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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 /in 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

AAVpro® Helper Free System (AAV2) Code No. 6230
AAVpro® Purification Kit (AAV2) Code No. 6232
AAVpro® Titration Kit (for Real Time PCR) Ver.2 Code No. 6233
AAVpro® Packaging Plasmid (AAV2) Code No. 6234
AAVpro® Extraction Solution Code No. 6235
pAAV-ZsGreeni Vector Code No. 6231
AAVpro® Helper Free System (AAV2-CRE Recombinase) Code No. 6652
AAVpro® Helper Free System (AAV2-LacZ) Code No. 6655

AAVpro® Tet-One™ Inducible Expression System (AAV2)  Code No. 634310



@ #il5mixaA
BRIEFZAE (AAV) = Dependovirus |& Parvovirus RIGHIER/INEEZ —. AAV BEEELIX DNA 77
ML BERE. AAV F 100 ZMINEE, AEIEERSENEERFENSSEGMAE, tha, 28

(AAV2) BB ZHMRNA, 2 AAV ZEARPEAERNMER, SFEERET.

IRIBXRSHE (AAV Hix) eBRSERHFNMENENE. ATRERR TENRERBTHEE. 5
A8, AAV HIFERIRRSHATIE R RRSHAER S,
AAV FHiAEER T SERGENIZEFAHLEME, URERIHMEAIKEIRIR, AAV JLFEEERR
., FEEATHRSERHFANDIGERN (FAGRNERSIER), LEA AAV HEESERH#NCIIERN
B, EATEEAESUERETRAANSHEERSRESR. HIN BRI, ERMENER AAV i
AR _E IR RASZ0R
EERA AAV FEEREEMVTIEFRMERH TINEEERRERAMRN, FTEEASAE. SHEEN
AAV /5. AAV2 SREIIHITR RAENIEERA CsCl ZBEMRE B AT MEZRE B (VE, BEXfiTT
ENMNFEBREEARG. R A FERERTIEIKEKE 0,
AAVpro Purification Kit (AAV2) 2—FXFE 4 /NITARTLUM AAV2 SRS BIEEAREHHIE AAV2 fREANAFIE,

AAV?2 FREEIZEAMRE

@ rveEs

Prepacked Column

Extraction Solution AFH Extraction
l, Solution B 12X AAV2 J5E
Cryonase Cold—active Nuclease
1##1T Nuclease M8
SD Solution R4

5 AAV2 IRESEE
Washing Buffer i&5%

L ———

T

‘ A Elution Buffer S AAV2 555
BIEREEE

Bigh. JR4E




ANl R
- BUE. ShlE,
- SRARRIRY AAV IREIREVE, TREEFRRNBAE RIREEE Z74R1E,
- RFIE PR MRS BRI AAV2 RS R4 AAV2 IHEAIFTE Buffer,
- EFAETH Column, EE#HITREOEFEDIRE.
- BMEA#HT Nuclease 408, HAJBUREFERK AAV2 FREB R AT dsDNA,

@ HIEAA (2 preps)

1. AAV Extraction Solution A 14 mIx2
2. AAV Extraction Solution B 2.8 ml
3. SD Solution™ 2.8 ml
4. Equilibration Buffer 11 mIx2
5. Washing Buffer 11 mIx2
6. Elution Buffer 7 ml
7. Suspension Buffer 1.2 mi
8. Prepacked Column*? 2%
9. Filter Device 2%
10. Collection Tube 4x%
*1: SD Solution FIEERHIMBEIUE, ZEREARAE 37°CHAPMMA, FUETDBMEER, T
MM EE,

*2: —3% Prepacked Column 2% AT, 10 D T225 3Z30R 4R M AAV2 JR S, B4t 5 T225
EFRHI ) AAV2 f55 .

OR 7=
4C
@ HFIZINTEEERTINGEE
(23]

- YHRIEFRRUMER SR A KRS
- 50-ml TEBELE
- T225 1E75HR
- 15-ml TEELE
[i51]
- 0.5 M EDTA (pH8.0) (EDTA Buffer Powder, pH8.0 (Code No. T9191))
(Y TIZEREELIERT, AT AT 2 NER])
-1 M MgClz2
- Cryonase Cold—active Nuclease (Code No. 2670A)
@ BRIEAE
THEZM 51 T225 FEFMRHPAN AAV2 IRSRURIETE. TERIRIEAET L ZHFIME LRI
10 /> T225 AP ALt AAV2 JR 5.
E1UEF AAVpro Helper Free System (AAV2) (Code No. 6230) #ll& AAV2 R
l. HlE AAV2 REIREUR
AiAFIEARY Extraction Solution A 1 B AT MRS ERMAEFIZEN AAV2 /s, TEREM
BUARRBLIT ESB AR T A, XTI PIEEA MMIREY AAV2 RE, FHHEEEMREBETHAMERDR
zie (E=F =R ).
1. MONIEZRE(AFR 1/80 9 0.5 M EDTA (pH8.0)2|E& AAV2 RS HIIEFRE . RIEER
TRS, =RKE 10 7%,
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*: IRBRNNAE RIS TR
2. FEimpE, WEEIZA 50 ml TEELET.
3. 1,750x g 4°CE 10 8, BRI LER, REBHY5 ml BER, BIZEEERFEEMEE
STUEIABR TR, BILEMIBWESRI— 50 ml TEBLE T, 1,750 g 4°CTEL 10 74,
T2 AR EEREWEMTE.
TR RETEERLE BRRENBEZEE LENFNm,
4.  BUITERE SRS SRR AR Ko
TR NRMTUES B TTRNE, RECERRERMER. T~ —2r1. ERINSEH
fRgEiR,
AN 10 ml AAV Extraction Solution A.
Vortex #x5% 15 #MEMTUETTE 2 &% o
=85 E 5 8. Vortex 1755 15 %)
2,000~14,000 x g 4°CEil» 10 515,
AR NREWE AAV2 REREEM, FILUBLEES 6~8 HELIRSIREE,
9. WE&ELEERFFHEERLESD, A1 ml AAV Extraction Solution B, B%.
IR S RIGREYTT-80CRE. NIRRT, EIEIHT I-103L -1 £,
WMRF-80°CRTE. ERFIT 37 CABIRIRRLAE
JEE 2: #ENON AAV Extraction Solution B g, LiERAIAESTAME.
IR 3 NRBTIZEARSIE, $H1T 10N-1 5,
MBI TIZERESNIE, EH1T 11 5o

® N o o

10. BHTIZEREENE (1ESE “"IRAI7 PRMINER)
10N=1. AIIA 1/100 38891 M MgCl23&:% 2! 1-9 f LR,
10N—2. /M Cryonase Cold—active Nuclease iIABIZRES 2 U/ p|; 37°C/REZ 30 745H
10N-3. 2,000~14,000 x g 4°CE/L» 10 7749, W& EIEREIFAY 50-ml TEELE H.
11. JOA 1 ml SD Solution, 8%, 37°CRAZ 30 74t 2,000~14,000 x g 4°CEilr 10 /5%, [@]
W _ETERIEAEHIRIR AAV2 fRSEIRR,
5¥E: SD Solution FATRESHIIHETUE, XEDEARTE 37° CAATMIA, BIEREAR,
FETUETTRAREEMER. TNnMEEe.
I ORFMY. AR AAV2 IRE
Prepacked Column RERME. EERAR EENMTEEFRRIFEIREEEREREIWHR. AR
HFEVHEFBEMERARKTEN. At ERES, ARREARUETFHERE.
IR WEMBEEPRESE. IRESE, BLRERITEEMBEUERSE, FHETRES
M.
12. LEHIT Prepacked Column, KIgTREFESE, FERENA/RBAR . IO 10 ml Equilibration
Buffer #H{TH 1.
13. B I-11 B9 AAV2 SR SRR EHEIEFF, BRRE.
14. fEF 10 ml washing buffer J&%EF, BER AL
15. F 3 ml Elution Buffer j&lt AAV2 i85, IRERZTREI—TH#RY 15 ml TEEOES.
Il BRERFIRYE AAV2 fR5S
16. & Filter Device #fAZ! Collection Tube H,
17. AN 500 plBYII-15 B9 AAV2 JREATRE! Filter Device H1, 2,000 g 4CEily 5 75, F
TR
18. AL AAV2 TRERIRE Filter Device &, BU17 ZIREIFMNARE L, EFIFE AAV2
AT BREBRINZ Filter Device &y, &[G Filter Device RRIFARELI 100 pl, TE
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FRIMEIE

19. fN 400 p| Equilibration Buffer E| Filter Device #1, 2,000 x g 4°CEily 5 7§H, FiEiRo
JEB: #IAFilter Device REPFIFDREMET 100 pl, WARSF 100 pl, BEESD.

20. N 400 p !By Suspension Buffer | Filter Device &1, #2ReIRFTZE /D 100 R ELE T Filter
Device MM,

21. 4% Filter Device BIf0&ENEIFRAY Collection Tube 1, SEFEAEF KSR, 1,000 % g4°C
2001 08, [EWERENAELER AAV2 5.

® T
1. A RE5EEA B = mATMEEELLER
FERAFHRINETHRAER AAV2 GKFIE, M5 T225 BEFRIRA AAV2 RS E MLt
BIHER ZsGreenl HEHI AAV2 7S,
AAV2 RETE
FHAFIEPLE{LA AAV2 SRE SR AAVpro Titration Kit (for Real Time PCR) Ver.2 (Code No.
6233) tE (B 2). FAAGIRFENRETEREELASIHTEM 3 &%,

9x 10"
8x10"
7x10"
6x10"
5x10"
4x10"
3x10"

2x10"
0 |

AAVpro CompanyA CompanyB
vg: vector genome

2. ERSMIATIRAN AAV2 IRETE

Total vg

@E
SifLfERY AAV2 SRS AIREE BN SDS-PAGE {4, & NAERM 1 x 107 vector genomes (vg) (B 3).
ERARSIRANA AAV2 FEAERS. RE AAV2 EHRET.

APK A B

APK: AAVpro Purification Kit (AAV2)
A: AAV2 purification kit, Company A
B: AAV2 purification kit, Company B

3. EMRARIEMLE AAV2 =Y SDS-PAGE 45



B HT1080 £k

FNELE AAV2 REAVREEE (B 4). ERSIENS ZsGreen! EEAT AAV2 FHFIEIE 2,500
vg/cell B HT1080 4R, R[5 3 KBRS RERE,

ZRER. FRAAFRAENH AAV2 FE5EEAARAIEEL,. BERSABENE,

85
3 80
— 75
c
@
70
3
N 65

60

AAVpro CompanyA CompanyB
4. FERATRRFIELHR AAV2 FEEEEE
. EAARHI R AAV2 FFEHIRE dsDNA
ERAASRFEEM AAV2 REARE VD ETREZAY dsDNA, AU FAXERESAMEH —HI#(K dsDNA
%E=.
ERAARSIGEM 5 1 T225 $E7RHRAY AAV2 JREEEMAE 4 AAV2 /S, 25l RZERES IR
ZERBEANIR, {ERLLER, BRRRI AT SARIRE, REEAASIRAENL AAV2 S, 4t
AAV2 fRE AT dsDNA FH intercalation method (& 5) #HTiRME. LR GARTT A, BMESHH
ITIZERBEA0IE, (ERA AR RAELAY AAV2 JRE AT dsDNA FKREEIHREER. 75, #ITIZEREEIRG,
dsDNA FE#H—P &K,

AAV Extraction Freeze— Thaw 0.14 0120
12EX Solution Method
bbb

o 0.1+
pEmmgtE + - o+ - 8
Loy
X
gy, A B C D > 0061
3
0.04 |
0.02 0.014 0017
= 0.006
e
A B © D
AAV Extraction' Freeze— Thaw
Solution Method

5. AAV2 JREARFHI dsDNA £

. {#H AAV Extraction Solution $2EXf AAV2 fRE P RIZELTEMIE R

£ AAV Extraction Solution A F0 B gEfSEFRZ M. R AAV Extraction Solution AFIB M 51
T225 1EFE AT AAV2 SRS B MR AL AAV2 R, LURRITEENEER. AAV2 IREURFHIR

EEEAH Real Time PCRITEME, SAFA SDS-PAGE A1 1 x10° vg AAV2 f2EUVRRITEM &
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BRZEE (B 6). B, 5%REHY dsDNA &8H intercalation method (& 7) BT, 2552 5RHA,
5Ra7 ALk, £/ AAV Extraction Solutions ABE MR T &= B EF0 dsDNA ZRE.

AES F/T
-

AES : AAV Extraction Solution
— F/T : Freeze—Thaw Method

(1x10° vg/lane)

a—

6. AAV2 1BEVRAY SDS-PAGE HEjkE

100
90
80
70
60 -
50
40
30

20
10 7.77

o N

AAV Extraction Freeze — Thaw
Solution A and B Method

7. AAV2 1REURHH dsDNA

92.21

pg/1x10'2 vg

@ =E ik
1) Summerford, C. & Samulski, R. J. (1999) Nat. Med . 5:587-588.
2) Auricchio A., et a/ . (2001) Hum Gene Ther . 12:71-76.

@ XM
Cryonase™ Cold—active Nuclease (Code No. 2670A)
EDTA Buffer Powder, pH8.0 (Code No. T9191)
AAVpro® Helper Free System (Code No. 6230)
AAVpro® Helper Free System (AAV2-CRE Recombinase) (Code No. 6652)
AAVpro® Helper Free System (AAV2-LacZ) (Code No. 6655)
AAVpro® Extraction Solution (Code No. 6235)
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AAVpro® Packaging Plasmid (AAV2) (Code No. 6234)

AAVpro® Titration Kit (for Real Time PCR) Ver.2 (Code No. 6233)
PAAV-ZsGreen1 Vector (Code No. 6231)

AAVpro® Tet-One™ Inducible Expression System (AAV2) (Code No. 634310)

AAVpro is a registered trademark of TAKARA BIO INC.
Cryonase is a trademark of TAKARA BIO INC. Tet—-One is a trademark of Clontech Laboratories, Inc.

Ar@UERIFARER. TEATA. sWINETS2WER. TREARNTREARR. HiZEEEK
ERAR%.

FREZTAKARA BIO INC. PHEIFAIENESHAE, TEHIE. TFHEHE. HE. #OTakara/m. HEEA
Takarar= GFi B HIER T H RAEKEIT.

WMREFEEMFRINT AN, BEBEEEI], S0ARBIIMiLwww.takara—bio.com,

I ERAF U IUEST T MM EEANEE T ER. #iE. THRHEST A ERIREIRHIEERE
ey,

FrEEIET & BAME &N~ FLEIMHFRESIITHRE EM.

ANHREEAEEMEA (JLR) BRASEFEHIE, KIRAXIHESE TAKARA BIO INC.Mif, AIE
IRfER Takara ™, N HEEAFmEERANRTAER R,



BRAREEHRLEL:

0411-87641685, 87641686
4006518761, 4006518769

TAKARA BIO INC.

URL: http://www.takara.com.cn
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