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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

AAVpro® Helper Free System (AAV2) Code No. 6230
AAVpro® Purification Kit (AAV2) Code No. 6232
AAVpro® Purification Kit Maxi (All Serotypes) Code No. 6666
AAVpro® Titration Kit (for Real Time PCR) Ver.2 Code No. 6233
AAVpro® Extraction Solution Code No. 6235
pAAV-ZsGreen1 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
_‘l_



@ #il5mixaA
AHIBEAN SR ARFIAE Real Time PCR MIFEXAE (AAV) BUEE#ITEEEAE. 17
BREENTE AAV RSN EIAEFIZE AAV SRS K& FIA Real Time PCR XRSERABHITEEMN
FRBR . BILA{EARY DNA ENIEARN ELISA JAMELL, RILISEAER. FikEt (2.5 /TR FRIGKIER.
AHIBUFRAKIHFEER ITR (Inverted Terminal Repeat) J1BRIERENT AAV JREERBHITIEN, FIE
B HTERE T AAV REHEENE. AXFIEGET Positive Control $2E M.
AAV FifE
AAV BETFH/IMASTEHRIIRSEBMNTEERRS, THIRSENRASRESRESTFERNGT.
AAV BEEHIF=ETFRREEHNL. AAV W ARIBRMEBRNETER, BEAFE. MEMERIEREIRE. AAV
HERAZDTFEN 47 kb B9— L. 2485 DNA 27, EEMRGFEERHEIRA ITREY T FRIAFLE
o AAV F{FF| B Lt AAV $51E, BTIEFMENIIMINERER, AAV HIEANIERRIE, RN
ERNREHAEAERNABTERATT. EA AAVpro Helper Free System (AAV2) (Code No. 6230)
RAREERREIRS. RRESVRETHNBRNES HEK293 MHAEENA]HI& AAV2 /S,
ERASIRPINER AAV
AAV FIIERYEURFHIZREAMERAY pRC HiABh P 4Ri3RY Cap EREMFE, M AAV RSN T HIE
NRESEREAES AAV2 I TR 731, SIERTR. AHl@RE AAV2 B ITR HERMERF TRSE
HATEMZAE, NEFRSHFPBEARSEREAR TR XIgE AAV2 EEH, Tit2E—FmER
HPTAERAASI R, FIAMERRT AAV HIAERT ITR KIRE AAV2 KREBEAASm.
AAV ERBRIE ZIZECE
A. {EF AAV Extraction Solution 12EX AAV J&E
BUEM AAV BLELRREHIBIRSH, ERARUASBERIEEE, BERAXAMHAENLIERRE
BRI . A RIERANSISRIFZARY AAV Extraction Solution, BIA NS E BRI
EARMZEBRAGEN, FIa. EEMIRE AAV RS, BN, HREEFRESH AAV REHMAERR
H @B TRENE .
B. M AAV IREIREUE FIREN AAV B FEH
AAV RERIRPEBRSERMAEKFENELRRIZER, FERKIKESERFEZER, B Lysis
Buffer (EEE AR, BNA] &R tiREN B AR SERA.

AAV B4R

AAV Extraction Solution

26
ASIREVR ,D@J N @ : AAV particle

DNase | * Host Protein

> “Host nucleic acid or helper plasmid

@ @ (—) : AAV vector genome

TAERENR

 Denatured protein

Lysis Buffer

—)

Dilution 1. AAV JRE RS EEEIREEE

=)
—

FF Real Time PCR #{TREEFRATE


http://baike.baidu.com/view/2584.htm

Real Time PCR &

Real Time PCRJAEX PCR 18I 2R HIZR B TR N, E—MEFRERENEE AR
BERERENT %, AEIRPESEM TB Green Premix Ex Tag || 28R TB Green #HTHATLLEELE
BY Real Time PCR FRittFlo

i F F e
Primer - . B
1. B T 11 >

Polymerase (F F

NSRRI i I I L F
2.8MBX % o vttt
I e e ———— —
b b, '] b, (] b, b, I_r
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2. METIRRLERIE
FERRLRANINGINE DNA AR R, 8 PCR RRAZAERNHE DNA, Tt 53 DNA 45
BREDSE, EIHMA RIS RAFZART DNA 4 1EE.

@ HmAAE
1. AAV IR

AAV Extraction Solution A 1.5 mIx2
AAV Extraction Solution B 300 pl
2. AAV ERZHE Z1ZER (100 RE)

DNase | 100 pl
10X DNase | Buffer 200 pl
Lysis Buffer 1 mlx2
3. Real Time PCR &AM (25 pl=hzx100RE)

TB Green Premix Ex Taq |l (Tli RNaseH Plus) 625 plx2
AAV Forward Titer Primer 20 pl
AAV Reverse Titer Primer 20 pl
dH0 ™! 1 mix3
ROX Reference Dye*? 50 ul
ROX Reference Dye II*2 50 pl
Positive Control 50 pl
EASY Dilution (for Real Time PCR) 1 mlx5

*1: dH20 HFF DNase | ki H,

*2. AT Applied Biosystems Z# Real Time PCR X, AREFL SFLZE LR MHEEIRE.

@ 51 ROX Reference Dye F{X 82

StepOnePlus Real-Time PCR System (Thermo Fisher Scientific)

@ 51 ROX Reference Dye Il {88

Applied Biosystems 7500 Fast Real-Time PCR System (Thermo Fisher Scientific)

€ TFEZEHIMROX Reference Dye HI{YES

Thermal Cycler Dice™ Real Time System %75l (Code No. TP900/TP960: %53,
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TB Green Premix Ex Taq |l 4°CRI{RTF 6 M H. BHREF, BHRITER.
AR KERFIBEET-20C. mRAEEET 4CRE. HE 6 MANAR.

- AAV Extraction Solution A. B & Lysis Buffer T—-20°C{#7F; RifREET=RIFF-
- HEBMET - 20°CIRE. TB Green Premix Ex Tag || LIIMUBMETE 2 ERNATR.

@ HAZLUMNRERSE KA
- PRI FRAT IR
- eI (40 CalPhos™ Mammalian Transfection Kit, Code No. 631312; Xfect™ Transfection

Reagent, Code No. 631317)

- 0.5 M EDTA (pH8.0) (EDTA Buffer Powder, pH8.0 (Code N0.T9191))
+ Heat Block (37°C. 70°C. 95°C)

¥ AAV EFEIRENRT, /A Thermal Cycler +5MEF.

- Real Time PCR¥ &N NRERMNE

Thermal Cycler Dice Real Time System // (Code No. TP900/TP960: #%32)
Thermal Cycler Dice Real Time System Lite (Code No. TP700/TP760: #£52)
Applied Biosystems 7500 Fast Real-Time PCR System (Thermo Fisher Scientific)
StepOnePlus Real-Time PCR System (Thermo Fisher Scientific)

@ RIELIEEI
TERERAAHSRIGIRER, ERMMHARREL.

1.

AR FMTHEN AAV ELEEARIREN AAV RS, M AAV SRSIREER A KR##1T Real Time PCR
= RZRS PR iRl o

MimEY Primer F-20°CIR%E, AELRETIFERE, RINFIEEH] Primer mix.

BEMRF (dH20 . Buffer. B§%) EEHIRRERE, MEIEIMRNEP. XiF, BIBERTERY
MANARRE AR, B AR%, BRESSEE A, BRHETLUR > KLIRIER TR
B ERNRE,

TB Green Premix Ex Tag | {ERAFHEMEL, FEIAFEREERK. B TB Green Premix Ex Tag
Il FEHER, TBIPHRZRIEIREN

AEERFIR L ERFE— RSk, BALERSRELTE.

R REEIECH] . AR SRRIHIE R 6 R ALR RIS REREN XIRIE. ™M Tube BEHEY
I8, AFI@ER Real Time PCRA, 8RN SONBERIIT, RNEHY IS~
ERHITERK.

@ SUIORMF
LUTRIERIZEEN AAV BEAIIRER AAY REIRMESR. BRE AAV 7E, BEHTRENE

B,
A.

TBMIRESE B 8.
12X AAV RS
THEEM— 10 cm IBFARILIFFR AAV B IREL AAV IREARIERTR. TRIFEEIEFREM
FRRATERAFIESER 1o
1. £ 10 cm IBFRIMIEFRANE AAV EEEARRRYIEFR (10 ml 3578 0N 125 p IR 0.5 M EDTA
(pHB.0) (1/80 HABIIEFRRIAIRE). FAEIBFIMFMIBREFEER1.. 2mRN 10 D8,
. FIBMEEE, BWE 15 ml KESELEH,
3. 1,750g. 4CEL 10 08hfE. HFLE BINATUEY.
F 1 WMRE DERRBSEZINRSIRIAMRIE, RIAT2 AR DERBBHIT T —181F,
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4. 5258y vortex FRHUMMUTUEY], ETUEMTEENEL
T 20 WRTURMIIMIRATTEME, IREGIES TR, WIATHEEREBEHIT T —5%1F,
AON 0.5 ml AAV Extraction Solution A
vortex &% 15 ¥ EZ4MAE.
EEEE 5 . B vortex 7575 15 #EZAARE,
2,000~14,000g 4°CEil» 10 7044,
3 RO AAV FREREMR, EE LR 6~8 FHRESE, TIRSIREEE.
9. BLAEREIKEHRMKERLES, JOA50 pl AAV Extraction Solution B, IRIT:ESE.
7 41 HAIP]-80°CIRTE. —80CIRFRT, FEARIHRET 37 CABIRTIRIERLAE.
3 5: FEAN AAV Extraction Solution BJg, L&ERATAESZT .
1. FHASMEELNAEENARE

®© N o O

N 0.5 M EDTA | AAV Extraction | AAV Extraction
BERRE . )
(pH8.0) Solution A Solution B
6—cm dish 4 ml 50 pl 200 pl 20 pl
10—cm dish 10 ml 125 pl 500 pl 50 pl
15—cm dish 26 ml 325 pl 1,300 pl 130 pl
T25 flask 4 mi 50 pl 250 pl 25 pl
T75 flask 13 mi 1625 pl 650 pl 65 yl
T225 flask 40 ml 500 pl 2,000 pl 200 pl

B. {REX AAV EHH
1. TEHIEEY AAV IREREVE P A TEIRAIN DNase | EeslsRERE. 37°CRA 15 M4plL L,
ERRFERIEE A KB DNA,
AAV JRESIRENR 2 yl
10X DNase | Buffer 2 pl

DNase | 1 pl
dH20 15 pl
Total 20 pl

95°CHAMEE 10 474#, fF DNase | Kifo
LR 28920 plHEEFPIMNZFE Lysis Buffer,
70°CHALIE 10 744,
M EASY Dilution (for Real Time PCR) #&#IRISHY AAV EEBIRENEE 50 FA L, LAt
IR DIERHIT Real Time PCR e iZ, JERFH DNA #HTEE,
C. Real Time PCR 7
M B.&#IZZAT DNASBRPEL 5 || {EAER#HIT Real Time PCR i, EIRTEIRERSIERRERmLE,
1. tERNZ A E@RH &
{#F3 EASY Dilution ¥5E#5% Positive Control [F{EN ML FAIRER. (#1T Real Time PCR
RRBY, BNRESAERS plo)
(1) 2x10” copies/ p| (Positive Control [Fi&)
(2) 2x10° copies/ p! (Positive Control JR#& 5 pl+EASY Dilution 45 pl)
(3) 2x10° copies/ pl (2x10° copies/ p ;&5 pl+EASY Dilution 45
(4) 2x10* copies/ pl (2x10° copies/ p|3&® 5 pl+EASY Dilution 45
(5) (
(6) (

SHEE S SR

5) 2x10% copies/ pl (2x10* copies/ u13&® 5 ul+EASY Dilution 45 pl

)
)
)
6) 2x10% copies/ !l (2x10° copies/ u ;& 5 pl+EASY Dilution 45 pl)
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ALl 50X Primer mix

1R T EARYZEECH] 50X Primer mixo 50X Primer mix BIFFESWMAMA, TEERTo
AAV Forward Titer Primer 5 pl
AAV Reverse Titer Primer 5 pl

TE 8k dH20 15 pl
Total 25 pl
Fo il ) MR

BRI TEE D K R R PR,
B TIANPRERINC IR ER+ cRPEEIRE, mE10.2 ml microtubedi7RNN20 pLEE
R, BRBRELEF. Eh—"microtubef/EABRMENEEMS pl dH0fE, HEE.

[ Thermal Cycler Dice Real Time Systemfi]

%l RS
TB Green Premix Ex Taqg Il (2X conc.) 125 pl
50X Primer mix 05 pl
dH20 7.0 pl
&R (5.0 pl)
Total 25.0 pl

[ {EAApplied BiosystemsHJReal Time PCR{XAT]

%1 EHAS
TB Green Premix Ex Taqg Il (2X conc.) 125 pl
50X Primer mix 05 pl
ROX Reference DyeZROX Reference Dye II* 05 pl
dH20 65
151 (50 pl)
Total 25.0 pl

*: StepOnePlus A ROX Reference Dye, Applied Biosystems 7500 Fast Real-Time
PCR System {£F ROX Reference Dye Ilo
AINIENR (DNA SRR )
LR ERPMAS p KN RDNABRINTEm, EEEZ. 0.2 mIRNER/NEEOH
2B E, METReal Time PCRIX ko
CIEITEEEZERAFMIEmIicrotubeRE, MURFENKAESHINE.
FF48 Real Time PCR 27
7 REBTERISEHT Real Time PCR RAZ.
¥ Real Time PCR YRR EIESRINERIERRAEH,
FnEsE
95°C 2 min.
2 Step PCR
35 Cycles
95°C 5 sec.
60°C 30 sec. (HFAM: FAM)
RRARERZE T



@ TEFE
# FRFTHE] Positive Control ZEANT ITR FHIRIBHKL DNA, 1R#E ODzeo {EIREFHEZE 2x 10
copies/ plo Positive Control #E#RFIEATVERTIEITEE M. E Positive Control AR ITR
BIES AAV REERA L8 TR EIEHER, RHMRENESE P U B ERERSERAE (vg/ml
fMvg/cell) o

Ct{&

@ Lfl

—q_

| T

=TT T T T TT T —T—T-TTTr™m
THE T N 10000000 00D 000D

copies

3. {EAMEMEXEE (Positive Control) #IYER ERZEH

KO 1 UITR REEXIEABRERRN, RSERATSERELER

BUITR Xigh BRIERE (AHGR) R AAV FEEMEEXIEA BHEREHITT Real Time
PCR R NH 33 E B 45 R#HT T ELE Mo
[ KR AE]
ARIEIEZEEE AAVI. AAV2. AAV6 B HEK293 4BRfliS, {8/ AAV Extraction Solution
FIFHMEDIREN AAV SRS FHHITT Real Time PCR EBNHT. BRI IEHERNFIH ITR
0 AAV _ERJ CMV promoter, 3t Real Time PCR R NIKSHIE BEHIT T L. T84
WMNE 4 TR

= 6x 10" 1% 10" 1.5%10"2 7

B 5><10:: 8x10"; 1.2x10"%

£ ;:811. 6”012' 9x10" 1 o

g aurot 10" ox10" R

% 1x10' . 2x10". 3x10'" . -

O 0. 0. 0.

AAV1

AAV2

AAVE

K f 2:

4. BLITR#1 CMV promoter A BHIERFITEENE AAV BE
TiL ITR HERIEE, T2 CMV promoter A ERVER, —ERHEAMER.
55RE AR R
{3 AAV Extraction Solution FRREA MBI S HIZEAEHIZEN AAV R3S, #HTIREVERILER.

[RBTTE]

DREIZEE AAVI. AAV2. AAV6 B HEK293 #4HRf1, {EFH AAV Extraction Solution 0%
BhsE M S Za04MAE hIREY AAV R #1T T Real Time PCR E240T. E 242 E 5 Firo



= 4810 90x107 12x10'%]
§'4.0x10”’ 75x10'% 1.0x10'?]
5 32x10'" 6.0x10' 8.0x10'"
T o24x10" 45x%10'0 6.0x10" | m AES
£ 16x10" 3.0% 10" 4.0%10" | o
é 8.0x10'0- 15x10'- 2.0%x10'" —
0 0 0-
AAV1 AAV2 AAV6
AES: AAV Extraction Solution F/T: HRREWE

E 5. {£F AAV Extraction Solution Fl/&REEAIRENG AAV THE
ML ELERPIERR: A MERRREEHIREY AAV WS A ARG SHEITREENE. [
B}, 3RBA{EFRS AAV Extraction Solution 12EX AAV BEHINEE S

@ KB M
AAVpro® Helper Free System (AAV2) (Code No. 6230)
pAAV-ZsGreenl Vector (Code No. 6231)
AAVpro® Purification Kit (AAV2) (Code No. 6232)
® Purification Kit Maxi (All Serotypes) (Code No. 6666)
® Extraction Solution (Code No. 6235)
AAVpro® Helper Free System (AAV2-CRE Recombinase)(Code No. 6652)
® Helper Free System (AAV2-LacZ)(Code No. 6655)
AAVpro® Tet-One™ Inducible Expression System (AAV2)(Code No. 634310)
EASY Dilution (for Real Time PCR) (Code No. 9160)

AAVpro and TB Green are registered trademarks of Takara Bio Inc.
Premix Ex Tag and Thermal Cycler Dice are trademarks of Takara Bio Inc.
Xfect, CalPhos, and Tet—One are trademarks of Takara Bio USA, Inc.

AR

AERUERIERRER, TERTA. WNETSIZEER, TeERANTRIENRR. MIRM

KEARE.

KfZTakara Bio Inc. PEIFAIIEINEHE, TEHIE. FEHEE. HE. #HOTakara/~fm, HEFH

Takara/= s B BIEREF| KB X ER.

MREEBEEMAGEANF IR, BBEEA], FHiAEEIMitwww.takarabio.come

RERAR RO ILET MmN L ERE T E K, 1R TR BT AR ERE SRR
EIRHIRIE

FrEEMYE T BEE &N~ EEFIRHRESIBITEREEM.

AXHHREHEEYHEA (ILR) BRABEESE, SIRAXHESE Takara Bio Inc. Wb, HIEH

A Takara ™=, BN YERAREVEXRARFER .




RAREHHREL:

0411-87641685, 87641686
4006518761, 4006518769

TAKARA BIO INC.

URL: https://www.takarabiomed.com.cn
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