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AEBOFERICDONT
AEURE SHADRIE. UTORICTFELTEEL,

AEGDERICIINERFZEDEDH HET (MEFAEFICRDECFHREAENMFOE _EER
FICH O THANENEM L HEESZEDH S ED ) TR 16 FEXHRFE - RIFEDE15) I
H% P1 LNV EDHERDLETT

- AEGTHAORITETE L UHEBAOEEZ DNA EREZLEZEERDIERICEV. B2IKE+59
TERLCIREL,

© KT T/EHETAIVANT B—DRICK > TEEENS VAV RIFEAR I L > TSERGE D A
IWAZEBGCEND D BT, AT T /WD A VAT Z—DEE LB, Féitﬂfak%
ZEBUEDDHIET, RAPMNBEZR e, 49, ReFvExy beEBALTIRSE
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. [FCIC

. 77/ WEEVAIVANY 2 —

7T/ BEET A )L R (Adeno Associated Virus: AAV) &, 77/ A )V ARNILRA A )b
RAIEEDNIVIN—T A )VADFET CIEIET B/NIVARTA AR 74 XY oA IVRBIC
BIZIETNRNO—TIAIVATY, AAVIZE FMADREREDNSNTHE ST, ELE
HICBH TRETH DT EDNNONTWVET, AAV DT/ LIEH 4.7 kb D—AEH DNA T\
mRI%IC ITR (Inverted Terminal Repeat) EMFEEN 2 T EZRDOAT EVIBENFELET
(E1), TOITRLIERDEREETY . T4 —E LTHEET BIZD T AU RRIFA
DNV T —=I0FICEFTSLET, AAVDS / LIKIE3 DD ORFHRAO—RENTH Y.
1 DEIFER, GEICEEL TS Rep, 2 DBEIETVAIVRKIFONERR VN E%H J—
K93 Cap. 3DBIEIFEEZVINVBETHY . VA IVARFERICHEBDERFTH S
AAP TY, Rep TEIFICIX 4 FEEBDEG B2 /N7 & (Rep78. Rep68. Rep52. Rep40) H
OA—REINTH Y. F 1z Cap BBIEITIE 3 BEORE B2 >/\7E (VP1.VP2,VP3) AO— K

TNTVET,
AAV (13 100 Z#B R 5 MBRHFEL TEH Y. I[]]F””@i;ibtid:o’(ﬁiﬁ)ﬂéﬁff}l/l
DEFOFELRGSEHNMOSNTWVWET, 2HT/N\AFTIFMBER 1. 20 5. 6. 8D

TT/EHET A VAR B —RBEY AT LEFEFLTVET, M E‘-_JZ (AAV2) 135 <
D SILARE h?d?tmllﬁﬁgdﬂ OT&')\ ﬁiﬁb‘j@rr‘b\; EDRHISNTVET,
miER 1 (AAVT). M7ER 5 (AAVS), IMEE 6 (AAVE). MIEZY 8 (AAVE) IF. LWEWL
‘fﬁ%ﬁaﬁlﬁi{%ﬁ’)tm B TT . AAVT Li”ﬁl’ﬁ =N —Lﬁ\ PIRERERF. AAVS (IR
iR, BRREL. MAARE. AAVG (ZOME. EiR. RFRESE. AAVE ISRTREL. AAPD. HPAReRAE
RENDEBEGFEADRLIBVEEDONTVET, FMICBIL TIE. XIL BEXHEH L2
SINAFITTHAMDTTT/BEETAIVA AAV ITE DEEFEA] DX—T%Z B
{feEw

TT/EHETAIVANG Z— (AAV AT Z2—) |, EEEDL S AAV OEFEZFIE L1
EEMRECEERNDBGCFEARBNI Z—TTHY. HAERY —ILDHE 5T ELEFAR
BERANIZ—E L THEREBEDODH D TAIVANYT Z—TY, £le. AAVRT Z2—IX
BRFZEDEDHZED (MERRFIURIECFEBIEMEDE _BEAFICYZ>
THANENBUEEEEEEHHED] FH 16 EXHHEE - REESE15) ILH
%P1 LAN)VODRESE TEIRWHORIRETH Y. 7T/ DA VAN Z—L O A VAN
72— LT B2 THIRVWDBRZETAIWARTZ—E LTHSNTWVE T, AAV
NGB —F. 185 IEEEONTNOMBEICE BETEANTLRETH Y . 45ICIEDBUM
ICBWVWTIXRIBORBEHAREETYT, . RERMEMEL. BEEFENDBLEFEA
(in vivo transduction *Y—)b) (ZEH@E L TWET,

ITR ITR

[:}_—[ Rep | Cap ]—_[:]
( Rep78 )
( Rep68 ]
( Rep52 )
( Rep40 ]
( VP1 )
( VP2 )
( VP3 )
AAP

1. FER AV Y/ LEEED—FT 22V IN\VE
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I-2. WA, RE
AAVpro Helper Free System (&, MER 1. 2. 5. 6 £7zld 8 D AAV Ry 2—Z%&~\JL/\—
DAINWAEERLTICRLIIERT HIHDRAETT (K2), AEEEFERLTERL
fe AAVRY 2—ZRWBZ L&Y ENREPENEMERICE W TENERFZ—
BYICHREL DI EHTEET, BMEFOBGFEAIFERAT 5581 FRL
Te AAVANY 2 —DfERZ#HRELE T, *]

* 10 AAVRT 2 —DFEELCIE AAVpro Purification Kit Maxi (All Serotypes) (&3 — K
6666) F 7z & AAVpro Cell & Sup. Purification Kit Maxi (All Serotypes) (8 & 31— F
6676) = HEND LE T, TNSDHETIE BED DIERE THMED AAVAY 2 —
HEonEd.

BRI 2 [TBWTIE. 7 7« Z7 « —1&7%ZF]H LTz AAVpro Purification Kit (AAV2)
(BEI—F6232) ILBVLWTEHRMED AAV R 2—EBS5NE T,

pAAV Vector @
pRC Vector
pHelper Vector @ @

NSRRIV

@ #HE EHIR
00
¥

B
293 i

AAV ssDNA 0—0 5037 @

‘ AAV Extraction Solution

2. AAVpro Helper Free System (Z &% AAV R 2 —DIERY

BAZINA FHARK 4 B TO— K 6230, 6650 ~ 6657, 6668, 6669,
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HaDFR

A.

B.

AAV Helper Free System |2 & % AAV N 2 —D{ER

RERTIE. AAVARY 2 —DIERICKREIRERD TS X 2 F7%Z HEK293 #ifg. &L
CIEHEK293THARAIC SV X7 102373 LT BEIC AAVARY 2 —%1F
WIBHTENTELT,

CCTRERAVR—XY ME. UTD3BEDTSXI FTY,

- pAAV Vector : BRIEEFORIBHLY FE2DDMREZEGRIZ—TZRAZ R

PAAV-CMV Vector (& 11— K 6673/6230/6650/6651/6680)
BALWERNEGFZ MCSICERAT S ENTEZINIZ—TSX
I FTY, Ly AAVRIFITEHAENS DNA H o XITISHIRD & %
fe&. AT BEMEGRTFOY A XIE 25kb LIAICLTLREWL

PAAV-CRE Recombinase Vector (&1 — K 6668/6652/6653/6654/6682)
loxP #&7Z#975 recombinase T#% % Cre Bz FE#HKIRT 5 AAV RN 2 —
FERBDONI Z—TS5 A= RTY, Crerecombinase &, NSV XTI x
TR ADERRIFEREA Y ) —Z VTR TR ERAETNTVE T,

pAAV-LacZ Vector (85— K 6669/6655/6656/6657/6683)
LacZ BIEFERINT 5 AAVARY Z2—REBONY Z2—TS X R TT,
BTN AAV-LacZ NI Z—I&. invitro. invivo IZBWVWTOEGFEA
DAY bO—IINTZ—E LTHERTEEY,

* pRC Vector : AAV2 M Rep BIEFH LURIMBRD Cap BzFEELTTAI R

pRCT Vector : miER 1 (&HEI— K 6673/6668/6669)
PRC2-mi342 Vector*2 : miER 2 (BE— K 6230/6652/6655)
pRC5 Vector : myEE 5 (&&E3d— K 6650/6653/6656)
pRC6 Vector : Mm;EE 6 (&5 — K 6651/6654/6657)
pRC8 Vector : ;% iﬁ” 8 (&S O— K 6680/6682/6683)

* 2 1 AAV2 BB pRC Vector (pRC2-mi342 Vector) (Zi&. miRNA D—F&ET
% hsa-miR-342 HIRHt v FHE ihi@'o Z D hsa-miR342 (&,
AAV2ZR Y 2 —EBRZR TR A R —B EZERDH % mRNA & L T,
MRNA S A TS =D B8RV )—ZVJENRFTYT, —KH
T Rep BXU Cap DI+ EFHIZT % pRC2 Vector FEAHBF & LB L T
H2BORAZ2—RALMRNBIET (BET—42 188),

- pHelperVector : 77/ JAJVAEERD E2A. B4, VAZEL TS X R

AAV Extraction Solution ZU /z AAV NI 2 —hiHiEk

RAZTINA A HIREICEIFRE L1z AAV Extraction Solution ZEBBWNS Z & T (ERDE
R OB MG EORERAREICAY ET, AT, BEEKDLZ /N E
PDREEDBAZIZ . BIEIC AAV N7 Z—DIMEAFTRETT .

LHAZINA TR
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Il FEROABTETSRAIFRYT

I-1. ARROAE

BRRBITE3TEED TSR I FE AAVRY 2 —FEEMRDL S DT 2 —imE IR ER
2EEDHENZTENTVET,

[Mm7ER 1]
AAVpro Helper Free System (AAV1) (B& 10— K 6673)
1. pAAV-CMV Vector (1 ug/ul) 20 ul
2. pRC1 Vector (1 pg/ul) 20 ul
3. pHelper Vector (1 pg/ul) 20 ul
4. AAV Extraction Solution A 1.5mlXx 3
5. AAV Extraction Solution B 150 ulx 3

AAVpro Helper Free System (AAV1-CRE Recombinase) (B4 01— K 6668)

1. pAAV-CRE Recombinase Vector (1T ug/ul) 20 ul

2. pRC1 Vector (1 ug/ul) 20 ul

3. pHelper Vector (1 ug/ul) 20 ul

4. AAV Extraction Solution A 1.5mlX 3

5. AAV Extraction Solution B 150 ulx 3
AAVpro Helper Free System (AAV1-LacZ) (50— K 6669)

1. pAAV-LacZ Vector (1 pg/ul) 20 ul

2. pRC1 Vector (1 ug/ul) 20 ul

3. pHelper Vector (1 ug/ul) 20 ul

4. AAV Extraction Solution A 1.5mlXx 3

5. AAV Extraction Solution B 150 ulx 3
[MmiER 2]
AAVpro Helper Free System (AAV2) (84& 20— K 6230)

1. pAAV-CMV Vector (1 ug/ul) 20 ul

2. pRC2-mi342 Vector (1 g/ ul) 20 ul

3. pHelper Vector (1 ug/ul) 20 ul

4. AAV Extraction Solution A 1.5mIX 3

5. AAV Extraction Solution B 150 ulx3

AAVpro Helper Free System (AAV2-CRE Recombinase) (80— K 6652)

1. pAAV-CRE Recombinase Vector (1 ug/ul) 20 ul
2. pRC2-mi342 Vector (1 ug/ul) 20 ul
3. pHelper Vector (1 ug/ul) 20 ul
4. AAV Extraction Solution A 1.5mlx 3
5. AAV Extraction Solution B 150 ulx 3
AAVpro Helper Free System (AAV2-LacZ) (85— K 6655)
1. pAAV-LacZ Vector (1 ug/ul) 20 ul
2. pRC2-mi342 Vector (1 pg/ul) 20 ul
3. pHelperVector (1 ug/ul) 20 ul
4. AAV Extraction Solution A 1.5mlXx 3
5. AAV Extraction Solution B 150 ulx 3
RATINA FHR ST 6 MmO — F 6230, 6650 ~ 6657, 6668, 6669,
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[ Mm3ER 5]
AAVpro Helper Free System (AAV5) (8@ 31— K 6650)

1. pAAV-CMV Vector (1 ug/ul) 20 ul
2. pRC5 Vector (1 ug/ul) 20 ul
3. pHelper Vector (1 pg/ul) 20 ul
4. AAV Extraction Solution A 1.5ml X3
5. AAV Extraction Solution B 150 ul X 3

AAVpro Helper Free System (AAV5-CRE Recombinase) (83— K 6653)

1. pAAV-CRE Recombinase Vector (1T ug/ul) 20 ul

2. pRC5 Vector (1 ug/ul) 20 ul

3. pHelper Vector (1 ug/ul) 20 ul

4. AAV Extraction Solution A 1.5ml X3

5. AAV Extraction Solution B 150 ul X 3
AAVpro Helper Free System (AAV5-LacZ) (& — K 6656)

1. pAAV-LacZ Vector (1 pg/ul) 20 ul

2. pRC5 Vector (1 pg/ul) 20 ul

3. pHelperVector (1 ug/ul) 20 ul

4. AAV Extraction Solution A 1.5ml X3

5. AAV Extraction Solution B 150 ul X 3
[MmER 6]
AAVpro Helper Free System (AAV6) (845 0— K 6651)

1. pAAV-CMV Vector (1 pg/ul) 20 ul

2. pRC6 Vector (1 ug/ul) 20 ul

3. pHelper Vector (1 ug/ul) 20 ul

4. AAV Extraction Solution A 15ml X3

5. AAV Extraction Solution B 150 ul X 3

AAVpro Helper Free System (AAV6-CRE Recombinase) (85 01— K 6654)

1. pAAV-CRE Recombinase Vector (1 ug/ul) 20 ul
2. pRC6 Vector (1 pg/ul) 20 ul
3. pHelper Vector (1 ug/ul) 20 ul
4. AAV Extraction Solution A 1.5ml X3
5. AAV Extraction Solution B 150 ul X 3
AAVpro Helper Free System (AAV6-LacZ) (4@ O— K 6657)
1. pAAV-LacZ Vector (1 pg/ul) 20 ul
2. pRC6 Vector (1 ug/ul) 20 ul
3. pHelper Vector (1 pg/ul) 20 ul
4. AAV Extraction Solution A 1.5ml X3
5. AAV Extraction Solution B 150 ul X 3
RATINA FHR ST 7 A O— K 6230, 6650 ~ 6657, 6668, 6669,
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[ Mm3ERY 8]
AAVpro Helper Free System (AAV8) (&% 30— K 6680)

1. pAAV-CMV Vector (1 ug/ul) 20 ul
2. pRC8Vector (1 ug/ul) 20 ul
3. pHelper Vector (1 pg/ul) 20 ul
4. AAVpro Extraction Solution A 1.5ml X3
5. AAVpro Extraction Solution B 150 ul X 3

AAVpro Helper Free System (AAV8-CRE Recombinase) (B&% 01— K 6682)

1. pAAV-CRE Recombinase Vector (1T ug/ul) 20 ul

2. pRC8Vector (1 ug/ul) 20 ul

3. pHelper Vector (1 ug/ul) 20 ul

4. AAVpro Extraction Solution A 1.5ml X3

5. AAVpro Extraction Solution B 150 ul X 3
AAVpro Helper Free System (AAV8-LacZ) (8@ — K 6683)

1. pAAV-LacZ Vector (1 pg/ul) 20 ul

2. pRC8Vector (1 pg/ul) 20 ul

3. pHelperVector (1 ug/ul) 20 ul

4. AAVpro Extraction Solution A 1.5ml X3

5. AAVpro Extraction Solution B 150 ul X 3

Ready-to-use CERATEDBREND M VA7 VY aVA7ZRAIF QvR—2>k
2&£3%ty b)) ZRFEVREEE LTHARLTVET,

AAVpro Packaging Plasmid (AAV1) (80— K 6672)

(R&E]

+ pRC1 Vector (1 ug/ul) 0.5ml X 2

* pHelper Vector (1 ug/ul) 05ml X 2
AAVpro Packaging Plasmid (AAV2) (& 0— K 6234)

[(R&E]

+ pRC2-mi342 Vector (1 ug/ul) 0.5ml X 2

+ pHelper Vector (1 ug/ul) 05ml x 2
AAVpro Packaging Plasmid (AAV5) (80— K 6664)

[(R&E]

*+ pRC5 Vector (1 ug/ ul) 05ml X 2

+ pHelper Vector (1 ug/ul) 05ml X 2
AAVpro Packaging Plasmid (AAV6) (50— K 6665)

[(R&E]

* pRC6 Vector (1 pg/ul) 0.5ml X 2

+ pHelper Vector (1 ug/ul) 05ml X 2
AAVpro Packaging Plasmid (AAV8) (& 1— K 6681)

[(m&E]

* pRC8 Vector (1 pg/ul) 0.5ml X 2

+ pHelper Vector (1 ug/ul) 0.5ml X 2

RATINA FHR ST 8 A O— K 6230, 6650 ~ 6657, 6668, 6669,
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-2, 7SR Fr<v7

BISAZI FOESIERIE. 2AZN\AA DT THZOATHNSLTO— R TEET,

puC

Ampr

B-globin
intron EcoR|

pAAV-CMV Vector
(5,031 bp)

EcoRV
Hind Il

ITR

CMV promoter

EcoRV
Afll
sfil

B-globin
intron

MCS

ITR

Sal |
Accl
Hinc| BamH |

-1 - _— _—
1,471 GAATTGGGATTCGCGAGAATTCTCTAGAGTCGACACTAGTGCGGATCCAC 1,520
1,471 CTTAACCCTAAGCGCTCTTAAGAGATCTCAGCTGTGATCACGCCTAGGTG 1,520

Nru | Xba |

Spe |

MCS

3. pAAV-CMV Vector 75 R X Ry 7&xIVFo/O—Z2 5454 b (MCS)

pucC ITR

ori [@\%
promoter

Human
B-globin
intron

Ampr pAAV-CRE Recombinase

Vector
(6,115 bp)

Nuclear
localization
signal (NLS)

Cre recombinase

ITR hGH
polyA

4. pAAV-CRE Recombinase Vector
TZ2AIRRYT

puC
ori ITR MV

promoter

Ampr

pAAV-LacZ Vector
(7,622 bp)

LacZ

hGH
polyA

5. pAAV-LacZ Vector 75 R R v/

LHAZINA TR
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ColE1
ori

Ampr

pRC1 Vector

(7,330 bp)

Cap

6. pRC1Vector 75 AZ R/

ColE1
ori

AAV2
Rep

A r
mP pPRC5 Vector

(7,294 bp)

8. pRC5Vector 72 R Rw S

ColE1
ori

o

pRC8 Vector
(7,336 bp)

AAV2
Rep

Ampr

Cap

10. pRC8Vector 72 RZ Rv

AAV2
Rep

Adenovirus

ColE1

Ampr
pRC2-mi342 Vector
(8,189 bp)

HSV-TK AAV2
polyA ~ Cap
hsa-
miR-342
MV
prom oter

7. pRC2-mi342 Vector 75 R KF<wv

ColE1
ori

'

pRC6 Vector
(7,330 bp)

AAV2
Rep

Ampr

Cap

9. pRC6Vector 752 RZ Rxwv

Ampr

Adenovirus
E2A

ColE1
ori

pHelper Vector
(11,635 bp)
VA

Adenovirus
E4

11. pHelperVector 72 RZ K< v 7/

LHAZINA TR
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. &%=

—20°C
712 L. AAV Extraction Solution A & & T AAV Extraction Solution B I$RifE#%. =R1R17F.
(EICFREL, FERYVZ 2EXBRICTHERCETL,)

IV. v PSS EGRE, HEE (FEH0)

IV-1. 2888 - &E
- 100 mm @ ffEERERENET v 1
- MRS E IR E L —ARIIERE

IV-2.
s FRDOIBEWVWITNHAD SV RT TV 3 VEE
a. CalPhos™ Mammalian Transfection Kit (85— K 631312)
b. TransIT-293 Transfection Reagent (8% 31— K MIR2704)
c. Xfect™ Transfection Reagent (& — K 631317)
+ Dulbecco’s Modified Eagle’s Medium (DMEM) 4.5 g/L Glucose with L-Glutamine (584 mg/L)
 Fetal Bovine Serum (FBS)
+ Trypsin EDTA
- HEK293 & L < & HEK293T #Hfa *1
+ 0.5 M EDTA (pH8.0) (EDTA Buffer Powder, pH8.0 (845 3— K T9191))
* pAAV-ZsGreen1 Vector*2 (8@ 0— K 6231 : KIY T 7> bO—)VA)

% 11 HEK293 & L < & HEK293T MBZIC IV K DO DRI MSNTWVE T, MfEtkIC
KO TUE AN AR Z2—DEEENVGEWVZELH W ETDTTEFELLEL, 27
FINA ATl AAV AT 2 —EESE |1l Lz AAVpro 293T Cell Line (@1 — K
632273) ZRFLTWE T, AAV Y 2 —FEEICIE T OMBEDOER% HE1dD LE T,
mH. ER LT AAV AT 2 —d Hilix &I SR < 2T L,

% 20 pAAV-ZsGreen1 Vector (FHFEEHINZ > INT BTl D ZsGreenl ZFIFYT % AAV Y
B—TSRXIRTHY. bSVART TV aVhROBERP. AR LTz AAV D4
P HEERST 51D RI T4 T3V bO—)LE LTERT BDIEFTY,

BAZINA FHARK 11 B TO— K 6230, 6650 ~ 6657, 6668, 6669,
6673, 6680, 6682 ~ 6683



V. AAVARI2—ERDT IS4

AAVpro Helper Free System (AAV1/AAV2/AAV5/AAV6/AAVS) ( B & O — K 6673/6230/
6650/6651/6680) |&. BEMEGFZ 7 O——>J 9 5. F27 7 35042 D1. £ 2.0
TIR%Z175,

Z OO E (HamI— K 6668/6652/6653/6654/6669/6655/6656/6657/6682/6683) &,
3. LUEDTIRZDIH T LU,

1. pAAV-CMV Vector N\OBHEGFDOI O—Z> 7

)

2. 1.ToO—Zv LRI Z—TZXZ K (pAAV Vector) DFESY
)

3. HEK293 MiRE & 7zl HEK293T il DikiE
)

4. pAAV Vector, pRC Vector KU pHelper Vector M HEK293 HIRZ X F=l&
HEK293T#ilEND b S X7 03>

5. iféﬂﬂé"&?ﬁ“&

6. ALAV N7 2 —EEMROEN (FZ X773 7Hh5 2~3 BE)

7. AlAV N7 2 —ELEMED 5 DT 2 —Hit

VI. RERR(F

VI-1. pAAV-CMV Vector N\ BMERFIOI/O—=2%

BENGZ/O—ZVJ7HEZRAVT. BROERTI— FEF (Gene of Interest :
GOI) & pAAV-CMV Vector DX JVF o O—Z2FH A+ (MCS) ITHEAT 5,

20— =% ZlF In-Fusion® HD Cloning Kit (83— K 639648 75 &) & FERATE %,
TOFy bEBVBE. PREMZEDL S GEHERNV 2—ICERZlIcyO—ZY
JTED, TORICERTZIVET Y bVciERBRZ DRI VIT W E cofi
HST08 Premium Competent Cells (& — K 9128) OERE#HET 5,

e KTSXIFDEcoRV YA bEZFIALT. MV 7O —2 —BEiEHZMD T
OE—Z2—ICANBASTLEETES (M3BH),

BABRIE. 2ATN\A AUz T7AZ2ATHSA T O— RTES,

VI-2, V1. ToO—Z=YJ LRI 2—TS5XZ FORH

V. 70—V J LIEBENEBEGEFEEE TR RE, ilsNO X712y

TavIGBELET L— R TS T %, DNAEEIL 1 ug/ul ITHAET S,

(%) NucleoBond Xtra Midi/Maxi (845 0— K 740410.10/740414.10 = &) DfER%
WRLET,
ZDIFA. AR LT DNABRICEENDRNAMOR AR/ RICT BT,
ESL7e 7S5 A3 KDNA% 13,500 X g TS5 D@ OL. FOLEEETS R
S FDNABRRKRE LTERLTLIEEL,

BAZINA FHARK 12 B TO— K 6230, 6650 ~ 6657, 6668, 6669,
6673, 6680, 6682 ~ 6683



VI-3. HEK293 #ifa % fz|& HEK293T #iRa &t

HEK293 #B2 = 7= I& HEK293T 2% ¢ 100 mm MRS SEAXRENET v~ 2T 25 ~
4.0 X 106 cells/dish TH&fE L. $E& T 5, 85011 10% FBS 5B DMEM it & FR T 5,
B LUF VI-4. T CalPhos Mammalian Transfection Kit & L < & Xfect Transfection
Reagent ZfEH T BIF &L, EHMEA 10ml & L. TransIT-293 Transfection Reagent
HERTRIBEIEEESR 15ml & LTLIEEL,

VI-4. pAAV Vector. pRCVector 35 & U pHelper Vector @ HEK293 B3 % 7|3 HEK293T #HAE~
DESZVRT7xI23Y>
MAEEEE A, VI-2. THR L fz pAAV Vector, &F v +HAT D pRC Vector & KT
pHelper Vector ZFW T, VI-3. THERELIMEIRND bV X717 3 V%75,

FSURT VY a VEAEIUTO 3 EBEZHELET,

a. CalPhos Mammalian Transfection Kit (84& 31— K 631312)
b. TransIT-293 Transfection Reagent (& 31— K MIR2704)
c. Xfect Transfection Reagent (50— K 631317)

AREBHNRMIC NS VRT3V ETOTENTE bRRELTEADMD
AAVARY 2 =BG I B2DISELTVE T,

MF. ThZThOREZERLIBED NS VAT 273> 70— bR L
g—a_o

a. CalPhos Mammalian Transfection Kit Z{FH 3 3188

KV BEAMEAAANT Z2—FWET S, ULTDO 7O M-I CalPhos
Mammalian Transfection Kit ICEHMYD 7O b J— )%, K+ v hADFERICEDE
T—8HEBLTVWET,

1. 2 X HEPES-Buffered Saline #=;8ICE L TH <,

2. 2 M Calcium Solution % #x{ @ Sterile H2O X ST F/K TO6 ZFEFR L. 333 mM
Calcium Solution ZFAE L. ZENRT,

3. UTDORELTTSRXIRDNA EHIVY I LAKRERET 5,

B EME
pAAV Vector 1 g/ ul 6 ul
pRC Vector 1 ug/ul 6 ul
pHelper Vector 1 ug/ul 6 ul
Calcium Solution 333 mM 1,000 ul
Total 1,018 ul

4. 2 X HEPES-Buffered Saline AZEBICE> TWA T EEREE L. 3.1T3. DRE
EHEDM 2 X HEPES-Buffered Saline ZML. Fa1—7IC72% L TLETFIC
15 B L HR> TR %,
5. 3DMIET B,
A BEREIE3IOBEET L. 39RBBRISELMIIRDIRRICEATLE
TV, BERBHNECEDE) VBEAIVY UL -DNA DIEERHAAELEY
TEC FSUVRTIVVAVHEMETT BT ELABYET,
6. HiEITIETE L HEK293 F 214 HEK293T #iRaIC 5. DS ®RAETE R L. T 5Ic
BET 5,
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b. Trans|T-293 Transfection Reagent Z (AT 384

C.

1.

2.

TransIT-293 Transfection Reagent Z=:RICE L. EBAFIICRIVT v 7 A TES
ERCE

LUTFORELTEMMBED DMEM & 75 XX RDNA ZEE L. BehiceExXy
T4 VT LTREITERT %,
B ERE
pAAV Vector 1 ug/ul 5ul
pRC Vector 1T ug/ul 5 ul
pHelper Vector 1 ug/ul 5 ul
#1055 DMEM & L < I Opti-MEM 1,500 ul
Total 1,515 ul

2. 1245 ul @ TransIT-293 Transfection Reagent Z 1L, @M ERY 7 ¢
VILTREL. 15~3090. ERTHET 5,

BT B 1C#ETE L7z HEK293 E 7z id HEK293T #AZBIC 3. MBS RAEBE R L. T 5IC
BET 5,

Xfect Transfection Reagent Z{£R 9 %35 5&

1.
2.

Uy W

VI-5. 3gith3gH

NS RT7T7arhs 6 BEE~BHIC. LWL 2%FBS 8 DMEM CiEittx 25
XY B,
¥ . CalPhos Mammalian Transfection Kit =B LTS A7 27 3 =R LI5S

é‘i\

Xfect Polymer ZRILTv 7 AL TERT %,

LT DR & T Xfect Reaction Buffer & 75 A FDNAZBE L. RILT v
JATS5HEHLRBET 5.

B S RS

pAAV Vector 1T ug/ul 13 ul

pRC Vector 1 pg/ul 13 ul

pHelper Vector 1T ug/ul 13 ul

Xfect Reaction Buffer 561 ul

Total 600 ul

2.4211.7 uld Xfect Polymer Z8 N L RIVT v 7 AT10MEE L EET 5.
ERT 10 DHEFHET %,

1 WEAREAEY 2D L. 5iHEICHETE Lz HEK293 F7z1& HEK293T #lRaic
BMEL. TSITEBET S,

BEERERERICK Y. UVBAILY U LDRRERRT 5 EDNTEEXT,

VI-6. AAVAY 2 —EEMBOEN (FSYR7x9vavb52~3Hi%)

1. 0.5 M EDTA (pH8.0)

HEIEERD 1/B0BRETHML. K<EELIEE. 1090BEERT

FBELT. Mlez7 vy 1RELNSRBESES,

2. Rz ROE
A EEDEROTWS ELED TR

ICEMX L. 1,750 X g T 10 D& O#. EBEZEYER<,
C%%‘b\tt‘.% TEDB BT, AIReBRY £iF%

MRETCEEEBRLTIEE

LHAZINA TR

14 BRI — F 6230, 6650 ~ 6657, 6668, 6669,

6673, 6680, 6682 ~ 6683



VI-7. AAV XY 2 —FESHRHS DN 22—
AAV N 2 —FEEEHRED S DAY 2 —HHITId. AAVpro Helper Free System M AAV
Extraction Solution DfFERZE#HEEE L K9, FMID AAV Extraction Solution ZFBWLN5 T & T,
EROFERBE OB EEREDRIEANE L LT, BFEICAAV T Z2—DHEH EIEE
TY, Fle. KAEISREDHFEELER LT, SHEHLDEFEICAAVANT Z—5HT
BTERTEET IX.BET—4R28H),

1. VI-6. CHRABLIAARENRL Y bERIVTYv I RAELLIEZvEVJICEI+21KUEST,

A MREANL Y FATRITESNTVEWGS ?ﬂatﬂxb$b<1EE‘F3“%>?£&hb\% DEY,
HREDIRH EWNT E =R L TH'S JEODI&LLJE/U—( {feE

0.5 ml @ AAV Extraction Solution A ZFINY %,

/'J'\)I/7_- / '7XT 15 MERET .

FRB TS5 oMERER. SSICI5MBERILVTY AL TEHET 5,

2,000 ~ 14000 Xg. 4°CT 10 DEEDY %,

EEEHLOVF 21 —TICENT %,

50 ul @ AAV Extraction Solution B L TENY 74 Y JICKWIRET %,

1 EIN LI AAV AR Z—DAMANMEVESIE. £523.~5. OIRAERUERT T
ETHEIERIAELET B EDHYET,
TERL LTz AAVNRYT Z—|3—80°CTIRIFIT BT ENTEET,

E2 Y7 Ibic & o TIE AAV Extraction Solution B &#FRN LRI E Y 7 BICED
BTELHBYEITH. MHEEICIIEED Y T A,

NowuvhswnN

VIl. 8F A IVAHBDAE

DA NVATMDREZEE. AR 2—45 /) L&) T IVZA L PR TEET BT EITLBN
I 2—=7/ LKEEEE. DNEAIERMRNDRIERZT > EMFNNDMMAEEDHY T,
AIE ISR CEEREDH 2 NMATETH Y. BEIREOMENDRRFAREZTO L
D5 KW IERTRENGHMEAEETT . 5HZDMDAAVRY Z—DFHAEEE LT,
TVAIWANRE VNG ZEB T B2HELHYETH. COFETIIRERFZRHEE LT
BRELTLESRNAHYET,

Ny 2—7 /) LEEZEILE S AAV AT 2 —DHEREE

NI Z—=4 /) LEEBEICEK DT A VA FEDBIZE I AAVpro Titration Kit (for Real
Time PCR) Ver.2 (8@ O— K 6233) ZAWSZ EHDTEE T, AAVpro Titration Kit (for
Real Time PCR) Ver2 l& U 71U RZ A IsPCRICK Y TR Z 2 —4 v &L TR 22—
T/ LEEETBIEHNTESFY T,

B2 INY 8 ZsGreen1 BIZFE1EE LTz AAV XY 2 —DEF 89 H iR E %

EMFHAMOAE CIFEA LTECTFRREZBREHL T, TOHEZAELET. KU
TICEAR VINGETH B ZsGreen1 BAGF 2 HH L fz AAV Y 2 — (pAAV-ZsGreen]
Vector (B 0— K 6231) & AAVpro Helper Free System &R W TS OEMENA
MAIEEZRBNLE T,

1. 10% FBS #&%H9 % DMEM BT, EEDMIE%E 2 ~ 4X10% cells/ml (<FAR S
%O

2. RS RXRENIE 24 well plate [Z 0.5 ml/well TiEE LEEET 3,

3. EEERRIT, AR LI AAYARNYT Z2—% 10% FBS %5 DMEM TEREHRT 5,
FRUERIE T A IV AHMEITE KB D 1,000 ~ 100,000 ETHERERERHSLZE LU,

4, BRHS2~3 A% A% Trypsin/EDTA THIA L TEMR L, 78— A f X —%—
ITHE LT ZsGreen B ERZFHE T 5.
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VIl. &7 —% 1: pRC2-mi342 Vector (EAICL D AAV2RT Z2—2 1 2 —[E LR

7T 2 M AAVpro Helper Free System (& E 1% pRC2-mi342 Vector 5 fEFH T % Z & T\
KUBHAEGE AAV2 RN 2 — %G BT ENTEXT,
FRicsZET—42 & LT, pRC2-mi342 Vector ZERT 5 EIC KB AAV2 RN 2—D 1
BLEMRERLET,

KEBRAE
HEK293 #RBIC RS2 TSR RE NS VAT 2733 LTAARRY 2—Z=R LT
AAV2 N7 2 —{EBIZHIE TEED & B TH S,
FSURT IOV IVEDDVEAIVY D LG
SV RTT Y aVIERLETSRI R
+ pAAV-CMV-AcGFP1 Vector
* pRC2-mi342 Vector % 7zl& pRC2 Vector * 1
+ pHelper Vector
BERS T2577A0
*1: pRC2 Vector : pRC-mi342 Vector 55 hsa-miR-342 EIR A v b ZFRL Mz Vector
Z\\'a—o

BENE AAV2 XY 2—DHf7% ") 71V 2 A L PCRITK W EHE LTz,
ZDRERZM 12 1TRY, hsa-miR-342 Z3HIRF % pRC2-mi342 Vector ZFHT AT LI
&K Y. pRC2 Vector & B L THI 2 B/ WLMED AAV2 NT 2 —HMF 5N Tz,

45 % 1010
40 %x 1010
3.5 X 1010
3.0 X 1010
2.5 %X 1010
2.0 X 1010
1.5 X 1010 -
1.0 X 1010 -
5.0 X 109 -

0.

3.86 X 1010

1.89 X 1010

Total vg*2

pRC2 pRC2-mi342

* 2 :vg =Vector Genome

12. AAV2 X7 Z—{EBICHITS pRC2-mi342 DZhR
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IX. 8#5—4 2: AAV Extraction Solution [Z& % AAV XY 2 —ihHi%hER

ABFITEE NS AAV Extraction Solution A B LU B EFERET AT & T, BEICHELL
AAV AR Z2—ZHHT B ENTEE T, BH. INS5DBFRE Y & AAVpro Extraction
Solution (B O— K 6235) & LTTHBAWRITEY, UTceET—42%RLET,

IX-1. ZREGEUARE & DLLERER 1

Genomic titer (vg*2/ml)

Genomic titer (vg*2/ml)

AR @R AE T ZsGreen1 A& L e MBI D AAV XY 2 — A EE T 5 HEK293 Ml % 5
M e, BESNHBAN S AAV Extraction Solution ZEF LT AAV XY 2 —DiiH AT o 1,
HESRHBB &S LT, HRIERARAICK Y AAVRT 2 —%HH LTc, B5nficdiiis) 7L 21
ILPCRICK DR Z—4/ LEEH LU HT1080 MBI DRRRER 1T, Z D F1fli% s
L7z (K13AB) ZORER AHBERND T & THEICAAVANY Z—EBZTENTEF
H L7z AAV AT 2 —ld, BRMEEBT 5 EHnENT

*1MBRICK > T, RERMEES R L THEMEMET TR EEHVET,

48 x 10— 9.0 X 1010
8.0 x 1010
11 |
40X 10 0 % 1010
3.2 x 1017 - 6.0 X 1010
0% 1010
24 x 10" ig « 1810 Il AES : AAV Extraction Solution
1.6 X 101 1 3.0 X 1010 F/T @ BASRARE
80 % 1010 2.0 X 1010 —
' 1.0 X 1010 -
0 - 0
AAV1 AAV2
70x100 — 12 X 1012
60 X101 | — 1.0 X 1012
x 1010 |
>0 100 8.0 x 10"
40 % 107 |
30 x 1010 6.0 x 101
. 1
20 % 1010 | 40 % 10
1.0 X 1010 - 20 x 1011 —
0 0
AAV5 AAV6

*2 I vg = Vector Genome

13A. AAV Extraction Solution Z#RBU Mz AAV HIESIER -T2 —4 / L\EE -

35
30

254
20 -
15 1
10 |

AES : AAV Extraction Solution
F/T . RiGEERE

AES F/T

13B. AAV Extraction Solution ZFU Nz AAV2 #hH5hER —HT1080 DR 11—
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IX-2. ‘RiGEUARE L DLEBISEER 2

AHURAEBANTERIBERD AAV NYT 2 —%FEE T 5 HEK293 g = E8L L1z, 135N f-ifE
H*5 AAV Extraction Solution Z{E LT AAV NT 2 —DiB & T o e, HEiEE LT, i
RREIC K Y AAVNRY 2—%EHH Lic, B5NTTAIVRRIE) 7ILEZA L PCRICK BT
2—4 /) LNEEETo> e 1 X10%9vg DDA )V A% SDS-PAGE [t LT, U4 L AKRS
ISREALTWARMZ Ny BEARFTHMELT: (K14), T5ITAAV2 74 )V ARHPD A58 DNA
EHEAVE—HL—Z2—EICLUTEEL, BEALTWB A DNA DEEX 7o (K 15),
Z DFER. AAV Extraction Solution ZER L TESNc U IV ARIE. RIERAESLEERL
TBES MR R >IN B & AR DNA DEANDGEWNT EBRENT.

AAV1 AAV2 AAV5 AAV6
F/T AES F/T AES F/T  AES F/T AES

-
g

= 3

I

I

—J =
T

F/T : RiEROARE  AES @ AAV Extraction Solution (1 X 10%vg/lane)

14. AAV Extraction Solution ZBUNCHIE Lz AAV 7&&RD SDS-PAGE

100
90
80
70
60
50
40
30
20
10

0

g/ 1 x1012vg

777

AAV Extraction Solution {58 RiGEhERE

15. AAV Extraction Solution ZBUWCHIE Lz AAV2 JARFPD_ZASE DNA BRAE
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X. BE5F—%3:AAV2-Cre N7 2 —D M

AAVpro Helper Free System (AAV2-CRE Recombinase) (81— F 6652) Z#FRHW TR LT
AAV2-Cre N4 2 —% AAVpro Purification Kit (AAV2) (50— K 6232) ZEHWTHER L. Cre
recombinase |C & BB A DL T B & EHHE (ZsGreen1) A HT % HEK293 MIRRICRR T H iz,
RRRE LTz AAV2-Cre N7 2 —E (k17 L THEAEFE T HMRasEEHEM LTz,

100
80 -
] — JEEAMERE (0.07%)
5 907 ——— 100 vg/cell (30.81%)
° 40 ——— 12,500 vg/cell (92.05%)
20
0 -

HLE I L L L L
10! 102 103 10% 10°

ZsGreen1

16. AAV2-Cre N7 2 —REZHARID 7 O— A h X b 1) —#ER

XI. BEF7—42 4. AAV2-LacZ NI 2 —DREEH|

AAVpro Helper Free System (AAV2-LacZ) (85 30— F 6655) &AW THASRE L1z AAV2-LacZ
% 2 —% AAVpro Purification Kit (AAV2) (& 01— K 6232) ZRHWTHER L. HT1080 #H#
BEICRRG T ¥z, Beta-Galactosidase Staining Kit (845 0— K 631780) B WL TREETTL.
RS LT,

NC AAV2-LacZ

17. AAV2-LacZ N7 2 —RZHERID X-gal FERER

BAZINA FHARK 19 HEm— F 6230, 6650 ~ 6657, 6668, 6669,
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Xil. BSERM

PAAV-ZsGreen1 Vector (& — K 6231)

AAVpro® Purification Kit Maxi (All Serotypes) (B4f& 20— K 6666)

AAVpro® Cell & Sup. Purification Kit Maxi (All Serotypes) (845 1— K 6676)
AAVpro® Purification Kit (AAV2) (B 01— K 6232)

AAVpro® Titration Kit (for Real Time PCR) Ver.2 (8% 3— K 6233)
AAVpro® Extraction Solution (83— K 6235)

AAVpro® Freeze-Thaw Extraction Buffer (All Serotypes) (&& 31— K 6679)
AAVpro® Helper Free System (AAV1-U6-ZsGreen1) (85— K 6670)
AAVpro® Helper Free System (AAV2-U6-ZsGreen1) (B4 01— K 6658)
AAVpro® Helper Free System (AAV5-U6-ZsGreen1) (845 01— K 6659)
AAVpro® Helper Free System (AAV6-U6-ZsGreen1) (845 01— K 6660)
AAVpro® Helper Free System (AAV8-U6-ZsGreen1) (81— K 6685)
AAVpro® Helper Free System (AAV1-2xU6) (% 00— K 6671)

AAVpro® Helper Free System (AAV2-2xU6) (BF 01— K 6661)

AAVpro® Helper Free System (AAV5-2xU6) (BF 01— K 6662)

AAVpro® Helper Free System (AAV6-2xU6) (B5h 01— K 6663)

AAVpro® Helper Free System (AAV8-2xU6) (845 1— K 6684)

AAVpro® Packaging Plasmid (AAV1) (B4 30— K 6672)

AAVpro® Packaging Plasmid (AAV2) (BL& 01— K 6234)

AAVpro® Packaging Plasmid (AAV5) (845 1 — K 6664)

AAVpro® Packaging Plasmid (AAV6) (85 1 — K 6665)

AAVpro® Packaging Plasmid (AAV8) (51— K 6681)

AAVpro® 293T Cell Line (8& 30— K 632273)

CalPhos™ Mammalian Transfection Kit (B 31— F 631312)

TransIT-293 Transfection Reagent (85 31— K MIR2704/MIR2700/MIR2705/MIR2706)
Xfect™ Transfection Reagent (81— F 631317/631318)
Beta-Galactosidase Staining Kit (82— K 631780)
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XIV. EHLEDER

© AERIIARAEHETY, b BNOER. BRSHICIEIERLEVNK S TEELS
£EW, oo B titm. RERRFE LTEALGEVLTIIREL,

* BATNAFDEREET ICHROBR - #E. BiR - BEQHORE. BARGED
SLEICERT AT LIFBILEETNTVET,

c DAL VRICEIBERIIEHV T T AT ETELILEL,

« AAVpro (2 B 5 /N1 AHRE%E D, In-Fusion (& Takara Bio USA, Inc. DEEREIE T,
CalPhos. Xfect |& Takara Bio USA, Inc. DFEEIETY, ZDM, AHBAEZICEEH TN WL
ZEMEBLIUBERGEEIE. SHOBES. £IEBHEEHE LIUIRETROBIET
HY., INSIERFIBEEICREBLET,

c AEBDFERICK > TELTELWDGESER. BEICOVLTH, BHTREEZEVDLR
EIDT. TTEDESHERLIEEL,

HAICODWT ORI ESEEVEhE S
TI7AIVYR—= 314>
Tel 077-565-6999 Fax 077-565-6995
7794k  https://www.takara-bio.co.jp

IN3)\ TR S

v202301Da



