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Effect of connective tissue growth factor gene editing using adeno-associated virus-mediated

CRISPR-Cas9 on rabbit glaucoma filtering surgery outcomes
Eun Jung Lee, Jong Chul Han, Do Young Park, Junhun Cho & Changwon Kee
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SaCas90| QIAlE

SaCas91t sgRNAE E5F HHSH= pAAV-Guide-it-1 vector (AAVpro® CRISPR/SaCas9 Helper Free System
(AAV2) (Code 632619) +4E)0| cloning SILt 293 packaging cell2 cloning®t vector?} phelper vector,

packaging plasmidE transfectionstl 72A|Zt = ZH4HEL recombinant AAVE  2|$=3510]  AAVpro®
Purification Kit Maxi (All Serotypes) (Code 6666)2 HX|st = HEHO| AtEsSILCE.

ot == Q= Rabbit CTGF-specific target sequenceE 24435t1, genome editinglfl E oot
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AAVpro® CRISPR/SaCas9 Helper Free System (AAV2) (Code 632619)
Staphylococcus aureus 22| SaCas9E 0|82t 1 vector CRISPR/SaCas9 System
- Single vector W SaCas9, sgRNA 25 Ha
NNGRR(T) PAM A E& QI43510] DNAS R EHe

AAVpro® Purification Kit Maxi (All Serotypes) (Code 6666)
CtYst serotype®| AAVE packaging cellZ2H F& % 1T FX|

EXHOl F& 9 A WAOZ freeze/thaw X ultracentrifuge 1M Q10| &= HEO|Z{A 2 &
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Deletion mutant of sPLA 2 using CRISPR/Cas9 exhibits immunosuppression, developmental
retardation, and failure of oocyte development in legume pod borer, Maruca vitrata

Al Baki Md Abdullah, Dae-Weon Lee, Jinkyo Jung, Yonggyun Kim
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FHIZl= PLA; (sPLAy)2| Al 3 EH3E &dlf 02| 2| 7|52 ABSIRALL M. vitrata 72| sPLA,
(Mv-sPLA,)2| open reading fame2 192712| OtO|-it2 S 3}SIH, signal peptide, calcium-binding
domain, catalytic site2 ZEgst QUCE Phylogenicst 242 S3ll Mv-sPLA,7t Group IIl sPLA,sQt 2t
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Guide-it™ Complete sgRNA Screening System (Code 632636)

Streptococcus pyogenes F2{2| SpCas9ilt &7H At =+
- sgRNA /n vitro transcription, 24 4= ", 232l 1

et =l sgRNAS| /n vitro screening2 Sofl, A MZE A 0 sgRNAS|

L 2 ALY = As ME
Guide-it™ Recombinant Cas9 (10 ug/u2) (Code 632678)
sgRNAL} 84| = sto REXRHHEO| 7tset 1828 SpCas9 endonuclease protein



https://www.takara.co.kr/web01/product/productList.asp?lcode=632635
https://www.takara.co.kr/web01/product/productList.asp?lcode=632640

https://doi.org/10.3389/fimmu.2021.715000
Establishment of TP53-knockout canine cells using optimized CRIPSR/Cas9 vector system for
canine cancer research

Kiyoung Eun, Min Gi Park, Yeon Woo Jeong, Yeon |k Jeong, Sang-Hwan Hyun, Woo Suk Hwang, Sung-Hak
Kim & Hyunggee Kim
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a - b TP53 #51 gRNA
Step 1: Candidate gRNAs w/ PAM seq. GTTTGGGGTTCCTGCATTCC GGG

(CRISPR Target finder program, Feng Zhang's Lab) TP53 Exon3 CAAACCCCAAGGACGTAAGG CCC

e Y e

177 candidates targeting canine 7P53 gene

TP53 #30 gRNA
CCG AA TACC
GGC TTCTGG

Step 2: Close to N-terminus
(Within 1~3 exons)

61 candidates

Step 3 : Less off-target binding potential to genome
( gRNAs < Max score 30.2 using BLAST )

TP53 #30 gRNA
19 candidates

Step 4 : Less binding potential to other transcripts

U6 sgRNA EFla Cas9 EGFP

o TP53#39 gRNA TP53 #51 gRNA
CRISPR/Cas9 A|AH”IDf 22 FH 33 7|a2 2 A0
sutdoz ALEE = ULCE 2 7Sl & ZEO sto| A
Yol MuE ey Eot ZxED UL 2 ==2 = tumor suppressor gene
= SILEQl tumor protein 53 (7P53)2 EtZCE dt= %|FO| CRISPR/Cas9 A|AHIS Zitstn, & A0
287ts%t TP530| knockoutZl canine cell2 N ZSHRULCE O|E 2[dif TP532 EHHSZE SIHME off-

target effectE ZA0C =2 FUSI= 352 sgRNAE 0|83l CRISPR/Cas9 vectorE 5t RALL O|= &
= vectorg transfection®t F| £otst ME =%, 3™ 540 it LY, 238t genomic statusOf 2
ootz =8 locusOl indel mutationg Z&5t= HERE clones RALCE HMZEfSE TP53 knockout MZE F,
TP53 gDNA #3012 2 knockoutE M|ZE (TP53KO#30)= /n vitroRt in vivo 250 M oncogenic activation
810] non-cancerous phenotype2 LIEHE & OfL|Zl, off-target mutationsS HO[X| QEQUCH EESH
TP53KO#53 M|ZO0|Af HMZ =l O]4 7|&& s8S ALE & === CRISPR/Cas9
AMAEE 0|88l canine cellofAQ] 7p530| ZutA 0|1 S0|Moz HANz LSS &QIsign
CRISPR/Cas9= O| &%+ 7P53 knockout cell0] & X[2X LS s MZ2 oncogenic functiond} =1t
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Guide-it™ Mutation Detection Kit (Code 631448)
CtYot ™A HE 7|22 ==l BO| (insertion and deletion, indel) 22!

DNAZl mismatch& E£3%t mutation detection0f 2R3t RE FHE ZET
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Microglia ferroptosis is prevalent in neurodegenerative disease and regulated by SEC24B
Sean K. Ryan, Matija Zelic, Yingnan Han, Erin Teeple, Luoman Chen, Mahdiar Sadeghi, Srinivas Shankara, Lilu
Guo, Cong Li, Fabrizio Pontarelli, Elizabeth H. Jensen, Dinesh Kumar, Mindy Zhang, Joseph Gans, Bailin Zhang,

Jonathan Proto, Jacqueline Saleh, James C. Dodge, Deepak Rajpal, Dimitry Ofengeim, Timothy R. Hammond
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H xFE Hois bzl (Parkinson's Disease, PD), o &d &M Z3H5 (Amyotrophic Lateral Sclerosis,
ALS), CtEd d3H5 (Multiple sclerosis)E HIZSH 02| 414 E[dd Hetat 30| AW, & Y
FHME HE SESHA 7IX|2 U= microglia 74 7+ B2 FS 2Lt SHX|2H HO| TpstA|
ZHLAS 2| microglia 2 de|Hel g 2| 0|X|= ol tishM= ™ UK At 2
==2| MAS2 microglia 7} iron-dependent 2t MZ ALE S0l ferroptosis Off O1? FSICH= AS
2O ECLt. Ferroptosis 8 RSt = HO|A hiPSC F2H2| neuron, astrocyte, microglia & 7|

Hi SRS M, microglia & ferritin ‘Y& =& Z7I glutathione homeostasis &dli 3 cytokine signaling
MY S 20| ME MEf7t SH5HAH HS3UCt PD oA O| A1t FAFSH ferroptosis-associated
signature (FAS) microglia 7t ZHE|R{ 12, O £Z2 PD A} &l MEZ 0|8%t 2 AZE
AFOME ZHIE|HAM ferroptosis 7t B HLE AHE £ UCh= 7tsdE EQELE & ==200XM=
genome-wide CRISPR screen 2 &3l ferroptosis 2| M2 ZHEQIXIQl vesicle trafficking gene SEC24B £
Sr5{RICH 3 small molecule screen & &9l ferroptosis & XttHs= HE 22 S2HE X|F5HF2
15 d5= 00 YoM ALEE|D UCE O HIO|H & ferroptosis 74 MZ AtEIF FS0| ZA Mo
QIX[SHH, microglia 2F CHE k| MZO|M O|F AME =M 4E EHY 2E XR2d5t= MER

YHZ MEE + USES AlASLE
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Lenti-X™ 293T Cell Line (Code 632180)0| 80% confluency 2 HI YA S O, XM ZAtS| 7t0|=0f 2t
Guide-it™ Genome-Wide sgRNA Library Transfection Mix (Code 632646 T+4&)Z transfection St %L},
72 M2t S 3Ol AN HiY HBHS 2|$=510f 4 °COM 1022 500x g B HHZEET =, R =
Lenti-X™ gRT-PCR Titration Kit (Code 631235)2 HIO|2{A ATLE FHHYSIALCL LIHX|[= RetroNectin®
(Code T100A) ZEEl plate 0| Al microglia 2 transduction &/ 20, Guide-it™ CRISPR Genome-Wide
Library PCR Kit (Code 632651)5 0|83l sgRNA ME ZE F NextSeq500 Ol Af £ £| ALt
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Guide-it™ CRISPR Genome-Wide sgRNA Library System (Code 632646)
Brunello libraryE 7|8t2 2, human genomeOA H3 5= 19,0007 FTEXIS| oY A32|Y
Zt QEXE 4709 sgRNAS E&stH, & 76,000712] sgRNAS 0|83 =X M E knock-out
23z2|d & BMES 2+ Guide-it™ CRISPR Genome-Wide sgRNA Library NGS Analysis Kit (Code
632647) M& A&

RetroNectin® (Recombinant Human Fibronectin Fragment) (Code T100A)

Lentivirus, Retrovirus®| SMAI =@ && =2CH3ISI= transduction enhancer
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