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AAV (Adeno-Associated virus)= in vivo2 STXE =56H7| {loh 7t 20| AF2E|= non-
HARMO| ST, CHFsh MZZof| 24 S=0|

= enveloped, single stranded DNA virust}. AAV= ™
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(Adeno-Associated Virus) FIOLIT, S5| HIZ2EMZ0 M= E7(2E ST 220 &
=0, SH0i| K2t serotypes MEHSI0 MEE & U0, 0|12 HZ ot REA 2 55| S=
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AAV ELEAIARY

CHI2HHI0| 2= AAVEl D97 Wit =5, FH, 97t £ ¥ 559 © Mg 2Idsk= MEs /st AUt o
herpes viruset Z2 helper viruset &fTH ZIHe W2 ZX|7t 7HSotLE, FAL HEZ2 & Held 2 HdS 2I5h helper vector®t co-

transfectiondtO] AAVZE MAGH= A|ARIOZ JEHE QLT

Code nE2 T

UHHMO 2 AAVE adenoviruskt

6673  AAVpro® Helper Free System (AAV1) 1. pAAV-CMV Vector (1 yg/ud)

6230  AAVpro® Helper Free System ( ) . Expression HIE{ (2 SXXt cloning)
6650  AAVpro® Helper Free System (AAV5) 2. pRC Vector (1 ug/ue)
( )

6651  AAVpro® Helper Free System : Serotype & Rep gene, Cap gene 23
3. pHelper Vector (1 ug/pe)

: Helper virus CHAl adenovirus E2A, E4, VA e
4. AAV Extraction Solution A, B

AAVpro® Helper Free Systems 01891 28! workflow
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pHelper Vector @ @
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Replication

AAV ssDNA E—O

=2 A= AAVE difot= HE M2

AAVpro® 293T Cell Line
(Code 632273)

’ AAV Extraction Solution
@ @ : AAV Particles

Production of viral proteins

Ao]

293T Cell

Functionaldt AAVQ| MALS E=

TransIT-VirusGEN®

Transfection Reagent
(Code MIR 6700)

YT A (ZsGreen1)0| ZEHE AAV expression vector

 Control2 AF8  + S Cloning 20| 251 GFP £ pAAV-/sGreenl Vector (Code 6231)

ALV S 0180t RTIAF HE] AIAH

Choice 1. spCas92 0|8 A|AH] Choice 2. saCas92 0|25t A|AH]

AAVpro® CRISPR/Cas9 Helper Free System AAVpro® CRISPR/SaCas9 Helper Free System
(AAV2) (Code 632608) (AAV2) (Code 632619)
JhEh 20| E2 &= Streptococcus pyogenes S2i2] spCas9 « Staphylococcus aureus 212 7|7t 22 saCas9 (3.3 kb)=

(4.1 kb)2 &8i5t= 2 vector system 25iok= 1 vector system
+ NGG ME2| PAM Q14| « NNGRR(T) ME2| PAM Q14|
« Guide-it-Up #E{2} Down #!E{2] 1.6 kb homologous - Single vector LHO|Af SaCas91t sgRNA 25 L5l

region2 0|2al M|ZL LHOIA| SP Cas91t sgRNAV USE|==

N ES =g

Clinical grade®| virus A4t # & 0|2tH?

GMP grade AAV vector MI4A 3 4L AHIA
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JHE E20| O|2E|0f RHH AAV serotype 2= F2 MAME AAVIE M
ot ZotA ZeE HEIE H0t L0 packaging cell LHOIA] HIO|ZHAS

3|45t E HIH serotype 1, 8, 9 S2 packaging cell2 22, HHY

BHXIOIME P12 HIO|HAE 3|8 o= QUCh= S pF B k3 U}
AAV particle o= xt7] o5 &t
o * FBS-free medium (?= 20 = 1)
M2tA, CH2HE0| 2= CHFst serotypel] AAV AES 2/al cell
-’F—E;packaging cell LHOfIAM Packaging cellZt B At= K pelletdt HIQF HHX| (supernatant) & flot= MEZEH HIO|HAS
2|=El:= serotype SE0IM 3|5-El= serotype 2= Ol XS A Ol [IOFSH HIZES JHLHSHIC
FE Y MY & U= CHASHHSES LS
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AAVpro® Extraction Solution
(Code 6235)

AAV Extraction AAV == workflow

Solution A

BN B4 B
AAV packaging cell AAV Extraction
& MIEL HH ¥ HHX| Solution B &7t

Vortex,

=2

|
AAVpro® Purification Pack Maxi
(All Serotypes) (Code 6678)

AAVpro® Freeze-Thaw Extraction Buffer
(All Serotypes) (Code 6679)

- CHYGt serotype AAV FHIO A Tts

« Maxi (5719] T225 flask) 2=Z2| M|

« HHO A2 = 2E A, FHE L
X

1
- Ultracentrifuge®} 22 E4= &H|
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Efficient serotype-dependent release of functional vector into
the culture medium during adeno-associated virus manufacturing
(DOI: 10.1089/hum.2010.107)

Fig 1. Serotype-dependent particle distribution in vector production
cultures. Vector particle distribution was evaluated by quantitative
PCR for DNase-resistant vector genomes in “cell” and “medium”
fractions from small-scale production cultures 72 hr after
transfection by the CaCl, method, followed by incubation in the
absence or presence of fetal bovine serum. Columns represent
o total yield of vector from n=3 preparations, and columns are
Serum: + - + - + - + - + - + - + - + - . X K

Serctype:  AAVI  AAVZ  AAVS AAVE AAVT  AAVE  AAVS  rha233 subdivided between the proportions of vector retrieved from the

medium versus the cellular fraction. GC, genome copies.
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ZsGreen
positive cells (%)

0 0
RD HT1080 CHO RD HT1080 CHO RD HT1080

AAV5 : AAVE

ZsGreen
positive cells (%)

0
CHO RD HT1080 CHO RD HT1080

[Serotype & HH| & 2% &8 H|u]

Hela 293T Hela 293T
AAV5 AAV6

HeLa 293T HeLa 293T
[Serotype & XK & 2 &8 H|1]

TransIT-VirusGEN® Transfection Cryonase” Cold-active Nuclease
Reagent (Code MIR 6700) (Code 2670A)
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SH ROKe L RHO0| ks Tet QAL Q1 a2
AAVpro® Tet-One” Inducible Expression System
(AAV2) (Code 634310)
« AAVE 0|88t RTX = 88 57t % in vivodi| ZH =X S} cloning
« Doxycycline M2|E Soll & FTAL L 2 H 7 O
- Tet-One™ 7|&2 7HH5H A3 IhY Tet-One. 0

expression vectorOflA] &&d

pRC2-mi342
and pHelper .
Transfection
Xfect Transfection Reagent

HEK 293 or
HEK 293T cells

AAVpro® Helper Free System

(AAV-CRE Recombinase) (Code 6652 2) AAV 3|3

« LoxP 2|ZX9| CRE recombinase S Xt7} 0|2
cloning &[0 2104, HM2|StAH AAV M 7ts

+ AAV serotype 2 X|E MEH Jts SHMZ e

X-gal staining2 ISt

AAVpro® Helper Free System (AAV-LacZ) (Code 6655 2) Expression OFF Expression ON

No expression of transgene High expression of transgene
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« LacZ RFX} (B-galactosidaseS AFSZ Ai4Ah 7t 0/2
cloning &=[0] QU0{, 2|5 AAV H|Z Tts

+ AAV serotype & X|E MEH Jt5

=S 1=
LS ANV =15 AAVpro® Concentrator (Code 6674)

- CHSt serotypel| AAV A2 He|otH| 55
o 2HESE mix & spin WAIOZ 1A|ZEO|LY 2t
- Ultracentrifuge 218 22 Q
n vivo H&2 2|st buffer W8t 12 AAV solution0] 271&l= A0 £[H
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CIY9t serotypeOl AAV 271 57 =191

AAV1 AAV2 AAV6
6x10" 1x10" 1.5x10"

sefol AV o171} 57

5x10"

AAVpro® Titration Kit (for Real Time PCR) (Code 6233)

8x10"™ 1.2x10%

4x10" . "
6x10! — 9x10¢ —  mcowy

3x10"
4x10™ — 6x10"

Genomic titer (vg/me)

- AAV2 ITR 7|80| CkF5H serotype| AAVE Z&tohA He
2x10"
* QPCRS O|E3H W= 11 ZHHOHA| Of 2. 54| ZF 2Hof| &7} =f0l 0"
I

« Packaging cell Li AAV =& Ak} SH7F S0 QRS HIE LME 15t o

2x10"° — 3x10" —

0
CMVRLITR ME (2 HIF Ef2N ME)S 212 Bt

5]
22 H| 3t 20, AAVpro® Titration Kit (for Real
6233)7t CHAS! serotype| AAVO| HE IHsEHS SH0I6HRACE.

4 [ 6 channels2 X|&5t= stand-alone gPCR 7|7]

CronoSTAR" 96 Real-Time PCR System
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AAV P NS
A2 2N Code =3
6673 AAVpro® Helper Free System (AAV1)
6230 AAVpro® Helper Free System (AAV2)
AAV 4 [ A& ®
6650 AAVpro® Helper Free System (AAV5)
6651 AAVpro® Helper Free System (AAV6)
AAVE 0|5t QR PIEl AlAH 632608  AAVpro® CRISPR/Cas9 Helper Free System (AAV2)
632619  AAVpro® CRISPR/SaCas9 Helper Free System (AAV2)
AAVE 0|8¢t ST} sl ZE AAH 634310  AAVpro® Tet-One” Inducible Expression System (AAV2)
6668 AAVpro® Helper Free System(AAV1-CRE Recombinase)
. 6652 AAVpro® Helper Free System(AAV2-CRE Recombinase)
CRE REMS Zatel AaV 88 A28 6653 AAVpro® Helper Free System(AAV5-CRE Recombinase)
6654 AAVpro® Helper Free System(AAV6-CRE Recombinase)
6669 AAVpro® Helper Free System (AAV1-LacZ)
6655 AAVpro® Helper Free System (AAV2-LacZ)
LacZ FHNS Ree AAV S ARG 6656 AAVpro® Helper Free System (AAV5-LacZ)
6657 AAVpro® Helper Free System (AAV6-LacZ)
GFP 23 AAV expression vector (Control) 6231 pAAV-ZsGreen1 Vector
SXXMOI ZZHCH AAV =5 A|Qk 6235 AAVpro® Extraction Solution
Tt SHHO| Freeze/thaw 22| AAV = At 6679 AAVpro® Freeze-Thaw Extraction Buffer (All Serotypes)
o 6675 AAVpro® Purification Kit Midi (All Serotypes)
Packaging cell Lif AAV == 2 FX|
6666 AAVpro® Purification Kit Maxi (All Serotypes)
Packaging cell & HiQF 2SHO| AAV == 2 FH| 6676 AAVpro® Cell & Sup. Purification Kit Maxi (All Serotypes)
Packaging cell L§ AAV2 =& 2 MK 6232 AAVpro® Purification Kit (AAV2)
AAV U T15= =2 buffer ulet A2t 6674 AAVpro® Concentrator
gPCR2 0|28t AAV S7t EH AlQf 6233 AAVpro® Titration Kit (for Real Time PCR)

T cell therapy= CIP12H2H &I !

T cell #& (PBMC)

« HAMIZLO| NGS profiling
- Human, mouse TCR a/B
- Human BCR IgG IgM H/K/L
- Mouse IgG H/K/L

CAR-T REA =¢

« Lentivirus gene delivery
- Retrovirus gene delivery
+ CRISPR/Cas9 gene editing

« T cell stimulator

T cell ZtCHHYQF

T cell 23}

- GMP grade Anti-CD3 &l

- RetroNectin® (Transduction enhancer Z2)

T cell BHHHX| (Xeno/serum-free)
- JtA B3 MIE HHYFE Bag

Ci3t2ta 2|otuio| M| C 2 [F)

I M ("Z==20)02-2081-2510 CH M K| AF 042-828-6525
K| MIE] support@takaracokr (CHNH-EZX Y HEFR)



