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‘d3HQI CRISPR gene editing2 11+& sgRNA dat A32|'J2E]

Guide—-it" sgRNA In Vitro Transcription and Screening System
« In vitro transcriptiong 0|&35t0 single guide RNA (sgRNA) &4
- 0{2] 7H9 S sgRNAS A32|H5H0 editing 80| 7H =2 sgRNA ME 7ts
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@ sgRNA £
Guide—it" sgRNA In Vitro Transcription Kit (Code 632635)
« In vitro transcription (IVT) BS 0|50 3A|Zt LHOI| 12 ugO] 42| sgRNA &M
+ sgRNA &0 EQst BE FME ML (target MES Z&5H= forward primer2t HEE H|X)

@ Forward primer ®IXt ® sgRNA IVTE |8t template DNA & © In vitro transcription0i| 2|5t
ngNA oM-I
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M2 235t forward primer H|Zt Template _
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promoter specific
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® A32|YS S5t 712 E2X9I sgRNA MEY @ Gene deliverytf] M
Guide-it" sgRNA Screening Kit (Code 632639) 2HA5H sgRNAE= deliveryOi|
« 25 sgRNA &, FE WOl EH §20| 71 =2 sgRNA M& HIZ AL 7ts
« AR E sgRNA MEHO = OISt H[E1} A[7H SH|E ot « Transfection
+ Electroporation
@ Target DNA EZ ® sgRNA%t Cas9e = © 7| ¥sL=2
(Terra” PCR Mix) Target DNA Htt Hot 58 39l
—_ PAMME -rrrrrll-rl- m ( © 9@/
:.:@ sgRNA _~Casd Uncleaved . 9‘%
Target DNA f,ﬁE%"’ :l Cleaved . ‘é" ‘%
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- sgRNA &Hdat A33|Y HES sHHoi|, Guide-it” Complete sgRNA Screening System (Code 632636)
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Step 2. sgRNA2t Cas9 XX =@ uHol ME

Delivery of sgRNA and Cas9 to cell - DNA/RNA delivery

B} For RNA delivery (@) For DNA delivery

« IVT kit 2 3t sgRNA = sgRNA oligoE All-in—one vector transfection
ME W2 ZH transfection Guide-it CRISPR/Cas9 System (Green/Red)
. Xfect” A|2|X2 AIR5}H 2t (Code 632601, 632602)

+ sgRNA, Cas9 TR HZ CHHEIS SHHO| 2
- M55} HlE] (linearized vector)2 ZHESHA| ligation
. « Complete kit: vector, ligation kit, comp.cell 25 23}
Xfect' RNA Transfection Reagent (Code 631450)
+ Genome editing2 ?/8t sgRNA, Cas9 mRNA
transfection0l Z[& U6 Promoter
« sgRNA 2t OfL|2t mRNA, miRNA, siRNA Mg i i

U6 Promoter % . sgRNA Scaffold ~&THE
Ny S

Xfect” Transfection Reagent (Code 631317)
cZ2 DNA EQ S8 2 NE =M pGuide-it

- IS MIZ0)| =2 S22 transfection 7ts L
= Bidirectional
(Jurkat, neural, stem cellE & 7}5) ¥ CMV Promoter

d

Fluorescent
)
[tdTomato |

@ Viral gene delivery

Adeno-associated virus (AAV)E 0|2t

AAVpro® CRISPR/Cas9 Helper Free System (AAV2)

- HYYHO| F2 AAVE 0|&5}K in vivo genome editingdf] H&

- Transfection0| 0212 MZF (2E, HIE2E A1IE)9| CRISPR/Cas9 genome editing %X
« Cas9 CHEHEI0| Z20| M2} 252 A|AR &

AAVpro® CRISPR/ Helper Free System (AAV2) AAVpro® CRISPR/ Helper Free System (AAV2)

(Code 632619) (Code 632608)
e .( ! w
NLS bGH poly(A) signal
\0_}:[_ - ] i SNASateld

]
5'ITR 3R naH oy
cMV  CmV NLS DYKDDDDK U6 sgRNA Poly(A)
enhancer promoter tag  promoter PAAV- Guldo-lt -Up Tail
pGulde |t Down
&M 5ITR
! 106 59—4 z 615 bp. 4,|
CMV Promoter CMV Promoter

« Single vector system

« Two vector system
« Staphylococcus aureus F212| SaCas9 (3.1kb)

« Streptococcus pyogenes R212| SpCas9 (4.1kb)

Code H=Z3 Y
632608 AAVpro® CRISPR/Cas9 Helper Free System (AAV2) 1 Kit
632609 AAVpro® CRISPR/Cas9 Vector System 1 Kit
632619 AAVpro® CRISPR/SaCas9 Helper Free System (AAV2) 1 Kit
632618 AAVpro® CRISPR/SaCas9 Vector System 1 Kit
6666 AAVpro® purification Kit (All Serotypes) 1 Kit
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r X4 For RNP complex delivery

sgRNA2t Cas9 THEiES Ribonucleoprotein (RNP) complex SEZ M[Z0f| =¢

- Active Cas9 protein HEIZ =t =M HLt =11 off-target effectE Z|Astst

St gene editing0| 7ts
Hrt 29I RNP deliveryS 28t Guide-it™ products

Viral delivery 2Lt | 2Het RNP complex2| =

Gesicles
Guide-it" CRISPR/Cas9 Gesicle Production System (Code 632613) N ;:_‘,’» 1 p
o' SR Y
* "Gesicles2 0|9t Casd—sgRNA RNP complex =& '; ;) i
« Broad range of cell types: VSV-G lentivirus2t FAIe EMO = wf ;°\Yg;srigc;es
CHUSH M2 M8 Jts

« £35| stem cell (human iPS cell) genome editing= 2|8t £|112| MEH|

—

Target cell

* Gesicles: Glycoprotein nanovesicles

Electroporation ready Cas9 protein #
Guide~-it" Recombinant Cas9 (Electroporation-Ready) (Code 632640)

« Electroporation deliveryOf| Z[&3t &|0{ Q= Cas9 THEiE

» Guide-it" Complete sgRNA Screening System (Code 632636)2 S| At5HH Z| 19| &8

Lenti-X" CRISPR/Cas9 System

Lenti-X" Tet-On® 3G CRISPR/Cas9 System

- TS 80| &2 LentivirusS 0|23 M L =

- Lenti-X" Packaging single Shots*S 0|&5t0{ 11%7t2| Lentivirus %
« Constitutive expressionzt inducible expression Et! MEH 7ts

pLVX-hyg o
= &

\ g Lenti-X" CRISPR/Cas9 System (Code 632629)

singe Shots (VSV-G) « Constitutive Cas9 expression
oo = cell line . . = =
S55) Lenix 20T el » Linearized sgRNA 251 HIE|Z 0|23510{ ZH:
l sgRNA cloning
OS50

&

Hygromycin selection !or . ™

st s s < ? - \ |/ amxeageg Lenti-X" Tet-On® 3G CRISPR/Cas9 System (Code 632633)
Single Shots (VSV-G]

Target cell line

HIg{2 XX™F A Al olT
P o o P = » Casg s &SI M = =
expressing sgANA (EasoeSesso9) T 0%9 Lenti=X 293T cell line 2= = I' | | s

Lentivirus

&
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Your target cell line

o
I
0

o= =
Cas9 X|& LSO Z QISt off-target effect Z|A S}
Sk s prention @D @D @ * Doxycycline inducible Cas9 expression

Overview of the Lenti-X™ CRISPR/Cas9 System

* Lenti-X" Packaging Single Shots (Code 631275 2|)
- Lentiviral vector®F 211 293T cell0f| transfectiondt™ Lentivirus XMIZf £!
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Gene Editing

Step 3.

s — 51
2l OIX|Z 2= gene editing0| & &|A=X] &2l
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77}
Guide-it" Mutation Detection Kit (Code 631448) . :
Mammalian, plant, bacteria
« Cell sorting ™, ZtEISHA| gene editing 288 =0l e s
« CRISPR, ZFN, TALEN genome editing & mutation ZQ10]| £X
« M= Indel (Insertion and deletion)g Ztttoty MESHAH HE
Zhehet A3 ok
1 Terra™ PCR Direct Polymerase= 2 Denature & reanneal
DNA & 910] target DNA 5% — Guide-it" ResolvaseZ unmatched DNA =t
4
H
Key factor 1 }r
Terra™ PCR Direct 7
f
Polymerase - ; i f Key factor 2
. D’\IIIAJE:E’(QR - ) }f Guide-it” Resolvase
cell-direc °
. XM= W 235 + Unmatched DNAS
B Target DNA 5912 £2 QIA[5{01 FEHSHE
(mutation 9| = IZtAH) 1= ad
3 2 azE s 4 Agarose gel 7|52 Z DNA
DNA ©HH =2 MM HHE 22|5+0 mutation 24
Uncleaved
Cleaved
fragment A
Uncleaved fragment
\
Cleaved Cleaved fragment A :| Mutation (Indel)
fragment B Cleaved fragment B MME 10|
EfA} CHH| EFEISH mutation HE &8
Guide-it Surveyor
M1 2 34 5 6llmi 2 34 5 6l
Comparison of the Guide-it™ and Surveyor assays for detecting mutations.
1468 - < [T 293T cells were transfected with plasmids encoding Cas9 and a sgRNA specific for
291 - < geavage the AAVST locus. Transfected cells were harvested 48 hr post-transfection and mixed
<< cleavage with untransfected cells at varying ratios. Mutations were easily discernable when

produc

L J
Smear (non-specific)

using the Guide-it™ kit. In contrast, the Surveyor Assay (Cell enzyme) showed con—
siderable smearing, making it difficult to determine cleavage efficiency and reducing

the ability to detect low levels of mutation.

REREZE]
HC} 2445t stable edited cell lineS €11 ACHH?
et oo Monoallelic == biallelic mutation T Indel sequencing library &=t
nunui Guide-it" Genotype Confirmation Kit (Code 632611) Guide-it" Indel Identification Kit (Code 63144
+ Genome editing (CRISPR, ZFN, TALEN) 0|2

- CRISPR editing & MIZ£2| allele type

H:'O
EE

‘ Cas0 assay

= Uncut

- QL™ MO edited cell line &

Cut

2|5t genotyping

k!
MME Indel ME £M
+ Sequencing library HMtE 2ist 2E ME 78
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Guide-it™" for CRISPR/Cas9

NI M30| U2 YNS Guide SHLILL

Guide-it" Products for Successful CRISPR/Cas9 Gene Editing
Guide-it” CRISPR/Cas9 Al2|=7} Zlo] MES 832l 2R 7t0|= FHLICH That's Good Science!

CRISPR workflow

HEE 2

sgRNA CIXIQI XtAl5] 27| (takarabio.com/sgRNA-design)

sgRNA C|X}Ql

Guide-it"” Complete sgRNA Screening System 632636 503
Guide-it" sgRNA In Vitro Transcription Kit 632635 502
Guide-it™ sgRNA Screening Kit 632639 503]
Guide-it™ IVT RNA Clean-Up Kit 632638
_DebveryofsgRNeandCess
Guide-it" Recombinant Cas9 (Electroporation-Ready) 632641 100 ug
Guide-it" CRISPR/Cas9 System (Green) 632601 1 Kit
Guide-it" CRISPR/Cas9 System (Red) 632602 1 Kit
Guide-it" CRISPR/Cas9 Gesicle Production System 632613 1 Kit
Gesicle Producer 293T Cell Line 632617 1 mg
AAVpro® CRISPR/Cas9 Helper Free System (AAV2) 632608 1 Kit
AAVpro® CRISPR/SaCas9 Helper Free System (AAV2) 632619 1 Kit
AAVpro® 293T Cell Line 632273 1 mQ
Lenti-X" CRISPR/Cas9 System 632629 1 Kit
Lenti-X" Tet-On® 3G CRISPR/Cas9 System 632633 1 Kit
Lenti-X™ 293T Cell Line 632180 1 mg
Xfect™ RNA Transfection Reagent 631450 1.2 md
Guide-it™ Cas9 Polyclonal Antibody 632607 100 uQ
Guide-it™ Cas9 Monoclonal Antibody (Clone TG8C1) 632628 100 ug
Guide—it" Mutation Detection Kit 631443 100 &
[ndeliderifeaon ]

Guide-it™ Genotype Confirmation Kit 632611 100 2|
Guide—it™ Indel Identification Kit 631444 10 &

Stem Cell Gene EditingS I8t
Human iPSC/ESC Ui Hi X 2
Cellartis® DEF-CS™ 500 Culture System (Code Y30010) PG monolyer 2 Chet WHOR paing

« =2 single cell 4&&

+ Feeder—free 2710 X =& pluripotency FXI

> > >

DEF-CS HiX|2

» Single celllA St gene editing 282t selectiondl 2]

« Superior single cell cloning: expandable clone E&0f| X% Serial dilution, FACS, clone pickingS  qited cell expansion
0|23t single—cell selection
I 2 (ME=29)) 02-2081-2510 CH & X| A} 042-828-6525
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