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CRISPRCas9
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l Binding to target

A DNA Standard Marker
B gRNA #1
C gRNA #2 l
Double-stranded cut
D gRNA #3 (IOOIOOT JOom
E gRNA #4
F gRNA #5

UltraSpec-Agarose

Electrophoresis buffer (50x) CRISPR-Cas targeting DNA

FlashBlue DNA stain
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Corrected DNA sequence

Homologous DNA sequences
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Homology Directed Repair m
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CFTRE S EESH= gRNA HA|5}7|

CFTR S78At7F X% 2tXto| DNA AlA+d HIO|HE A8di 7I0|= RNA(QRNAE HA gLt
O] EQIHO|= AE139 601bp FES M AHSHO CFTRTHHAZ HMG| H[ZHIA|ZLICE gRNAS
A5 MY B8H AFX0M PAM £RIE FEELCH Of H4EZ2 RISHAM "NGG” PAM £
A3t streptococcus pyogenel| Cas9 2AE AFESHCHD Z7PISHL|CE O 7|0 AR &&= "N
2 72U REEE LIEHHLCE O]Z2 Cas90| AGG, TGG, GGG A|EAQ HZ HAER0 Us
AHEA08 Aot AS SELICH Cas92 HEZA DNA 7tE & stLto] Zgg = 7|0
PAM A|E 20| CHsl = CF HAtsHOF gfL{Ch

Otz gRNA OFIOM PAM A|EAE "AGG" Ol et ZHEOf X[RLICE O422 PAM £
o 5 oM 20nt7k EFZ A|FAQLC

1. Of2He| CFTR A|E20| &EY 722 QEO|ES 7|SRLCH dHAE 23l ol2] AT

AMBEAE JASLICH Example gRNA'Z E7[) Fof: B2 X|¢ZTl FL|X|TH DNAGY|
ME2 stLte] A5l FZL ot

2. Streptococcus pyogenes Cas9= I8t 5742 PAM B RIE H&LCE 1208 XAL ¥
FHo= DNA @72 W O 222 MIAYLICE FLf: 0] Cas92 PAM A|EAEMN
“NGG"E QUX|Ct= AE 7|t Al 2.

A TSI TTARCASAMAMSAMTATTT oM
3" ATGGATCTACAAAATTGTCTTTTTC,
Example gRNA
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Sample Name Target Sequence (spacer) PAM Sequence
Example CTTTTTCTGTTAAAACATCT AGG
ORNA #1
gRNA #2
gRNA #3
gRNA #4
gRNA #5
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HA #9 7He

Prepare
agarose gel in
casting tray

Remove end
blocks & comb,
then submerge

gel under buffer in
electrophoresis
chamber

@ Load each
sample in

consecutive wells

Attach safety
cover,connect
leads to power
source and conduct
electrophoresis

@ After electrophoresis,
transfer gel for staining

Instastain® Blue
or FlashBlue™
@ DNA stain.
Analysis on
white light
source.
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Gel pattern will vary
depending upon experiment.
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Concentrated Y Distilled
buffer water

p 5 3.

Agarose

B

Flask
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Caution! Flask will ke HOT!

1. Concentrated buffer(50X)& 1XHIHZ Tt=7| {8 Table A

2. 250ml E2t230] 1X HHE @11 agarose powderE

& LLCH (Table AR X)

3. BEtA3E FARX0 127 @10 SELUCL EEtA3E S8t O7t2A ZEO|
=0| =0t et Y W7X| 152 A2 FAte X0 S &FS| )AL LCE

4. 2G| 8E = 60°C WX MSFLICL

5. 80| A= s A 2T EO[of 17 O comb2 ZR L Comb Zg et
= Efo)o BAE =X Zoz & XFH 7R WEZE wellQ| fIX|7F (=00 IXISHA
By

Takle
6. Ol= M= 80| Aon Ejojo 21 | g Individual 0.8% UtbraSpec-Agarose™ Gl
=] Al c St ize o neentra 7 mt o
20 Ol =t 27 gt Cisa‘h'n:&:\r Bofen (B0 + wates + ggnto: = Vo
7‘|E|'|_||:|'. Ol [[H _DF_AEI-(‘)-I'O;I 7é|0‘” —E—Aol'ol Tx10cm 1.0ml 49.0m 0394 S0 ml
2 ml B ml 4 |

JEX| oA stLCH Tx1ldem 1.2 m 58.8ml 0.46¢ 60 m
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1X Diluted
Buffer

LO' 11' ' I

%S Muo| Ant E0|E DI FHE STBS HHTable B HE)S

v
—

Hr

9. 35uL Standard Dye MarkerE & HHM well0] 22 LICt F=H[SH ME 57HE LI well

of &L
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10. M7|SSEX|e] EHE HELILh H=ol e+, )0 SRA AZEA=A] =2

1. DASSEKX| 0| HESHH M7|BSS AIESLICE (Table C. 2] XYL #+& AlZH =X
12 25 Ol L 2o E201S Table 1: Gel Loading
ZAQLE DpEFSHL|C
245 s Lane 1 Tube A Standard DNA Marker
2 Tube B gRNA #1
3 Tube C gRNA #2
4 Tube D gRNA #3
5 Tube E gRNA #4
6 Tube F gRNA #5
Table Table T d Volt el
B 1x Electrophoresis Buffer (Chamber Buffer) C me “a)'g-/,%g‘;g: (,:)‘ nes
Dilution Electrophoresis Model 2
£DVOTEK Total Volu : M12 (classic)
il el e it | "
Volts Min. / Max. Min. / Max, Min. / Max.
et & 12 i) 20D ol Sol Do 150 | 15/20 min. | 20/30min. | 25735 min.
M1 (classc) skt Bml 3924 125 | 20/30 min, | 30735 min. | 35745 min.
Mee B e 75 [ 35745 min. | 55/70min. | 60790 min.
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FlashBlue £ 0|88t O}7I2A ZA HM

Concentrated
FlashBlue™ Stain
Wear gloves
and safety goggles
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1. FlashBlue (10H} &%) 10mI2t S/ 90mIE S2tA3A0| 10 S|4 AZLIC

2. Op7t=2A ALt WA ERO|E H7ISE YXI0A W LICH 7Rt EME Erjo] {0
Hor o n{ea "ojwal o)

3 OfF2 Staining(FM)EHS A0| 59| HZ B2 21 527 UL 582 8O
7HA ZH O %2 destaining(EM) AlZHS 2F5HA ELICH

5. 22 ME Me =R @A =ds| AYUS. o L2 # Zn HES 2

transilluminator Of| A{ ZFEHEFL|C},
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