIEOES; 10 100ul SERIZUWR 30s i8S,
12000 %5 15min, AIERIARSE; W EEERGRAEHN 1.5ml BOED, IR
BREE, BSEFE 10min, 12000 &= 10min, FLE&E, 0 1mI70%2E2, 12000 %,
B0 10min, FEiE, KNFRIRKEAE, Sa00 DEPC-/KEHE RNA, Bk, fEZHIE RNA
.,
6.2.3RT-PCR £
RT 2—MEERINETRE, FAR—XEBUFAIS RNA, FEIONSIY, #&hikfis, H#E PCR
(VHGBREEIRET, RNA aiiERA cDNA,
PCR 2 cDNA 78R, 54, BBRUFRTETEHAIE DNA, (BARLREIR)
6.3 ERIREK Western 15

western-Bloting: EERZENT (Western blotting & Immunoblotting) —f&H

BEAREEIK. FERAVEMEFISRE G =" R HAk. B—E 2 SDS RAMEPZEEAEIX,



RN RPIIERRED FEXNIMERRTDNT. S _PERRTEDMRHHER
PSRRI —FEMES I L, FRESESIIMRRIERT4RIRINC [®)F0 PVDF R, =&
BERITASRREIKER  (BREIK) | EXBFTENREZD, WEASRRE.
B RS FERITMEN H ERENEERR_ERIFTEAFRIENTR. eI =R
DRERMEZRR. WEZAEReEBIrNGE ERERENE—RRESE,
BREBIRIISE IR (RMEEHERES (AP) BRI SMYIES (HRP) FRCAIMSE—HUAFRY
TUR) HaEES, BINENRYEGHEBIE LAEGE X SR ERRIEHRER

TURAIFE. ZRAR ZNATEARIEKFRIENH.



