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1 FmET

IERBRMNE—XERYERRSHK , BTEEMMIIEEN
B BRsEMEN—MEENERER TENATERGTH
M FEWFAFRIE, KBIT—ROPEERRSEE , BT
SRAREFNAE D RBIBII BB RREEN . ZBMA AT LUSINREREBRY
ESEFERER L, NMIAZFAMLRE. ERRENSEY
Bt TTANE. AR, (OB, Phyedmie. PIEZ4RRE.
THESSMEAANE , KEIRFNERQTICR. BRaHirn
MREKERR , ARIOERRAN , EXECEFRTIRKHAR , 38
SRIFFEE , FIES (FRINARIR.

ST
» KRS T L EteRa04ie | a/REmEe.
FHIE. AoENMABSESHE
= BNERESEIEFMHEERABORERAKIGM
n RIESREEKERTRX
» EERERVMERESY | BRERMNERIRE
m BRI KAIRER (= 3kb)

Bail , o aERSEREUERERNE=RERRFZHE
i, BE—ERGE  WRURRAR., B, BBEAK (transfer
vector ) B 2R EHNEEN BRSBREREOREEHENERSA
RNA IR BIRR(ER T , HET U B—gZEHENRES R
HESURIAEBEREE shRNA ; B4b , @IS =PMEEIER , 12
HRSEEMENRIERRT  RIRE "BERXE" BiF, A
IEFRFESEREFNER , NTTRETENERSESRIFINE
MR,




2 £YRe

21 &2t

& ERT 238 HIV-1 f(URIGER , ENSENERNRIAN | 128
Ha HIV-1 EBRIL ;

& XI5 3 LTROBIBEATTHRSGE , 5 LTRERK U3, 2 E
RSV enhancer/promoter , RIS HIABTAKEH Tat ; 3' LTR
bR U3 , EEABEBSE / E@Et , RMABXE (self-
inactivating, SIN ) /K ;

¢ HESEENLFEN 3 NEH Gag/Pol. Rev, VSV-G (& HIV-1
89 Env ) BIMIIRETE 3 MNERIE ( pGag/Pol. pRev,
pVSV-G) , BERZERBEHEUERFS , KKK T SHI2
187%5 (RCL) B9P=4EJ1% ;

¢ 5 MulV S RIRSEIMELL | BRESENESERRTE
FHEEFRANERRIATREX , BiENAARREERN LR
BELUITEE IR B R

¢ ERSHRMCRRNEEIMEEY | £HAE 4 THARRT
HIV-1 , RERNESSHATEE , ERHR—ESUES M,
MulV S RIESEAEETEEY |

¢ 18RS LTR AU RENERENIRTIRRRES | BlaREERERE
THERIE.

2.2 LHERLHERE

ERSHACEKEHFRTSIR=NA |, IREHISETE
s BBEGEBERTESHEISRS (RCL) IEUERIXG |, B
FEEIRPNTERTSELS | IERFNREE BSL2
EWReETHT , AREOREOSENFE | THERRRSE
O, R, 8. B, BOSFSAFRIERE , BRrESER | tip
I—EBEFHHRCN. SABEIEHSRIIRGm B8
Bk, TEEYRR. HORA. BIRE. BHBIERERES.



BXRXRE  VAEEREEMIRSHNSRE  NSERS
BT T 2. EMRE. EMxetbaESEmE . A 70%
A, BONBERSRSRE , ARERKTE B 0.6%
REABNERZBHITHAL 1h, REISHSHAILIEAm , B8
WNE | e FHmE el . REEREFN &
FREFCR GRS | EMIERINGE, MHASSRENARHET
| E=geae el | 1




3 itiEEA

HI=mS SRS ER RS RN E = s a R
RN, DR TRAELTASRMR | BALENERIA
RNAi-Mate 4% 293T 4 , 4 /5 6h B ATLIEFE | &
7 72h 5, WEERERSEHNNER SR , WEHRGE 525
EENERSIRER , BTRRAENER. BEENBENEEaTLL
B SRS AT M ERFI LR B TiFIE.

6.3Kb
vector
PG-P2-REV PG-P3-RRE
4.2Kb 8.9Kb
ESRUNGAY]
BEERAL

g

293T4AE

BiREFRE

BRI T 2/N\ET

z‘%@%ﬁﬁk/ \X:Mfcieg




4 MRS

4.1 scXarE

4.1.1 #HREER

293T , ABRSYHIE , SNEEEREEL R ERAFARE , WEHE
RIFERAHIEE , EAEFREAS 10% FBS f DMEM (& 4.0 mM
L-Glutamine, 100 U/mL penicillin, 100 pg/mL Streptomycin)
H, 37°C 5% CO, IR EIEFFETIER.
4.1.2 iR

ERTFRBRAIFNEEERT pGag/Pol. pRev. pVSV-G HE1E
BERMGESE  RASLEERA S EMRNZMmZEA DNA | R
KI DNA ATFRRERINGEKS |, LAEINERBCENEELRE R A |
{RIUEFTHEEHR DNA g9 A260/A280 7£ 1.8 ~ 2.0 Zj&l,
4.1.3 izt

HAVEHR AR

——

Bas-MiBFBS 04-001-1ACS
_——
Wi ( BHEER ) GIBCO 15140-122

~ AMRESCO  7365-45-9
RNAi-Mate #Zuiz7| FHEER G04001
~ Sigma  H9268
4.2 LEFEMRNE
4.2.1 Ft1

FEHER FEMSRE
- loem#m  Coming 430167

15 cmizFR1M Corning 430599
b Sartorius Stedim 16533



4.2.2 {UBE

{NEBEHR INEBR
| TEMBSESME  BAS¥SANO  MCO-ISAC
HEMRetE LB EESMORERIRAE] BSC-II A2

BEEOHL BECKMAN A1330011




5 BRSPER

5.1 fHpEISTT

5.1.1 jEZHBEIHEN
RIS AEIEEESRERES 200 ~ 2000 4 /mL ( —f&

RME209 10065 ) | 7£0.1 mL B94BREER NN 0.1 mLAY 0.4%

NEm=3k. BRRY , #oME , BMEItEiRIT24EE. &

HEHREI= , EMmAREEMEEITHE.

5.1.2 {IEHEGT

1) BUES: 2 ~ 3 REKTERAMIE , YRS RISHIeE R
2x10° ~ 2x107/mL,

2) £ 1 mL A FEE I 0.5 mL AiEER , 0.4 mL/N\FINE
MO1ImLZERETLN (HB), BIGEEH. E4°C1lh,
-20°C 2h , ARBEEMAREFHERIF S LIREENES
.

5.1.3 ESH

1) NEEEPEEARAFE | MshiRiRENFE.

2) MERRINEES 37°CKRIZKIAT | HARERD , RIRER.

3)2000 rpm , 3min &1y,

4) B 70% B ESE  BEAAe L, RE EB& , 03 mL
2 10% FBS Y DMEM 1ZFE , WIT55) , IR 6 cm 550
F, BiRfEER.

5) )X B E#e—RIEFR R e B EEE TR,

5.1.4 e

1) FEIREEFRR , IO 5 mLKE PBS 53K , BIZRR |, KR4
4KmE , REFE PBS B,

2) i 2 mL BEESEMR |, 1L 1 ~ 2 min BEIMAEESEE TR,

3) IANE 10% BALEIEF0 100 U/mL 479 DMEM 15755 5mL,
FZIEREWITEUR | BiREE EAMBITIE TR,

4) BOMBEDERNIEFRS | REtEF.

52 (=




5.2 A0

1) 293T 4HHE7E 10 cm M AEEFZE 80~90% FEESHT , 5 15cm
EFRI0 ;

2) EEF® , B 1 mL D-Hank' s solution %S 4REFIX ;

3) LA 1 mL Trypsin-EDTA solution, i85f5 ,37°C 1& 2~3min;

4) INOIREFRESEE , I 2 mL & 10% FBS f DMEM 12553 |,
eafEEliabigan=stilif =,

5) B4R E st 15 cm 35500, 1A 18 mL & 10% FBS B9
DMEM 555K , iBSfE 37°C 5% CO, 157743 %K ;

6) T—XXEER 5 mL BOEFIA 1.5 mL X5 DMEM |, &Y
BN AR ZF BHFSNESRRAFIE R ( pGag/Pol.
pRev. pVSV-G ) ;B8 BNB—FKERIS5 mLEOE JIA1.5mL
FImiE DMEM , B0 300 uL RNAi-Mate , SBS , =EHE
S5min FEMERE , EiRKE 20~25min ;

7) BrE 15 cm BEFRIIPAIEESRR , IO 8 mL KiEH DMEM £
R ;

8) FIEILREWIFFEMA 15 cm 1EFIG , BRERIEEREAM
LURSIE &Y , 7 37°C 5% CO, 1EF=FE+EE 4~6h ;

9) IRFEEESK NN 18 mL& 10% FBS i DMEM 12553, 37°C 5%
CO, #4k&Et=F: 72h,

5.3 mEilEE

1) BiEF MM EE&RIRE 50 mL B OEDR , 4°C, 4000rpm ,
4 min ;

) REELE  BEOE LE&REIN 50 mLiESEEA , B 0.45um

3) IERERE O TEBEEL , 4°C , 20000 rpm , 2h ;

4) BiRaERIEE D == HEREF

5) PEAVHS R LRE | -80 °C IKFERTZE.



5.4 fREREEN

1) 293T4HAE7E 10 cm dish HEE7HZE 80~90% RIS FXIEFR |
F3 3 mL D-Hank' s solution JCR4HERIR ;

2) i 1 mL Trypsin-EDTA solution , ;88fE , IVOIREEES AR |
37°C F4& 3~5min ;

3) BB 2 mL & 10% FBS #9 DMEM 555K , WRFT{E4RRRTAZRL B
S ;

4) ¥ 3x 10" 4Ap8 / FLAOVRE SR 96 FLilk , IBSfET 37°C 5%

CO, 5% 24h ;

5) B8 ERKR 10 L, A 10% FBS Y DMEM 135S 3~5
MEE (TRIBMERIRTS  INBSERTINALZIRESN 5 pg/mL Y
Polybrene) ;

6) IkZ% 96 FULRFAYIEFRR , EFLI0OA 100 L #HRA™SRK |, BT
RN ZAXTHEE , F 37°C 5% CO, 1ZF 24h ;

7) IR3F 96 FUARFRIBEFRSR . SFLIOA 100 pL 10% FBS BY
DMEM 5% , (tRIBEEIRTES , v EToE 1/3~1/5) F
37°C 5% CO, #4557 72h ;

8) BT ERAEREL FACS T IE | BEmREEEITERS
HE. (BRGNS E , BESEER  FEElRERE
FERENLTEEK, )




St a

6 {(ERTE

Lentivirus {E4RRE/K I 6EF

GenePharma 12{HHEE4E Lentivirus EiRI2LA VSV-G EEH
BE , NTTAKIEINT mEEE |, (EXNARELRMBEEME S
=51, Btk , BXEEERA Lentivirus B2 BEERABEXIEL |
T#E Lentivirus XJEEAERERYEIE M. BEREE (MOI{E , MOI 2
multiplicity of infection 485 , & W 2RErRS SHIBEERN
LHiE | i&BEA , HI2EHEALE pfu number/cell, ) RAFA (in
vivo ) FSIFFERRSE | BN ESHTF | WEERNRST
FCRRRRYZEEE.

* MOT el : AEBERTFRERLEMT AN ESF, HE
Poisson WAL, Mt HHRE— LB EREEMEHNR L
H (MOT) . EAK K-

P=1-P(0) ,P(0) = em Zm=-InP (0) ,

P = R AR

P(0)= R R AR E 1 &

m = MOI f&

Blhn, W RERPRRE AT 99% B9 M, .

P(0) = 1% = 0.01

m = —In(0.01)= 4.6 pfu/cell,

6.1 IR RESK (BRBEENE )

1) E@EMNEI—X , X 293T 4HIEIEL | 96 FLIRENFLINAL
0.5~10x10° /NEAE , {4F2 100 L ;

QBTXR, B 7~10METHE EP & , E8NETFIA 90 pl AYFT
ST tEFE (5 DMEM+10% FBS ) ;

3) BFNERIRSER 10 L IIARIE— M EF , BRESE , )
10 pL IIARIBEZANEF |, ARKRFEIIRE—F ;

4) 1EEFREFREVAREFL | TRFF 90 UL IB55R | AEEHREFINRSIR |
MEREZERELORIIN | BN 37°C 5% CO, IEFFEPFIEFF ;



5) 48h f5 , =FLIOA 100 plL FEHEFRR IVIRIE  AEVGEEAE ;
6) 3~4 K5 , MEBSHFRAIER  [EEBRT | SR EbEHRE
EEUEINMERIRY | TSR N BRCHAERIFLARISE
RN, BERINSUERRAZ BN MRS, BIRlitEn
mERERNEEE (BELMEEE N FLPINSSEEER ) .
7) R
@ FEEENEERMOTAS LRSS |, 10 293T A
MRS, OB MEmER. BRI S A RIR(ER
gt , EtARIRE=NSEERERBMER (1~5(F) , 8
BEARSINIERLIOTE ;
@ w=EE (BT = TU/mL, transducing units) itEAT
TU/uL= (P x N/ 100 x V) x1/DF, P = % GFP+ cells
N = ZRATHOMIEEL . V = SFLINANRSHERIAT (L)
DF = #®B &+ ( dilution factor ) = 1 (undiluted).
101 (diluted 1/10). 1072 (diluted 1/100),

St 3



Day 1 #ZEFh4Ape

0.5~10x10? 100pL

Day 2 fmESHEERER

@ @ ® @ ® ® @

100l 100l 0uL  1oul  10uL louL 104l 10uL

CNCNCNCNC N NC N DY

[

fEEER x10! x102 x10® x10% x105 x10¢ x107 x10°8

@»-90uL @»-90uL @»-90uL @m»-90uL @mm-90uL «@m»-90uL «=»-90uL «=»-90uL

10 11

—
~

AOOO QOO
oL I ] (NCv]eele
Jol I I INOTev]eee
dOL I I I [ IVEC[0e®
e QOO QO
OO QOO OO
J0/0/0/0)0/0/0/0/e[0e]®)
HOOIOIOOIO OO0




E SRS EERNITIALR

EE
RNARZ  RT-gPCR Vg/mL Tum. P2 i‘.ﬂ)&%%ﬂl}sﬁ REL0~ 105

it emawé TR &
DETE SR qumi mEE 2RSS0 55
..- 5
s+ RNA ] &g, EE _
potblotx A, RNAmL BREE BILB
6.2 HCANfERRRTSCL

1) SCIET—R 5 B 3~5x10° MBS T 96 FLIEFREF S,
FThntEF=E 379 100 pL, &< HW*E’J%H’@E&@FEFEE‘# y5|
{RIFERIFHISEIER | TS EEMTIERIRISER 40%~60%,
EA Lentivirus FIARSEERIK | SUEH TR AR ATT

=,

2) FitFdiHES A —E , BEYEAREBEN MO E, $—4E
NEBBR TR, BHEEREEAREFEREIINGS. $_
HIRGETARI0 5 pg/mL 89 Polybrene , Polybrene 7EKER7>
PRI LB RIR SRR

3) RERAEIAMIBIER , RAMIE LE | HARNSEERINRS
ROLEFRE 90 L, BH=FL;



4) HEF 2 NLERIEP & | IREX 10 pL A9 1x10°TU/mL A97%E (7R
FoM\ -80°CERHAEIK ERME ) IIARISE—EFF , BRES |
WK AFENSE—EFIREN10 pLEYRSEIE—E+ B,
XEFSE T =AM AEREERYRS | [Ril, 10 (2R , 100 (SR,

5) B=AFREEBERRSR , S8 10 pL IIREEN="" 7% |, it
HarAl, =ML MOL 435809 100, 10, 1, SNSRFTFRAYARESE
EAREE 1x10°TU/mL , MBS IR SRS RS EEIAE

Qi
6) BN EIEFRENE

7) 8~12h LUSIEMERMIBIAS. MIRMBINSSREBATIREE
5 RRSRSIERIEHEESIER BAERR Mg,
24h [FERIFEHESRE

8) Rk 72~96h [5 , MEBNFRIAER. WTERKREREIEHI
2, FTLAE SRR IR, g R LASRRIRFAIBRIRIFAE ;

9) LA LR EREIMLEEMIRIRITY. SiFMBERIXEI T =AML
MPEL , EAFERI—XOE. RIENERSARELES
FEARRERES  HHORRE , BIENARS

10) BT ERSEIRFNES L6, HEA B AMIBRIBY T FAIRERS .

Dot R

Day 1 Zih4HE

0.5~10x10° 100pL



Day 2 RS

@ @ ®

10uL 10uL 10uL

YY"

@»-90uL @90l «-90uL

f

3

mEE®R  x10 x102  x10°3

—
o

11

—
~

0000000
HO000000-
Q0000000
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OO0
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00000000
90000000
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6.3 IET(CI

BT TRELIe o AR B e RELR Lentivirus BRI/ BRI
FEROCICER | ANAEEMRE , RERE 50 Polybrene , G1&
MOl {EE5#. [EXNLRAT , BAEFHRFHENRFRSEIEE
BER, BLXT Polybrene 88 , IXEHEFAEBEZIN Polybrene %
IR,

Lentivirus ZARTEERIS |, (BE—RRCETRAEEAVZREE (40
293T, BHK21 %) £ , fms R 24h FrILIMIERE! GFP 53¢ ; 1€
IEVIREIERYANNE ( WIRAISFRAIE | A T4 | AR TS )
GFP EAFAMEEE , BEE 72~96h EEFKAEA T LAMER
E GFP 55t, RERERVMBERTLAESSES:—E , BITMER GFP /Y
FIAR RN AR ESKAAE Lentivirus X7 BRVMRIRORERIE R, =
RIEEHBERIEAEE KB RITHIEH T RATHRRFMER | LMRIE
AR RIFHIERIRES.




7 EEET

XTKIERSIEH , NITRHIERT RIRFE -80°C , BRASE
Fokizki , LARDEE T,

1RSI -80°CLRTF 6 T8 | MEARBE T (R
6 1R ). BiRTF 6~12 MRLALRYER , HTEI0RT , BEF
—IXEE. NREERREFRM (INT3R).

{EFARIA -80°CENmES |, SZRITE 37°CRLEIR , EERRE
B BRIRENETIKE LHT. BAATRRSIIAEIE 4°C
IKFETR , EEXAEERT  IBMEIFRT -80°CH,



8 HIEEKMRRTTSE

nQ:
A:

nQ:

BREERHAPRARBBAS KIBENERFS ?
ET HIV ERBRNERER , BEBEANENERFIIZENT
4 kb , BNEBHRSEEEZSERFIA.

- Lentivirus 33 B RYBIBAIBESIERRR | (MRS RSAIRR

e ?

c—hR , FAIBIRE MOl ERIBSRSIEIEER | LEI

LATELESREAHTNN Polybrene (4~8 ug/mL ) SRiZERSHY
R, RN, BRARRIFIERIRSRIRGIER RS
RERAIIRILE,

EHIEEI LA Lentivirus @it , (B2 GFP SNREIRSS
A2

: BRY4BIEH GFP SRR THe S R mIEAIEIRIEY. 4

EASRISENT. WIERBLISINRI %, —RkH
ERMRR RS IR S | WRASIEENR , GFP 3R
FatER. Lentivirus B8RS | —REIEERIRAVMIEH
RERE 72~96h 5 , GFP ERFRAAIXEISIE, XYTFIEE
BISHMEAE , GFP ERRIAEERIER,

CINRSE , BT REE A ?
: Lentivirus AIEEXH SR ERVAEE— NS | BRARRHIEHE

BERM MOIME |, F#B7E 4h , 8h 8 12h SRR THER |
PR AT I TR IR TR INER.,

| BB RERESAGNMREERRE ?
| BWEREYE—R 72~96h RIEMIBRERIX , WTFEKIRE

EHERIARRE , ATLUESHERGNATE , gk R4l
IRIFIRE.




9 HILAKThZA

9.1 NhERRBEZRA
LR STE

—. RS

Panc-1 4l , EHIEFFRERS 10% FBS (GIBCO) A9 DMEM 1%
FE (& 1.5 mg/L-Glutamine , 100 U/mL penicillin ,
100 pg/mL Streptomycin) &, 37°C 5% CO, {8 B EEFHE+

=
=, meRE
SERORAH Rzt )

DMEM t2#%& + 10% FBS

PBS ( Life Science Products&Services )
Trypsin-EDTA Solution (Gibco)

24 34 ( Corning )

Lentivirus-NC %&®& ( GenePharma , 1x10° TU/mL )

TR

I BRERIFN Panc-1 HUGER | BUEE2MBEME 24 ik
th, 37°CIEFREPER ;

2. BENPBMENERS | 2 1:10, 1:100. 1:1000 SiZ#ERARRE
SEAFRZY 500 pL , FIOALKREE 5 ug/mL Polybrene ;

3. IREX2AFAMRPIREFE , MABMNBRRESHERER .,
37°CIEFREPIETT

4. 24h BR AU BRFSHERR , #A 500 uL FHEFEHFE
37°CIEFREPIETT

5. 48h EFRHEIBBHEE TRHICRER.



LIRS o

E3ER
st e dnd ] BHYRET
1:10
1:100
1:1000

1. Panc-1 A8 72h {2ZE K ( 100x )

HERS , RERESSEARE L10 BEER72h , A4
FRERRERTTAT 70% , BRI HIFHTIER L.



9.2 BFMHEEM
LR STTE

—. fHpEES

AL B MFEMAE Kasumi-1 , ERIEFRERS 10% FBS(GIBCO)
A9 RPMI 1640 1##& ( Hyclone ) (& 1.5 mg/L-Glutamine ,
100 U/mL Penicillin , 100 pg/mL Streptomycin) &, 37°C 5%
CO: B EEFAPIETR.

—. AR
SCISFAE Rt R

DMEM 157&HE + 10% FBS

RPMI 1640 tZ2#F& +10% FBS

D-Hank’ s Solution

96 FL#x ( Corning )

24 ##% ( Corning )

Lentivirus- %55 & ( GenePharma , 1x108 TU/mL)

SB

I HRRS  BER (IBEREFRIESRE ) 400 pL + ZBIRE
5 pg/mL Polybrene , BigfRERikiZ 1:20, 1:10, 1:5 0N
FmERRT

2. 24-well , & 4x10° cells/well ( IR B Fh 25 F E ) , 1000
RPM 3min , BUBIEITUE. 5 Step 1 pEDmEHERDEISE
IPHREILEES | FBTEIIGER (blank, negative ) , 37°C 5%
CO. iz ;

3. 12~24h FEOBEARRIYSHIRSH , 1IN 0.5 mL sets
& , 37°C 5% CO, I&

4. RIFERCSIEE , MRVESH 1/3~1/5, JIAN 0.5 mL

STElETT | BRERIETF 24~48h | SOCEIBRMIR TIERER,



SLERSDHT

RHER
sty md il B EF SRICARET
1:5
1:10
1:20

& 1. Kasumi-1 HpE 72h {EEH ( 200x )
HE RS , HERSEEXE 1x108TU/mL , % 1:5
RSB, (2RBEZRAE 50% A£f |, RURIERRLL Gl T
TlFsCiE



10 fsR

10.1 ERERSHREREUHEFSH

R ISHES RS
. JEEIB0%E:

Zi ATCC No. {HBEBIR KR SEFEEMOL
293T CRL-11268 NI <1
95D — N i) 3
CNE-1 — EIREME (=) 50
hADSC — ABERGAT4REE 100
HEC-1B HTB-113 ANFERRREMR 5
HepG-2 — AR 20
hFOB1.19 —_— KEA AR E R 5
HL-60 CCL-240 YNl =Tintestaio) 50
HLE-B3 — NSRS R4 1
hMSC — A BERzETHE 50
hSMC —_ AFE B4R 50
HUVEC — NBFEREKP B2 4HAE 5
Jurkat TIB-152 N=Tiikzsi)io) >100
MCF-7 HTB-22 AZLIRBREEARAE 5
MDA-MB-231  HTB-26 AFLIRFEEAHEE 10
SaoS-2 —_— AR B AR 20
SGC-7901 —_ A B4 20
SHG-44 — ANBRIERfE4HkE 10
SKOV-3 HTB-77 NDPEERRE 20
SMMC-7721 — NGz =2l 20
SPC-A-1 —_— YNl 10
THP-1 TIB-202 NGl ) >100
U251 — NGl 1
U-20S HTB-96 A B4 5
U937 CRL-1593.2  ABRYHEMEREMIE 100
HSC-T6 —_ FKEW AR 2R 3
PC-12 CRL-1721 AR IRRE4RRE 100
H9c2(2-1) CRL-1446 KEVOAREE 50
s L KER B HEREANRE 50

( BitFER4HAE )



RIS HIRISHES RS

—

WRETT HE  mRmpsm S0 nER
FrEEMOI

FRSEIRRACLRE A FRR5ZRRZELR 50

KB B BEZ AR A RREZRA 5

MEFBINME KE MEFBAN >100

IR ERAAE KER fX4HZR 5

10.2 HARSFTeRI
gl WER(en’) MEFREmL) [ERARE

96FLIZFAR 0.32 0.1 0.5-2.0x10"
A8FLIEFR 0.8 0.2 0.2-1x10°
245 IEFFIR 19 1 0.5-2x10°
127557 38 2 1-4x10°
6FLIEFR 9.6 25 3-8x10°
3.5cmigFEm 9.6 3 3-8x10°
6cmig 28 5 1-3x10°
9cmiEFR1M 49 10 2-5x10°
10cmiZ I 55 10 3-8x10°
25cmEBEHEFEHR 25 5 5x10°
75cmEBRHEFRIR 75 15-30 2x107
25cmITEtE IR, 19 4 3x10°
100cmIGTRI=ZRHE 375 10 6x10°

250cmIFIEEEFEE, 78 15 2x10’



10.3 ZRiRRRIERE
103.1 LV SR

CMV promoter
HIV-1 5LTR

Ampicillin

HIV-1 5 psi pack

LV1(U6/GFP)

7.7Kb

HIV_3 LTR

GFP

WPRE U6 promoter

shRNA

10.3.2 LV2 SHEERL

5LTR
puUC ori RSV promoter
U6 promoter
shRNA
Ampicilin
cPPT
LV2(U6/Puro)

7.5Kb

hPGK promoter

Puromycin

HIV-3'LTR



10.3.3 LV3 F&J%KL

RSV promoter
Ampicilin HIV-1 5LTR
HIV-1 5 psi pack

GAG
RRE
—
LV3(H1/GFP&Puro)
HIV3LTR: ok CMV promoter
GFP
shRNA ) TA
H1 promoter
WPRE
10.3.4 LV4 BRI
Ampicillin CMV
HIV-15LTR
HIV-1 psi pack

RRE
HIV-1 3LTR
LV4(EF-1aF/GFP)

8.7Kb

EF-1a

Sph 1 (3798)
Not | (3932)
Nsil (3964)
Avr |l (3969)
BamHI (3978)

CMV



10.3.5 LV5 S8R

Ampicillin chv

HIV-15LTR

HIV-1 psi pack

HIV-13 LTR RRE
@ LV5(EF-1aF/GFP&Puro)
9.3Kb
WPRE
EF-1a
Puromycin Sphl (3798)
T2A N (Soed)
GFP cMV Avrll (3969)
Bam HI (3978)
10.3.6 LV6 BFMEERHL
Ampicillin cMv
HIV-1 5LTR

HIV-1 psi pack

RRE

HIV-1 3LTR
LV6(EF-1aF/Puro)

8.5Kb

WPRE

Puromycin Sph | (3798)
Not 1 (3932)
Nsil (3964)

Avrll (3969)

CcMV



10.3.7 LV7 S8R

Ampicillin CMV

HIV-15LTR
HIV-1 psi pack

RRE

HIV-13LTR
LV7(EF-1aF/RFP)

8.6Kb

WPRE

i Sph 1 (3798)

Not 1 (3932)

cmv Nsil(3964)
Avrll (3969)
BamHI1 (3978)

10.3.8 LV8N ALK

Ampicillin CMV

HIV-1 5LTR
HIV-1 psi pack

HIV-1 3LTR RRE

LVBN(EF-1aF/mCherry&Puro)

9.3Kb

WPRE

EF-1a
Sphl (3798)
Not | (3932)
Nsil (3964)

Avrll (3969)
BamHI (3978)

Puromycin

mCherry



10.3.9 LV9 ERHSJERHKI

CMV promoter
Ampicillin

LV9(U6/RFP)

7.7Kb

HIV_3 LTR

HIV-1 5LTR
HIV-1 5 psi pack

RFP
WPRE
U6 promoter
shRNA
10.3.10 LV1ON ZRi&RAL
CNV promoter

Ampicillin

LV10ON(UB/mCherry&Puro)

8.2Kb

HIV3LTR

HIV-15LTR

HIV-1 5 psi pack




10.3.11 LV11 SPH&RRRT

5LTR

Ampicillin

RRE

puC ori
LV11(CMV/Neo)

8.3Kb

CMV promoter
Eco RI (2804)
Xho I (2810)
Spel (2816)
Xbal (2822)

Not 1 (28209)
IRES Bam HI(2836)

JLTR

WPRE Neomycin

10.3.12 LV12 SHERE

RSV promoter
HIV-1 5LTR
HIV-1 psi pack

Ampicillin

HIV-13LTR RRE

LV12(U6/Luciferase05&Puro)

8. 1Kb

U6

WPRE
shRNA

Puromycin CMV promoter

Luciferase05



10.3.13 LV13 SRR

Ampicillin CMV promoter

HIV-15LTR

HIV-1 psi pack

HIV-13LTR RRE

LV13(EF-1aF/Luciferase05&Puro)

@ 9 1Kb
WPRE
Puromycin
T2A

Luciferase05 CMV promoter

EF-1a

Sph1(3798)
Not1(3932)

Nsi1(3964)
Avr II (3969)
BamHI(3078)

10.3.14 LV14 S8R

CMV promoter

Ampicillin HIV-1 5LTR

HIV-1 psi pack
RRE
HIV-1 3LTR
LV14(EF-1aF/Luciferasel?)
9.6Kb
WPRE
EF-1a
Not1(3932)
] — Nsil(3964)
Luciferase17 \ AvrTI (3060)

CMV  BamHI(3978)



10.3.15 LV15 SRR

CMV promoter
HIV-1 5LTR
HIV-1 5 psi pack

Ampicilin

GAG
RRE
L
LV15(H1/RFP&Puro)
HIV 3LTR o CMV prom
RFP

shRNA T2A

H1 promoter

10.3.16 LV16 SF&EHI

Ampicillin CMV promoter

HIV-1 5LTR

HIV -1 psi pack

HIV-13LTR RRE

LV16(U6/Luciferasel7&Puro)

9.2Kb
WPRE

shRNA

Puromycin CMV promoter

T2A

firefly luciferase

U6 promoter



104 S%fBRAIERS

___Cmv

Ampicillin

PG-P1-VSVG

6.3Kb

~VSV-G

~ polyA

RSV

HIV-REV

PG-P2-REV

4.2Kb

\ponA

Ampicillin

Cmv

Ampicillin

HIV-REV
PG-P3-RRE

8.9Kb

polyA

RRE
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