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Safety & Handling of Adeno—Associated Virus Vectors

The protocols in this User Manual require the handling of adeno—associated virus vectors. It is
imperative to fully understand the potential hazards of and necessary precautions for laboratory
use of these vectors.

Viruses produced with AAV—-based vectors could, depending on your gene insert, be potentially
hazardous. Similar vectors have been approved for human gene therapy trials, attesting to their
potential ability to express genes /n vivo. For these reasons, due caution must be exercised in
the production and handling of any recombinant viruses.

Follow all applicable guidelines for research involving recombinant DNA. Take appropriate safety
measures when producing or handling recombinant adeno—associated viruses, including working
in a biological safety cabinet and wearing protective laboratory coats, face protection, and gloves.

Available AAVpro Products

pAAV-ZsGreeni Vector Code No. 6231
AAVpro® Purification Kit Maxi (All Serotypes) Code No. 6666
AAVpro® Purification Kit (AAV2) Code No. 6232
AAVpro® Titration Kit (for Real Time PCR) Ver.2 Code No. 6233
AAVpro® Extraction Solution Code No. 6235

) Code No. 6672
) Code No. 6234
AAV5) Code No. 6664
AAVpro® Packaging Plasmid ) Code No. 6665
AAVpro® 293T Cell Line Code No. 632273

AAVpro® Packaging Plasmid
AAVpro® Packaging Plasmid
AAVpro® Packaging Plasmid
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1. [#18X%%% (Adeno—Associated Virus)
IRHER"E (AAV) =2 Dependovirus & Parvovirus RIEHITEIERS. AAV X ATEURIE, REEH
RSUNIRRSNESREEE N AEEH. AAV BFEARL 4.7 kb FIBEELIR DNA F, EENK
inEE A EERI R ERIHEEFS (ITRs), ITRs MITHAEE TERAE Hli2tafla B EREH Fo
AAV BERABEET 3 MFHMEIEIE (B 1): Rep HiBS5EHIFRERNELR,; Cap HSRSKEE
HE; AAP RS TRESHRFHARAEEHERR. Rep XIBiwiE 4 A ERIEBR (Rep78, Reps6s,
Rep52 #1 Rep40). Cap Xigi4stE 3 A BRIERR (VP1, VP21 VP3).
AAV F 100 IR, ANEMFEYREERITE A RS R BTG, Takara Bio Inc.i2fft AAV 1
Al (AAV1). 28 (AAV2). 58 (AAV5). 6% (AAVGE) BIHIFIRFIE. 28 (AAV2) BAT ZHIH
RN, BEEEERTT, tEEZREMSS, M AAVI. AAVS 0 AAVE HIZRTHMATEE, AAVI T
RS, BFRE. MIREFHIRMERGEESESNE,; AAVS JTHhiRMERS. FIENAMEESRS
E; AAVE STTFLANAERE. AAFIATIEE S5 S8E,
ARIERZHE (AAV Hilk) BEBESERBHNMRAENE, JRERRIENERGTNEER. 5
AN, AAV HERISRSHAMEERRSHEE R S, AAV HIFEA TS ERE N\ ETEIEEERAE,
MURERDHMENFIEIIRE, AAV ROEEERRNE, EREATHESERSINIMEAR (FEAEKRA
®ETH),

ITR ITR
D‘—[ Rep | Cap ]_Jlj
( Rep78 )
( Rep68 )
( Rep52 )
( Rep40 ()
( VP1 )
( VP2 ]
( VP3 )
AAP

1. AAV ERPEMFO TR AE

2. [RIE
&— AAVpro Helper Free System #ELFEAMENRZHIPIZLHIFMER 1. 2. 5. 6 B AAV
MEFIE. FEREFIEHIEN AAV RS, TTUERIELEEFIsE P RN FRABNER. X FER
NFA, B[{EF AAVpro Purification Kit Maxi (All Serotypes) (Code No. 6666), ¥3F AAV2 $2EY,
HRTLAER AAVpro Purification Kit (AAV2) (Code No. 6232),

3. R
A. fEF3 AAV Helper Free System #ill& AAV JR%
AAV Helper Free System E—MH5allIrIHl&SREE AAV ETHENRS RS (B 2). §MHAAEE
2 3B, RFREIE AAV IREPTERNX 3 MEAFREER T HEK293 4, BIAIHI&E AAV A5,
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- pAAV Vector: 81 BRERFTIABNF 2 1 ITR RO
pAAV-CMV Vector (Code No. 6673, 6230, 6650, 6651)
FrBEEBEMNER (GOI) REMS, GOIH CMV BEiFRiA. BT AAV FEHEEREERN
A DNA K/NER, FEREFIE S pAAV-CMV Vector i, FENAAI DNA FERK/NRFE 2.5 kb
pAAV-CRE Recombinase Vector (Code No. 6668, 6652, 6653, 6654)
AREAHFR AAV IRE T E%E Cre ERYRISHY loxP {KFHEIERRE. Cre EARCLE ZRAT
Il B AR/ N R AN Pl
pAAV-LacZ Vector (Code No. 6669, 6655, 6656, 6657)
AHAEBATHIEEE LacZ TAER AAV fiE. AAV-LacZ RERIENEINIERNEREFERS

AN ER,

- pRC Vector: 84 AAV2 B Rep EFEMENIERE BRY Cap ER.
pRC1 Vector: Serotype 1 (Code No. 6673, 6668, 6669)
pRC2-mi342 Vector”:  Serotype 2 (Code No. 6230, 6652, 6655)
pRC5 Vector: Serotype 5 (Code No. 6650, 6653, 6656)
pRC6 Vector: Serotype 6 (Code No. 6651, 6654, 6657)

- pHelper Vector: B1EIRAEMI E2A. E4 1 VA ERMEF G

x:  pRC2-mi342 AJFX hsa—miR-342, hsa—miR-342 2—MREHIEREHAIES AAV2 JRSH
ERIAJR miRNA, 5—h8 AKX Rep £EFF0 Cap EEH pRC2 Vector 1ALL, FRERERIRS 2
& (B0 2B

B. R AAVpro Extraction Solution 2HY AAV J%E
M=% AAV RSB THFEE AAV REN, BEFERARESEA R E, ERLER 2
MAENZESRAMNEBRE K. AXFIEHEE AAVpro Extraction Solution, FIE. fE{E
AR AAV ST, BREBRIIMZEDSREERR.
B4 AAV Extraction Solution A 0 B B4 AAVpro Extraction Solution (Code No. 6235)7]
DA IhMR
pAAV Vector @

pRC Vector
pHelper Vector @ @

Transfection

@ Transcription and Translation

00 ™y
Replication t e&%ﬁ

AAV ssDNA{}—O j

293 Cell

SIs)S |
@@ AAV  Particles

2. {EF AAVpro Helper Free System #ll& AAV fRE
_3_



@ FIEAR
HMRHEE S 3 MEARRAL 4iSHIFEESR AAV RS ETTH; KEEMNEHIREY AAV HwEINRT.
(18]
AAVpro Helper Free System (AAV1) (Code No. 6673)

1. pAAV-CMV Vector (1 pg/pl) 20 pl
2. pRC1 Vector (1 ug/ul) 20 pl
3. pHelper Vector (1 pg/pl) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
AAVpro Helper Free System (AAV1—CRE Recombinase) (Code No. 6668)
1. pAAV-CRE Recombinase Vector (1 pg/pl) 20 pl
2. pRC1 Vector (1 ug/ul) 20 pl
3. pHelper Vector (1 pg/ul) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
AAVpro Helper Free System (AAVi-LacZ) (Code No. 6669)

1. pAAV-LacZ Vector (1 pg/ul) 20 pl
2. pRC1 Vector (1 pg/ul) 20 pl
3. pHelper Vector (1 pg/ul) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
[2 &#]
AAVpro Helper Free System (AAV2) (Code No. 6230)

1. pAAV-CMV Vector (1 pg/ul) 20 pl
2. pRC2-mi342 Vector (1 pg/pl) 20 pl
3. pHelper Vector (1 pg/pl) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
AAVpro Helper Free System (AAV2—-CRE Recombinase) (Code No. 6652)
1. pAAV-CRE Recombinase Vector (1 pg/pl) 20 pl
2. pRC2-mi342 Vector (1 pg/pl) 20 pl
3. pHelper Vector (1 pg/ul) 20 pl
4. AAV Extraction Solution A 1.5 mlx3
5. AAV Extraction Solution B 150 plIx3
AAVpro Helper Free System (AAV2-LacZ) (Code No. 6655)

1. pAAV-LacZ Vector (1 pg/ul) 20 pl
2. pRC2-mi342 Vector (1 pg/pl) 20 pl
3. pHelper Vector (1 pg/pl) 20 pl
4. AAV Extraction Solution A 1.5 mlx3
5. AAV Extraction Solution B 150 plIx3



[5 8Y]
AAVpro Helper Free System (AAV5) (Code No. 6650)

1. pAAV-CMV Vector (1 ug/ul) 20 pl
2. pRC5 Vector (1 pg/pl) 20 pl
3. pHelper Vector (1 pg/pl) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
AAVpro Helper Free System (AAV5-CRE Recombinase) (Code No. 6653)
1. pAAV-CRE Recombinase Vector (1 pg/ul) 20 pl
2. pRC5 Vector (1 pg/pl) 20 pl
3. pHelper Vector (1 pg/pl) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
AAVpro Helper Free System (AAV5-LacZ) (Code No. 6656)
1. pAAV-LacZ Vector (1 pg/ul) 20 pl
2. pRC5 Vector (1 ug/ul) 20 pl
3. pHelper Vector (1 pg/ul) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plIx3
[6 &
AAVpro Helper Free System (AAV6) (Code No. 6651)
1. pAAV-CMV Vector (1 pg/pl) 20 pl
2. pRC6 Vector (1 pg/ul) 20 yl
3. pHelper Vector (1 pg/pl) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plx3
AAVpro Helper Free System (AAV6—CRE Recombinase) (Code No. 6654)
1. pAAV-CRE Recombinase Vector (1 pg/pl) 20 pl
2. pRC6 Vector (1 pg/ul) 20 yl
3. pHelper Vector (1 pg/ul) 20 pl
4. AAV Extraction Solution A 1.5 mIx3
5. AAV Extraction Solution B 150 plx3
AAVpro Helper Free System (AAV6-LacZ) (Code No. 6657)
1. pAAV-LacZ Vector (1 pg/ul) 20 pl
2. pRC6 Vector (1 pg/ul) 20 pl
3. pHelper Vector (1 pg/ul) 20 pl
4. AAV Extraction Solution A 1.5 mlx3
5. AAV Extraction Solution B 150 plIx3

BERERN (A5 270 3) WAERSIEPIURRIER,

AAVpro Packaging Plasmid (AAV1) (Code No. 6672):
1. pRC1 Vector (1 pg/pl) 0.5 mix2
2. pHelper Vector (1 pg/pl) 0.5 mix2



AAVpro Packaging Plasmid (AAV2) (Code No. 6234):

1. pRC2-mi342 Vector (1 pg/pl) 0.5 mix2

2. pHelper Vector (1 pg/pl) 05 mix2
AAVpro Packaging Plasmid (AAV5) (Code No. 6664):

1. pRC5 Vector (1 pg/pl) 0.5 mix2

2. pHelper Vector (1 pg/pl) 05 mix2
AAVpro Packaging Plasmid (AAV6) (Code No. 6665):

1. pRC6 Vector (1 pg/pul) 0.5 mix2

2. pHelper Vector (1 pg/pl) 05 mix2
[EAERE]

EcoR V
Hind 1l

CMV promoter

EcoR V
Afl |l
Sfi |

B —globin
intron

pAAV-CMV Vector

Ampr
(5,031 bp)

ITR
Sal |
B —globin Acc |
intron EcoR | Hinc | BamH |

1471 GAATTGGGATTCGCGAGAATTCTCTAGAGTCGACACTAGTGCGGATCCAC 1520
CTTAACCCTAAGCGCTCTTAAGAGATCTCAGCTGTGATCACGCCTAGGTG

Nru | Xba | Spe |

MCS
3. pAAV-CMV FFEEF% mEA S (MCS)

pucC ITR

ori CMV

promoter

Human
‘ B —globin
intron
pAAV-CRE Recombinase
Vector
(6,115 bp)

Ampr
Nuclear
localization
signal (NLS)

Cre recombinase

ITR hGH
polyA

4. pAAV-CRE Recombinase i{AEig
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pUC
ori IR CMV
promoter

Ampr

pAAV—-LacZ Vector

(7,622 bp)

LacZ

hGH
polyA

5. pAAV-LacZ HiiFEik

ColE1
ori I

pRC1 Vector
(7.330 bp)

AAV2
Rep

Ampr

Cap
6. pRC1 HfAEIE

ColE1

pRC2-mi342 Vector
(8,189 bp)

Ampr

AAV2
Cap

CMV

promoter

7. pRC2-mi342 H{KE:L
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A r
mP pRC5 Vector

(7,294 bp)

8. pRC5 HAEE

ColE1
ori

o

pRC6 Vector
(7.330 bp)

AAV2
Rep

Ampr

Cap
9. pRC6 H{REL

Ampr

ColEt
ori Adenovirus

E2A

pHelper Vector
(11,635 bp)

Adenovirus
VA

Adenovirus
E4

10. pHelper Hi{&xEiL
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OR F
-20°C
AAV Extraction Solution A #1 AAV Extraction Solution B Fif#f5, & T = &R F.
BREIzBHE, SURFTHRE MEREN.

@ HFIESNTREEERFIRER
1. 238 - K&
¢ 100-mm ZRpELEsRm
- RIEFFRIER SR A RIS
2. =5
2
CalPhos™ Mammalian Transfection Kit (Code No. 631312)
Xfect™ Transfection Reagent (Code No. 631317)
Dulbecco’s Modified Eagle’s Medium (DMEM) 4.5 g/L Glucose with L—Glutamine
Fetal Bovine Serum (FBS)
Trypsin—EDTA
AAVpro 293T Cell Line (Code No. 632273)"
0.5 M EDTA (pH8.0) (EDTA Buffer Powder, pH8.0 (Code No. T9191))
pAAV-ZsGreeni Vector (Code No. 6231)*
* 1 : HEK293 1 HEK293T Y R FIAMARIRG. WENTEeERBTHRRTE . fHEsEE
AAV JRERT, BIUER AAVpro 293T Cell Line (Code No. 632273)F0 HEK293T/17 cells
(ATCC, CRL-11268),
* 2 1 pAAV—ZsGreenl Vector @ RIAGKERLEHR ZsGreen B AAV iR, FI{ENHINEE
TN AAV SRS R IIARIPEME T BR,
@ AAV SREHIERIELA
R AAVpro Helper Free System (AAV1/AAV2/AAV5/AAV6) (Code No. 6673, 6230, 6650, 6651 )
RFEBWERE (GOI) B, BEMRIERDE 1 TRTHRAESE, EREMARS (Code No. 6668, 6652,
6653, 6654, 6669, 6655, 6656, 6657) BY, IZHRIRVESTIA 3.5 7.3 THR1E,
1. BAEMER (GOI) E pAAV-CMV Vector H

2. HIFEHFRL (pAAV-GOI vector)

w

. 525 AAVpro 293T AR

N

. & pAAV-GOI. pRC # pHelper H4E4 5| AAVpro 293T A+
5. BiERE

6. WEEF=E AAV IREHIMRE (35RE 2~3 X)

~

- NE AAV ISR IREUR S



@ BREAE
R AAVpro Helper Free System (AAV1/AAV2/AAV5/AAV6) (Code No. 6673, 6230, 6650, 6651 )
B, IBMIRIEAE 1 FHIATTRRPTE SR, EREMARSE (Code No. 6668, 6652, 6653, 6654, 6669, 6655,
6656, 6657) AF. MIRVEAA 3 FF IR TIRIE,

1.

BENBHEREE] pAAV-CMV Vector H1
ERAMESERETEGENERE (GOI) AR pAAV-CMV Vector BIZEMEAIS (MCS) H, AL
188 In—Fusion® HD Cloning Plus (Code No. 638909)#% GOI i PCR F=#1sape SHEE L& E A+,
B8, CMV BEIF A LUER EcoR V L m Bk A EM BT,

FE 1 BRYEE DNA FERHNEE ATG RIAEIEFIILIEZE T,

R 2: BMEREAREN/NF 25 kbo

. HIREHFBKL (pAAV-GOI vector)

I ENERERBEAZEE (pAAV-GOIl) Hf5, FERBR4IXFIZL: NucleoBond Xtra
Midi/Maxi (Code No. 740410.10/740414.10, etc.)$2BNETH DNA, EEEFH DNASKREA 1 ug/ pl
TR NTERNEMNS, RNEELNEE,

. &% AAVpro 293T 4fE

TS 10% FBS # DMEM 535549 ¢ 100-mm ARSI e 2.5~4.0 x 10°#9 AAVpro 293T £
#HITHEZR. 3T CalPhos Mammalian Transfection Kit 8% Xfect Transfection Reagent, BIfER 10 ml
BERE. (KB ERNARIETR IR E R T RIET.

. % pAAV. pRC # pHelper #Z| AAVpro 293T 4l

EMRESRE TR, FRTE pAAV (IRIEFTE 2.5K184 pAAV-GOI. pAAV—CRE 5% pAAV-LacZ).
pRC F1 pHelper #554:F] AAVpro 293T ZHpE,

IR FHEE S CalPhos Mammalian Transfection Kit (Code No. 631312)8}; Xfect Transfection
Reagent (Code No. 631317), T 2EMAFIEIREH.

a. CalPhos Mammalian Transfection Kit (Code No. 631312)
TERIERIE T AR CalPhos Mammalian Transfection Kit iRBB BT TiNR. RBIITHE
BRIEFILGRS S REER AAV /S,
1) ¥% 2X HEPES-Buffered Saline B T =8t HMER =R
2) %2 M calcium solution EFAXEK (HFIEFEE) #IEM 333 mM calcium solution
(6 EHFE), ETERREHMER=ER,
3) &K DNA 5 Calcium Solution ;B &

pAAV Vector 1 pg/pl 6 pl
pRC Vector 1 pg/pl 6 pl
pHelper Vector 1 pg/pl 6 pl
Calcium Solution 333 mM 1,000 pl
Total 1,018 pl

4) NONZFAFD 2X HEPES-Buffered Saline, ZEEZ, AFRIZILTERES 15X,
5) B%E 3 7.
AR BEREST 3 AR AT E), REREHIT T %, SRR N ESSEHAER
AIREERES — DNA S SYIROZ A M B AR R,
6) REREYIZEMAEI AAVpro 293T 4l (IR1EAES.) B, EFNBEHEUSFRMA,
5¥E: £/ CalPhos Mammalian Transfection Kit Bf, 7ERM5E T AIAEMERBIBERIGE S
o

_‘| 0_



b. Xfect Transfection Reagent (Code No. 631317)
1) ¥ Xfect Polymer #1T Vortex 385,
2) & Xfect Reaction Buffer f15ifi DNA EIZ! Vortex S8 5 #h4H,

pAAV Vector 1 pg/pl 13 pl
pRC Vector 1 pg/pl 13 pl
pHelper Vector 1 pg/pl 13 pl
Xfect Reaction Buffer 561 pl
Total 600 pl

3) MA11.7 pl Xfect Polymer RIFTHDEEH, REIZY Vortex 385] 10 #04h,
4) EREFE 10 5.
5) BRRELE. BESYIEEMAR AAVpro 293T il (I1E/55%3.) |, EFHNE4RE
YRETIETT,
5. BiEFE
T 6 /\EE~25 /\BY, FERAEENE 2% FBS §Y DMEM BiaiEsRE,
6. WWES AAV RERVMME ($E4f5 2~3 X)
1) IONIZZERATRM 1/80 AV 0.5 M EDTA (pH8.0)ZI& AAV RREANIEZZEII P, =RHME 10 24,
2) FIRRESSVITEMEREE, WEERI 15 ml TEEOLE .
3) F4°C 1,7509 B0 10 %4, T2 ERLEREWEMRMRTUE.
AR REMEERLEE, BRmsiRIERE HErsi,
7. W& AAV SR BRI IREVRES
BIUEARIRFIZETH) AAV Extraction Solution #TIREN. ARG AAV2 FES5RRUASE
BEAELLR., BERSNEEFEE (80 “SF8E".
1) BRI EESIRHESMEETTE (BIEAZEE6.) MEFX.
TR RSB TENEL, IRECEMRERIEE. mH#H T I—2F], EEINSEAMLER,
) fMA 0.5 ml AAV Extraction Solution Ao
) Vortex ¥&5% 15 M TN MU
)
)

H W N

EREE 5 74P, Vortex 755 15 7,
F 4°C 2,000~14,000g B:0r 10 7349, EBRAAERER .
AR MREIWH AAV RERER, FIUBIEES 3) ~5) SRUESREGE,
6) WE EERRIEFMETERLES, MAS50 ul AAV Extraction Solution B, fFRERICIRITES].
FE 1 AAVRERT-80CREF. FARIT 37°CHAAIRERRF.
SEE 2: NI AAV Extraction Solution BJg, EEFIREEZSHNE.
@ FEFEENE
JREREPNEY Real Time PCR (REZEREAWGN) SUBEIGN (EMEBENE) MMTENE. Real
Time PCR FAPIREFE SN, (E@d ARG IIEESE &R, - LIRS RTELR AAV
WEEESNERZE EBXLEFETESNEITIE (TH) wE.
WEERBSN
AAVpro Titration Kit (for Real Time PCR) Ver.2 (Code No. 6233) L& ITR FSI{EANBRIE
A, @ Real Time PCR AENERSHME,
Y TBENESE
BBENEBNERNRAERMERTE. THERAWIHEH ZsGreen (pAAV-ZsGreenl Vector
(Code No. 6231))HJ AAV2 JREMESIRIERE.
1. {EFA& 10% FBS B DMEM 3555, B4R 2-4 x 10* cells/ml,
2. £ 24 FL A chiEM AL 0.5 ml IRRESR, IRIET.

o



3. {FA& 10% FBS #Y DMEM 1EF7=E X AAV2 mE RS TIHERE, HRULAIBATHREEE, B
BEISGEERRREENTE 1,000~100,000 SEEM.
4. BER=KX[E, A Trypsin/EDTA B4R, ERRIXAANUAT ZsGreen RiXIE o
@ SEZHUE
1. {8 pRC2-mi342 Vector 1E5 AAV2 JRRE
®FI& (Code No. 6230, 6652, 6655) Hf pRC2-mi342 Vector FIHBNF=4 = EERVELE AAV2 R
il
“fpt: HEK293
PR BERESAE
Biki: - pAAV-CMV-AcGFP1 Vector
- pRC2-mi342 Vector 3¢ pRC2 Vector”
+ pHelper Vector
3R T25 1555
*x: pRC2 Vector: %k hsa—miR—-342 RXERHAF

1IRENAAV2 FREfE, £ Real Time PCR ANERSZEE.

4.5%x10"
4.0x10'°
3.5x10"
3.0x10'"°
2.5%x10"
2.0x10"
1.5x10'° |
1.0x10" |
50%x10° |

0

3.86x10'°

1.89x 10"

Total vector genomes (vg)

pRC2 ' pRC2-mi342

11. miRNA—342 ¥t AAV2 SEEHYE2NH
£R: KA hsa—miR—-342 A pRC2-mi342 Vector 5 pRC2 Vector 1tt, RESHEE (FEERAH)

& 2 &,

2. {£H AAV Extraction Solution $2EX AAV JREZHIZLER

ARZLHRY AAV Extraction Solution A F0 B REfZEIEA BRI AAV RS .

A 5ERAELERETE
1 pAAV-ZsGreen1 vector(Code No. 6231)F0MERZAYILE YRS HiiA 2] HEK293 BRI,
BRI ZMMBETIAIEERIR ZsGreenl B AAV JRERY HEK293 4HB, A AAVpro Extraction
Solution ik BRI EREERE R AAV . RENFIETREERARNE (B 12A) #0
EYEREENEE (HT1080 cells) (B 12B) MERSIZECRAGEE . LRKEH, £/ AAVpro
Extraction Solution 1ZBUREE E{EG .

_‘| 2_



48x10" 7

4.0x10'" |

3.2x 10"

Genomic titer (vgx/ml)

8.0x10"

0

24x10" 4

1.6x10" |

AAV1

7.0x10'"°
6.0x10'"
5.0x10'"
4.0%10'0
3.0x10'" |

Genomic titer (vg*/ml)

2.0x10'0 |
1.0x10'° |

0

AAV5

.AES: AAVpro Extraction Solution
12A. {8 AAVpro Extraction Solution A AAV 12EVEER (SREEFERM)

35

9.0x10'"
8.0x10"
7.0x10'"
6.0x10"
50x10'" |
4.0x10"
3.0x10'"
2.0x10"
1.0x10'"
0

AAV2

1.2x10"
1.0x10'?
8.0x 10"
6.0x 10"
4.0x10"

2.0x10" -

0
AAV6

F/T: Freeze—thaw method *vg: vector genome

30

25
20

15

AES: AAVpro Extraction Solution

ZsGreenl (%)

10

F/T: Freeze—thaw method

5

0

AES

F/T

12B. {#M AAVpro Extraction Solution fJ AAV2 f2EEER (4EMEEERN)

SRR AR S E

{85 AAVpro Extraction Solution SU%RE/TEM HEK293 #RAE-IREY AAV 52, £ Real Time
PCR J73&MIE AAV IREVR AR SEFAS 8. A5, A SDS-PAGE /&A% T 1 x10°
vg BY AAV SR SIRENR, SRIMHERRLEE (B 13). H9N, 1REWI AAV2 RS PR dsDNA

_‘| 3_



JREA intercalation A7AMN (B 14). ARRA, SRR EBLL, R AAVpro Extraction
Solution BHE K T & B FA0 dsDNA RI5REE =,

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

11

- —1 - .
AES: AAVpro Extraction Solution F/T:Freeze—and—Thaw Method (1 x10% vg/lane)

13. AAV IREUEAY SDS-PAGE EB3k453R, M AAV Extraction Solution(AES)#IEH) AAV 4HEE

s T AMAEF/T).

100
90
80
70
60
50
40
30
20
10 7.77

0

92.21

pg / 1x10" vg

AAVpro Extraction Solution Freeze—Thaw
Method

14. AAV2 $2BURAY dsDNA SEANE. {#A AAVpro Extraction Solution (AES)#IZHT AAV H5%EE

dsDNA K F AR A (F/T)o
3. AAV2-CRE RS
R AAVpro Helper Free System (AAV2-CRE Recombinase) (Code No. 6652)#l|& AAV2-CRE
%52, 1€ AAVpro Purification Kit (AAV2) (Code No. 6232)4i{t, AAV2—-CRE R . 5K 5 Rk HEK293
4HRf, LA Cre BHEGEMMPHITEREH, RARNKEAR (ZsCGreent). RIS SELAINE
ERER AAV2-CRE REREMHS.
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100
80 -
— KRB (0.07%)
g %01 —— 100 0
S vg/cell (30.81%)
E 40 —— 12,500 vg/cell (92.05%)
20
0

ULALL e DR DAL B AL BLLL) A LA

e
10’ 102 108 104 10°
ZsGreen1
15. BT AAV2-CRE fRE#R) HEK293 AR FACS 2 frss

4. AAV2-LacZ FRSHIRERLLS

{#F8 AAVpro Helper Free System (AAV2—LacZ) (Code No. 6655)#I|%& AAV2— LacZ f&z, (£ AAVpro
Purification Kit (AAV2) (Code No. 6232)4ti{t, AAV2-LacZ K. IFREESE HT1080 i, M
Beta—Galactosidase Staining Kit (Code No. 631780)#{T# &,

NC AAV2-LacZ

'

16. BERT AAV2-LacZ fRERT HT1080 4HREAY X—gal RBLE

@ ZE X
1) Miyake et al. J Nippon Med Sch . (2012) 79(6):394—402.
2) Van Vliet et al. Methods Mol Biol. (2008) 437:51-91.
3) Wu et al . Mol Ther. (2006) 14(3):316—27.
4) Zincarelli et al . Mol Ther. (2008) 16(6):1073—80.
5) Ellis et al Viro/ J . (2013) 10:74.

@ XM
pAAV-ZsGreeni Vector (Code No. 6231)
AAVpro® Purification Kit Maxi (All Serotypes) (Code No. 6666)
AAVpro® Purification Kit (AAV2) (Code No. 6232)
AAVpro® Titration Kit (for Real Time PCR) Ver.2 (Code No. 6233)
AAVpro® Extraction Solution (Code No. 6235)
AAVpro® Packaging Plasmid (AAV1) (Code No. 6672)
AAVpro® Packaging Plasmid (AAV2) (Code No. 6234)
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AAVpro® Packaging Plasmid (AAV5) (Code No. 6664)
AAVpro® Packaging Plasmid (AAV6) (Code No. 6665)
CalPhos™ Mammalian Transfection Kit (Code No. 631312)
Xfect™ Transfection Reagent (Code No. 631317/631318)
AAVpro® 293T Cell Line (Code No. 632273)
Beta—Galactosidase Staining Kit (Code No. 631780)

AAVpro is a registered trademark of Takara Bio Inc.
In—Fusion is a registered trademark of Takara Bio USA, Inc.

CalPhos and Xfect are trademarks of Takara Bio USA, Inc.

1T

ArE@UERIFRRER. TEATA. SINETHZHER. TEERAN=REABR. HIZEIK
FERm%.

K& Takara Bio Inc. PEIFRIHIEEHE, TEHLE. VHEHE. SHE. #OTakarar™m, & FEHTakara
P ERPT A HIE R T Fl R AE X T

NREREEMAGINT RN, BEEE], S0ARBEIIMiswww.takara—bio.com,

ERAAF RN TNEST =MWl L EAMEEBIF I ER, [, THHFETIHEEBRATARSIESRE
RIS,

FrEEIET & BAME &N, FLEIMHFRESIITHRE EM.

ANHREAEEMEA (IER) BRABEEHIE, KIRANHESE Takara Bio Inc.Mid. HIEfE
FA Takara /= dn, &N EEAT mEEXARMER R,
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