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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-ZsGreenl 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

( )

(AAV2) Code No. 6234
AAVpro® Packaging Plasmid (AAV5) Code No. 6664
AAVpro® Packaging Plasmid (AAV6) Code No. 6665
AAVpro® 293T Cell Line Code No. 632273

AAVpro® Packaging Plasmid
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1. IREX%E (Adeno—Associated Virus)
BRIEXIRE (AAV) £ Dependovirus & Parvovirus RIRINTEIERS. AAV ST ATEURMY, SAEHE
BRSNRRSHERRESEE N aegEhl. AAV ERFEZLY 4.7 kb FIREELIK DNA F, EEDXK
IHEE A REMN R EARHEEFT] (ITRs), ITRs BIThEEETERBE Hltiaf = M B3R EH T
AAV ERBEET 3 NMFMENEIE (B 1): Rep RIFS5EHIHIERNERDR; Cap FIRESKTE
HE; AAP RS TRESHR FRRIAEEHERR. Rep XIBiwE 4 A EHRIEHBR (Rep78, Reps6s,
Rep52 #1 Rep40), Cap Xig4sts 3 #ABAIEAR (VP1, VP2 F1VP3),
AAV F 100 ZMILERY, A EILEEYREEINE RSB ARE. Takara Bio Incigft AAV 1
Bl (AAV1). 28! (AAV2). 581 (AAV5). 6B (AAVE) BIBIEIRFIE. 28 (AAV2) BB ZRIH
RN, BIEERAT, HEEZEMES S M AAVI. AAVS 71 AAVE HIZIRTFAHLNAEE. AAVI T
BLES. BFRE. MIREFHIRMERGEESEINE,; AAVS WTiRMEA%. FIEMUAMNEESES
WE; AAVE SO, ALEFIAFIEE S SN,
BRIEXREHA (AAV FHiR) BERESERHNAEMEYE, FTREMRIEMERTINEHE. 5
AN, AAV BIRRBRRSHATERRASHART RS AAV HiFER THRSERE NILIENIELIELM,
URERDHMBEANKERIE, AAV ROBRERENE, EEEATHRSERHFANIIERN (EAERN
®ETH),

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

1. AAV B EBEMFI TR =AE

2. [RIE
&H—Fh AAVpro Helper Free System &2 THRFERMMEIRSHI A Z2HFILER 1. 2. 5. 6 B AAV
MiRFIE. FEREFISHIEN AAV RS, TTUERELAEFIs A P RN A NER. XFERN
NFA, B[{EF AAVpro Purification Kit Maxi (All Serotypes) (Code No. 6666), ¥3F AAV2 $2EY,
W RTLAER AAVpro Purification Kit (AAV2) (Code No. 6232),

3. R
A. fEFH AAV Helper Free System f#ll& AAV RS
AAV Helper Free System E—MHallIrI#I&SEE AAV ETHENRS RS (B 2), §MAAEs
2 3B, [FREIE AAV IREPTFERNX 3 MEAFRIEER 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)
FErEEEMER (GOI) REALS, GOIH CMV BaiFRiA. BT AAV mEHEER SN
A DNA KNVERR, FEREHAISE S pAAV-CMV Vector B, AR DNA FEEK/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 & AE B/ N R A MmN
pAAV-LacZ Vector (Code No. 6669, 6655, 6656, 6657)
AHAEBRTHIEEE LacZ TAER AAV fiE. AAV-LacZ RERIENEINIERNE RS

HIXTER

- pRC Vector: B1& AAV2 B Rep EFRFIENMERZ BH 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: B1EZIRAEMI E2A. E4 1 VA ERMEF G

x:  pRC2-mi342 AJFX hsa—miR-342, hsa—miR-342 2—MREHIEREHAIES AAV2 JRSH
ERINAE miRNA, 5—h8R3%RA Rep ZEFEF0 Cap ERAY pRC2 Vector 1AEL, RERHERIRS 2
& (B0 "SEBHE").

B. R AAVpro Extraction Solution 2HY AAV J%E
M58 AAV BB A THE AAV HEN, BEFRRASEBERKRE, ERLER 2
M AN B ERRERIBE K. AidFEHhEE AAVpro Extraction Solution, PIEM. fEIfE
B AAV REIN. BIEERRIIZESREER.
B%& AAV Extraction Solution A #1 B 539 AAVpro Extraction Solution (Code No. 6235)H]
AR,
pAAV Vector @

pRC Vector
pHelper Vector @ @

Transfection

@ Transcription and Translation

00 ™y
Replication t e&%ﬁ

AAV ssDNA{}—O j

293 Cell

Og B
@@@ AAV  Particles

2. f£F AAVpro Helper Free System #l|& AAV /&
_3_



@ FIEAR
SAFIEEE 3 MEARNL HRIDHIEER AAV RSHLETH, KTEEMEIEHIREY AAV FREANE
[1 8Y]
AAVpro Helper Free System (AAV1) (Code No. 6673)

1. pAAV-CMV Vector (1 ug/ul) 20 pl
2. pRC1 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 (AAV1—CRE Recombinase) (Code No. 6668)
1. pAAV-CRE Recombinase Vector (1 pg/pl) 20 pl
2. pRC1 Vector (1 pg/pl) 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 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
[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 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 (AAV2-CRE Recombinase) (Code No. 6652)
1. pAAV-CRE Recombinase Vector (1 pg/ul) 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/ul) 20 pl
4. AAV Extraction Solution A 1.5 mlx3
5. AAV Extraction Solution B 150 plIx3



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

1. pAAV-CMV Vector (1 pg/pl) 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/pl) 20 pl
2. pRC5 Vector (1 pg/pl) 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 (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/pl) 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. pPAAV-CMV Vector (1 pg/pl) 20 yl
2. pRC6 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 (AAV6—CRE Recombinase) (Code No. 6654)
1. pAAV-CRE Recombinase Vector (1 pg/ul) 20 pl
2. pRC6 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 (AAV6-LacZ) (Code No. 6657)
1. pAAV-LacZ Vector (1 pg/ul) 20 pl
2. pRC6 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

BERERN (A7 250 3) HREESGTUEREE,
AAVpro Packaging Plasmid (AAV1) (Code No. 6672):

1. pRC1 Vector (1 pg/pl) 500 plx2
2. pHelper Vector (1 pg/pl) 500 plx2



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

1. pRC2-mi342 Vector (1 pg/pl) 500 plx2

2. pHelper Vector (1 pg/pl) 500 plx2
AAVpro Packaging Plasmid (AAV5) (Code No. 6664):

1. pRC5 Vector (1 pg/pl) 500 plx2

2. pHelper Vector (1 pg/pl) 500 plx2
AAVpro Packaging Plasmid (AAV6) (Code No. 6665):

1. pRC6 Vector (1 pg/pl) 500 plx2

2. pHelper Vector (1 pg/pl) 500 plx2
[EAENE]

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 FHAEIEFI%Z 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 F{AEi&
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pUC
o ITR CMV
promoter

Ampr

pAAV—-LacZ Vector

(7,622 bp)

LacZ

hGH
polyA

5. pAAV-LacZ FHikEiE

ColE1
ori I

pRC1 Vector
(7,330 bp)

AAV2
Rep

Ampr

Cap
6. pRC1 HifkEiE

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 7
-20°C
AAV Extraction Solution A #0 AAV Extraction Solution B §ifi2fE, 5T =:R%RTF.
BBz B, EURHFTRE. MERER.

O HFIZINTRERRFIRSER
1. 888 - K&
¢ 100-mm ZRpELEsRm
- RRRESRRIER SR A RIRE
2. =
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 Buiffer Powder, pH8.0 (Code No. T9191))
pAAV-ZsGreeni Vector (Code No. 6231)*2
* 1 1 HEK293 #1 HEK293T B R TR IRTG . MEN-ESERBTERRITE. fIE=REE
AAV fRERT, EBINER AAVpro 293T Cell Line (Code No. 632273)F1 HEK293T/17 cells
(ATCC, CRL-11268),
* 2 1 pAAV—ZsGreenl Vector @ RIAGKERLEHR ZsGreen B AAV iR, FI{ENHINEE
R AAV SR SR E IIARIPRIE XS BR
@ AAV REHIFEHMER
A AAVpro Helper Free System (AAV1/AAV2/AAV5/AAV6E) (Code No. 6673, 6230, 6650, 6651)
mfEEMERE (GOI) B, BEMRIETE 1 TTIRTHRESE, EAEMARZ (Code No. 6668, 6652,
6653, 6654, 6669, 6655, 6656, 6657) AT, IRFRIRIESTIA 3.3 7.1 TIRIE,
1. EABHIER (GOI) E| pAAV-CMV Vector #

2. HIREHFEA (pAAV-GOI vector)

3. 135 AAVpro 293T A
4. % pAAV-GOI. pRC F1 pHelper #5£%:%] AAVpro 293T 4R
5. BRIETRE

6. WEE4 AAV RSHIAME (5845 2~3 K)

~

- NE AAV ISR IREUR S



@ RIEAE
83 AAVpro Helper Free System (AAV1/AAV2/AAVS5/AAV6) (Code No. 6673, 6230, 6650, 6651)
B, EMRIEAE 1 AT AIE SR, EREMASE (Code No. 6668, 6652, 6653, 6654, 6669, 6655,
6656, 6657) Bf, MIRIEFAE 3. FF 1R TR,

1.

BN\ BHIEREZ| pAAV-CMV Vector H1
ERmERETEEERER (GOl #EAZE| pAAV-CMV Vector A% MRS (MCS) f. tHE]IYL
188 In—Fusion® HD Cloning Plus (Code No. 638909)#% GOI i PCR F=#1sape St = LM E A+
BN, CMV BEhF A LUER EcoR V i mE i A B+,

FE 1 BRIERE DNA RGN EE ATG RIAHEB L L ER T

R 2: BMEREAREN/NF 25 kbo

. HIREHFBRL (pAAV-GOI vector)

W BRERIEREARIFEHE (pAAV-GOI) Hfg, ERRNAMIRFIZ: NucleoBond Xtra
Midi/Maxi (Code No. 740410.10/740414.10, etc.)12EEHI DNA, VHZEEEHI DNAREA 1 pg/ plo
AR WTEREREmMS, RNAEELAEE,

. 137 AAVpro 293T 4HfE

TS 10% FBS # DMEM 535549 ¢ 100-mm ARSI e 2.5~4.0 x 10°#9 AAVpro 293T £
HiTHE . 3T CalPhos Mammalian Transfection Kit 8 Xfect Transfection Reagent, BI{fEFE 10 ml
BFE, (B eSS e T &SR

. % pAAV. pRC # pHelper ¥42| AAVpro 293T 4

EMREEETRE R, BRE pAAV (IRIEAE 2.3K8H9 pAAV-GOIl. pAAV-CRE = pAAV-LacZ).
pRC F0 pHelper #&Z| AAVpro 293T 4,

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

a. CalPhos Mammalian Transfection Kit (Code No. 631312)
TERBEIEITEMRYE CalPhos Mammalian Transfection Kit izBBP#IT TR, REBUITHE
RMETLURIGSTREER AAV RS
1) ¥& 2X HEPES-Buffered Saline B FE:RBRtHMETIER.
2) %2 M calcium solution EFAXEK (HFIEFEE) #IEM 333 mM calcium solution
(6 fB%#1%), ETEEHREHFMEDER.
3) &K DNA 5 Calcium Solution SR &

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) JONEFFRFE 2X HEPES-Buffered Saline, HEE%E, BFRIZILETESRES 15K,
5) B%E 3 7.
TR BEREST 3 PRI AT E], AR T . KR NAT S SBAER
HIBEERES — DNA S SYIRIZ R M PR RE,
6) REREYIZEMAEI AAVpro 293T 4l (IR1EAES.) B, EFNBEHEUSFRMA,
5¥E: £/ CalPhos Mammalian Transfection Kit Bf, 7ERME T AIAEMEBIBELGE &
o

_‘| 0_



b. Xfect Transfection Reagent (Code No. 631317)
1) & Xfect Polymer #1T Vortex ;8%
2) ¥ Xfect Reaction Buffer #1f5fi DNA REIZI Vortex JE%] 5 #04h.

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) MAAN11.7 pl Xfect Polymer BIFTHEEEYIF . BIZY Vortex 585 10 #h4h,
4) EREFE 10 2.
5) BNELE, BEESYEEMAT AAVpro 293T BRI (3454 3.) &, EHHEUE
PREFIE TR
5. BiIEFE
FeRfE 6 /\BF~25 /\BF, fERAFEENE 2% FBS f DMEM FiEFE
6. WEE AAV REBARE (HEfE 2~3 X)
1) MAIEFERAFIAY 1/80 89 0.5 M EDTA (pH8.0)EI& AAV BRfIANIEFIIH ., =8ME 10 H8h.
2) PIEREREENSIRITEMIREZ, WEEERI 15 ml TEBELEH.
3) F4°C 17509 Bilr 10 4f, T2 AR &R WEMMDTE.
IR REMEEARLES B RSiRIERE HEMNEh.
7. W& AAV SR EHERE P IREVR S
BIFERAIRFIE DAY AAV Extraction Solution #1TIREL. AAEREM AAV2 RES5HAREAE
EAMELLE:, BEERENEEINEE (20 "SEHE").
1) BRI ERSIRHESMETTE (BRIEAE6.) MEFFR.
TR RMEETTESETENEY. RECNEERM K. BT N80, EMINSEMIELER,
) fIIA 0.5 ml AAV Extraction Solution Ao
) Vortex #&5% 15 #Ie 0 S 2 MR
)
)

H W N

EREE 5 74P, Vortex I75% 15 7
F 4°C 2,000~14,000g B:0r 10 7349, EBRAAERER .
AR REUH) AAV REREMR, FJLUETEE 3) ~5) PRUUIRSIREGE,
6) Ut HERBIERITEREOEDR, MA S50 ul AAV Extraction Solution B, fERERICIRITES.
AR 1 AAVIRERT-80CHRETF. FEARTT 37°CKARERAZ.
SEE 2: fEAIAN AAV Extraction Solution B S, LEATRESZTSRINE.
@ HEFENE
RS EE BT Real Time PCR (JREERAN ) stREGN (EMERENE) M ENE. Real
Time PCR F AR R E SN, (BB MG NIBESF AR, thE LR ERTELR AAV
RERESNERZE EXEFETESNEITTIE (BH) w5
SRR
AAVpro Titration Kit (for Real Time PCR) Ver.2 (Code No. 6233) L& ITR FAIEANBRIE
A, @3 Real Time PCR AENERSHE,
Y RENESTE
BBENEBNERNRAERMERTE. THERAWIHEH ZsGreen (pAAV-ZsGreenl Vector
(Code No. 6231))89 AAV2 IREHIESIRIEAE.
1. 5% 10% FBS A DMEM 358, B4R 2-4 < 10* cells/ml,
2. 7£ 24 AR IEMJLFL 0.5 ml SR, d&IETT.

o



3. EAE 10% FBS AY DMEM 125783 AAV2 RERAITHERRE, BRELLHIERTREEE, B
BESARTREEM7E 1,000~100,000 SBEA.
4. BR=XIE. A Trypsin/EDTA B{LARE, ERARINAIINA T ZsCreen FiXIE o

@ SEZHUE
1. 5 pRC2-mi342 Vector 125 AAV2 REHEE
RFI& (Code No. 6230, 6652, 6655) HIf) pRC2-mi342 Vector FIHBNF =4 S R ERVE AAV2 fRE.
il
4HRE: HEK293
W RIS A
Biki: - pAAV-CMV-AcGFP1 Vector
- pRC2-mi342 Vector 3% pRC2 Vector”
- pHelper Vector
IR T25 1255
*: pRC2 Vector: f#%k hsa—miR-342 FIAERIF (K,

1IRENAAV2 FREfE, £ Real Time PCR ANERSZEE.

45x10'° =
S 40x10"° 38610
9 35x10"
§ 3.0x10'°
S 25x10"
5 20x10° 1.89x10'
5 2
2 15x10"
s 1.0x10"° |
o
F 50x10° |

0 .

pRC2 ' pRC2-mi342

11. miRNA-342 3} AAV2 JEERIEZ IR
#ZF: RiX hsa—-miR—-342 i pRC2-mi342 Vector 5 pRC2 Vector 18tt, HEHHEE (FSEREA)

& 2 &,

2. {8/ AAV Extraction Solution 2B AAV JREHINER

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

A SERRAAERETE
& pAAV-ZsGreen1 vector(Code No. 6231)FIMERAOIIEEYRES HAE ] HEK293 HfH,
BRI ZMMBETIAIEERIR ZsGreenl B AAV JRERY HEK293 4B, A AAVpro Extraction
Solution 3k B 7RRIFTAIREVEE PR AAV RS, REDRIBTRESERARNE (B 12A) #0
EWFRBENEZE (HT1080 cells) (& 12B) MERSREVRAVEE . 5R%KA, A 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'°

5.0x10'0 |
4.0x10'0
3.0x10'"0 |

Genomic titer (vgx/ml)

2.0x10'0 |

1.0x10" |

60x10"° [

AAV5

.AES: AAVpro Extraction Solution

9.0x10'"
8.0x10"
7.0x10'"
6.0x10"
5.0x10'"°
4.0x10"
3.0x10'"
2.0x10"
1.0x10"° |

0

AAV2

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

2.0x10" -

AAV6

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

12A. {8 AAVpro Extraction Solution i AAV 2B (JRESEFAERM)

35

30

25
20

15

AES: AAVpro Extraction Solution

ZsGreen1 (%)

10

F/T: Freeze—thaw method

5

0

AES

F/T

12B. {#M AAVpro Extraction Solution i AAV2 2B (4EMEEERN)

SRR AIRREAE

f#5F AAVpro Extraction Solution BUKRETEM HEK293 4RAEHIREN AAV f82. (£ Real Time
PCR /1A ME AAV {RELRHHIRSERNASE. RS, FA SDS-PAGE ENAHEN T 1x10°
vg B9 AAV R EIRENE, SRIMEEARGREE (B 13). BN, 2B AAV2 FRE 5% EERY dsDNA

_‘| 3_



JREER A intercalation 77AKGM (B 14). 455R5RAA, S574&RLITAMEL, £ AAVpro Extraction
Solution FHEFEK T & B /E# dsDNA FI%E£.

AAV1 AAV2 AAVS5 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 {2EUR&AYT SDS-PAGE Hik4ESR, f#F AAV Extraction Solution(AES)#Il&HI AAV 4iE

wnsFHRmMAEF/T).

100
90
80
70
60
50
40
30
20
10 777

0

92.21

g / 1x10% vg

AAVpro Extraction Solution Freeze—Thaw
Method

14. AAV2 $2BURAY dsDNA SEANE. £/ AAVpro Extraction Solution (AES)#IZHT AAV H5%EE
dsDNA @R F5mE/TE(F/T) o
3. AAV2-CRE /RERIBRT LG
R AAVpro Helper Free System (AAV2-CRE Recombinase) (Code No. 6652)#l|& AAV2-CRE
fRE, (£ AAVpro Purification Kit (AAV2) (Code No. 6232)4fi{t, AAV2—-CRE A5 . 15 R B HEK293
4HRfR, KA Cre BHEMAMMPHITERER, RAXKNERR (ZsCGreent), MR IESELAINE
ERRH AAV2-CRE REHEMAS.
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100
80 -
— KB (0.07%)
§ %7 —— 100 vg/cell (30.81%)
E 40 | —— 12,500 vg/cell (92.05%)
20
0

LLRLL e Ll

s TR [R2 RN k)| IR [ P L) P
10' 102 10° 104 10°
ZsGreent
15. BT AAV2-CRE /&R HEK293 lAERYT FACS 7T

4. AAV2-LacZ JREHIBRTLE

f#F3 AAVpro Helper Free System (AAV2-LacZ) (Code No. 6655)#l|& AAV2—- LacZ fwz, {EF AAVpro
Purification Kit (AAV2) (Code No. 6232)4fi{t, AAV2-LacZ /. EREEGE HT1080 A8, FH
Beta—Galactosidase Staining Kit (Code No. 631780)#{T# &,

NC AAV2-LacZ

'

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

@ =0k
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 a/ . Mol Ther. (2008) 16(6):1073—80.
5) Ellis et al. Viro/ J . (2013) 10:74.

@ XEBTM
pPAAV-ZsGreen1 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.

pE=)

AERUERIFARER. TeeATA. SINETHIZEER. TeEERATRIEARR. EREK
EAmE.

K& Takara Bio Inc. BEFAIHRINEHE, TEFIE. FEHE. BE. #0Takarar=f, & fFEMATakara
FEERPT AR R B F RAE R AT,

MREFEEMARANT RN, 1BBEEA]. SiAEEAIMibwww.takarabio.com,

I ERAAF U FUEST = MM EEAMNE T E K. FiE. THRHEST L ERIAEIRHIEERRE
Nz AN

AXHREAEEYEAR (IER) BRABDBEGIE, SEMRAXESE Takara Bio Inc.Mif. A IEMHE
F Takara /=@, 18N 2 ZEAFmEERAIRTNER R,
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0411-87641685, 87641686
4006518761, 4006518769
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