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8= HiRL
A SH2 DNA -20 °C
B Cas9 -20 °C
C gRNA A/C (S AU ZEl) -20 °C
D gRNA B/Scramble (&Z X & ER) -20 °C
E gRNA D (SZUZHEN) -20 °C
F DNA ®EZF 0OFH -20 °C
G M+d HIH(Reconstitution Buffer) -20 °C
H Enzyme Grade Water -20 °C
| M 24 8 (Gel Loading Solution) HE2
Alo}

UltraSpec-Agarose
Electrophoresis buffer (50x)
SYBR® Safe Stain

FlashBlue DNA stain
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Figure 1: Watermelon then and now.

Image Sources: Left - Painting by Giovanni Stanchi, Watermeions, peaches,
pears and other frult in & indscape/Right - Plxabay images.
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CRISPR

CRISPR-Cas= HIO|{A 340 CHet

o
Y TANoE HEEH: e T

= 282
£ = ME(Clustered Regularly Interspaced Short
Palindromic Repeats)2 2|0[gtL|Ct. O] &l ME(RHF=E S0 ME0| Z3)2 HH 2|
OF DNAO|AM XM o2 UAHELICE 2t gt MY2 AHO[Mata E2|= DNA 250 25 2
2|20, 2t 2H0|M= ARt MEE ZHX|2 A& LICHFigure 2).
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Figure 2: Bacterial CRISPR Region.
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AE SlME QIAIBD 1 DNA USE AF0] 0 —%2%
Of LiEHE mf QIalgh &= A EL|Ct 2H 2|0t Hiol ‘

2 DNAE %419 DNA CRISPR E90| = AHO|AO

&L Ch AHO|MIt XtH HiO|{A X E9| [O|E{H|O
270 gLtk AT 0] M( HFOIEM DNA)= CRISPR A€ &

Bmdmg to target

1Ll

of & U= Cas(CRISPR & @A)t ZATtE|of US|
Ct. ALO|M M1t Cas CHEHZAO| THH| HHE 2|0t B Y
A g9gES 20HH sl

1 Double-stranded cut
OO TN
K& =Ql 80| XAZS 7Xsl7| Qs E|2/ots AHO]

Figure 3: CRISPR targeting and digestion of DNA
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StLCH O3 ChE Cas &47F gRNAO Z2tst "2 Y & L|Ct gRNA-Cas(ZEHX S92 CRISPR-Cas
2l gh= M=ZE WE [MSOtCteL(th 2HeF AMOolM MEd LX|St= 22 DNAE EFLHH

gRNAZ} O3t H7|¥S O|F1D Cas 2270 HYAS Azs =Z4UO HOHA SHE Sl

Ch(Figure 3). O] A[AE2 RNA 2H[O[A ME0| S0|XQl DNARH H2tj2 2, CRISPR-CasE &4l
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2LH CRISPR-Cas?t CHAO| ZTstH DNAE EESHA Xt27| Qo 38 MEES AHEELICH O
MEE Z2EAMOIM 1Y REIZ = PAM MEO0|2td FLCL MZ CHE Cas 84= CE
PAM MYEZ QIAIGILICE Tt 29| AF8E[= Streptococcus pyogenesOlAf F2fst Cas9= 'N'O

£ W E0|E 7|7t E & UE 5-NGG-3' PAM MBS QIABHL|Ct O] PAM AME2 gRNA

o AUBO|H Cas A0 DNAZ XS QXIS X|A|gL|Ct,

!

fot

CRISPR-Cas?t DNAE #H

BEXoISL XS 5 As

Ot
=

[

CRISPR-Cas targeting DNA

rot
i}

O

pd

>

>
i
0z
N
>
o
mwoor U
o
n =

rg
>
=0
=
Rl

ki

_Q_I-
AT
>
0=
Mo

o o

l

RRRRR £ 11311110 IO )

ne mot
0x
0=
Mo
Jo
ML o
k=)
2
=
HU
Ho
N

-
finl
re
ol
Ral
ujn
rlo
qo
=
Pl
1o

Z278st1, £ DNAE

CRISPR 7t0|= E—
repair mechanisms attempt
RNA(gRNA £ A 7:||O|'_T'_ BE A / to repair double stranded break

_ N Homol Directed Repair A S
M LHO| ZéBHstol AFOFO) ogy oo & mmm

2 WOl geetel Jort $OR OO
'EjOA DNAZE m8Xo=z

b4 G LI l
Loss of function  [ICCCI OO COTEIL TN

mutation

x
e
_>'-|_

d mjo o>

|ru

>

ox o> mjo
e nr

Tuot
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FO: BE I2t I 2F 2o MYHO|H AN EX] Y = ASLICL of2f AFHAE F=H|
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1. SH2 DNA(FE A)E dliSeLICt 87lie ¢ =27 FHO| "SH2 "2t E7|5t1 ZHZHo| 80uL

N 2FELLCL

2. 29| Cas9(RE B)E SHSELICL 870l WUEE7| KHo| "Caso"2tD E7|SHD 60pLd £F
gt

3. B2 AURE 1) 30uLE 8712 REO F7|1 "eLs"2tn ®Z|gLC ZF AEH 1712 &
"ot gagr}

gRNA(FE C-E) =H|

Fo|: ALE oF 1AI1ZH Hofl EH|stn HF f{ofl EohEL|Ct.

1. IM EE0| RE di=to Qx| ZolgtL|ct DX UChH fME2|7|0NM XD =2 20
Z 59 SE|HU MY fl0l FEE 7HEA FERLULC

2. Zt §H HiEo| 1N SO 150uLl| X d(reconstitution) HI{(FE G) E&LICt

3. AE7} 12 3¢ 3lE =8 ELC}

4. DN|7t 2tHS| o W7X] REHE &IIEC 2 MA| X|AHLL 30x FO SHAMGI ARE
E ASLch

5. Zt T{5=3tE gRNA FEO| 150uLe] & S3 Eenzyme grade water(RE H)2 E&LICt

7. 87H2] {FE0f| "gRNA sc”, 87l10f "gRNA A", 87H0]l "gRNA B", 87H0{l "gRNA C", 87H0{| "gRNA
D2tn &Lt

8. gRNA A/C(RE C) 20uLE "gRNA A" SE0f, 20uLE "gRNA C" SH0| ZLIC}.

9. gRNA B/scramble(f2 D) 20uLE "gRNA B" S E0f, 20uLE "gRNA sc" FHO| ZL|Ct
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10. gRNA D(FE E) 20uLE "gRNA D"
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Summary of Biologicals and Reagents Required for Each of the Six Groups
: for

Component Label 6 tubes each each tube

A SH2 DNA “SH2*° 80 pl

B Cas9 "Caxs9” 60 pl

C gRNAAKC "gRNA A "gRNA C* 20 pl

D gRNA B/Scramble "gRNA B” "gRNA sc” 20 pl

E gRNAD "gRNA D* 20l

F DNA Standard Marker Marker Sl

G Gel Loading Solution GLS 30l
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o] ZE0AM G222 SH2 |FTXI2] DNA ME G|O[E{E A3 gRNAS HAE ZYULICt
Ofefof FHAHE SH2 RHXtel 2R ZHO| ASLICL gRNASE EA57] 2Isl HA ERU ME0A

PAM 59| #ojof gL|CL. 0] MHEHO|AE 5'-NGG-3' PAM H & QIAstE= Streptococcus
pyogenes 2{2| Cas9 2L E AFETHCHD 7PERLICE 07|14 "N"2 2|o| wEYIEOIEE

LtEHLICE.

0]= Cas97t AGG, TGG, CGG K= GGG MY HIzZ AR (5" #eho| Moot Agtsicl= oo el
LICt. Cas97 4 EXQl DNA 7I5 5 ol Z0|E AT = A2 UZ 715 RFOAM PAM
MBS Fofof TLILCE

ofzfofl OlA|Z 3tLte| gRNAZL MAIE|0| QAELICE 0E|7|)\‘I LMoz ZXE PAM ME2 TGG
O|H, Ol= F9 7i=tofl IX[RLICt w2t EtZl ME2 PAM £2 4/ 20 nt0|H 0| ZER
H2A|E|0| AFLICE

1. Ol SH2 MEQ| dHEX wEYEO|EE 7|ESHML. M& 37H= o[0] XY™ ASLIC
2. Streptococcus pyogenes Cas92| 47 PAM £2IE X0} DNA A Ho| S2I0|2 HEA|SHM K.

F9|: 0] Cas9= NGGE PAM A€z QIAIShL|LC},

5/ - TTTCACTGCG ITCAGCAAAA AGTGAATTCT TGGTTACTGC
LEVELETEEE FOErer e Ferrereerr tererrrird

3’ - AAAG

ATGAATAACT TATGGAAATA GACCTTAGAG TTGCTGCATG

LEEEEEEEer errererer eeereerer EeerrrenT

CEEEEEEEEE teerererr e reer et rerer
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3. Zt PAM B2 4F(" dol A= 20712 w22 LEO[EE Hot RES 1242, 0[AH0|

« M

EtZ MEYLICE 5-3' YE2= MBS ofzf &0 7IFSHMIR. Fol: Sttt 7tEe| F2 2EZ
o

Sample Name Target Sequence PAM Sequence

gRNA A TTCAGCAAAAAGTGAATTCT TGG
gRNAB

gRNA C
gRNA D

O|A|_|:
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0] BE0|AM+£ Basic Local Alignment Search Tool(BLAST)S ArE3t0{ 2E I0|A 2QIst 6712
HTHE gRNAS| Eo|dg =olg ZQULICL BLAST E=F& AMEXE7L X|H3H DNA AMEat
GenBank HIO|E{H|0|A2o| BE MH Zto| ZA {AMY FYS HELICE ¥ GenBanks #HE|
2E ME 2ME DNAE Z8dt= of2] Ho|EHHI0|A2 F/YE|0] LELICL BLAST 802, AlE
o4 ME2 HO| MYB(query sequence), HIO|E{H|O|AS] ME2 ERM  MY(target
sequences), 12|10 A MY FASH ME2 | E(hits)2tn TLICL 0] HE0AME National

Center for Biotechnology(NCBI)O|A |3 dt= & MHAE 0|8Y AYULIC

1. https://blast.ncbi.nlm.nih.gov/Blast.cgi & ®250{ NCBI BLAST H|0|X|2 O|SgL|C}.

2. BLAST E3}HO0|A "Nucleotide BLAST"E Z2lgtL|LC},

3. M 2HHOM "blastn" 0| MEix|0] =X =QIgL|CE

—

Enter Query Sequence
Enter accossion numbar(s) gi(s), or FAS)

4. B 10M HMSE sH2 FHX 2RO HM 72 EOIE MBS - 3 S YHYLICH

TTTCACTGCGTTCAGCARAAAGTGAATTCTTGGTTACTGCATGAATAACTTATGGAAATAGACCTTAGAGTTGCTGCATGAT -
T}\TC}\CMATCRTTGCThCMTATCI!‘T&TMTBGTTCTTTCGACCTCGCBT‘I‘ACATP«TATMCTGCMCTCGTI\GTTC
(IMAGE 3).

[ blastn | blastp | blastx | thlastn | thlastx

BLAST!
Enter Query Sequence

Enter accession number(s), gi(s), or FASTA sequence(s)

TTTCACTGCGTTCAGCAAAANGTGAATTCTTGGTTACTGCATGAATAAC TTATGGAAATAGACCTTAGAGTTGLTG
CATGATTATCACARATCATTGCTACAATATC TTATAATAGTTCTTTCGACCTCGCAT TACATATATAACTGCAACT
CGTAGTT(

IMAGE 3

Ml

Ho

5. "Choose Search Set" Of20f| A "Standard Databases (nr etc)"7} MEHE|0{ Q1 EEC}

* O] 2AO At2L mEXOl 2Moz0t AMRE|0{0F &0 HZ|= EDVOTEK, Inc. Of Ql&L|ct.



OIM "Nucleotide collection (nr/nt)"0] ZZE|0{ Y=X| =QlgtL|ct. HHX| 52 H9ELCt

(Image 4a).

6. "Program Selection" O}2i0|A "Highly similar sequence (megablast)"E ME{gL|Ct(Image

4b).
4
IMAGE 4
Choose Search Set
Databaso ©OStandard databases (nr etc.). ~ (RNA/TS databases ( Genomic + ranscripl databases  Betacoronavirus
4a. r I Nuclootde colecton |nefnt) B L3
Org ancluda *
Optiora!
Entor organism common name, biromial, o Wx id, Oy 20 100 Laxs will ba shown 4
Exclude Models (XMIXP)  Unculiured/environmental sample sequences
Opvona!
Limit to Sequences from type material
Entrez Query ToulE3 Create cusiom database
Optiora’ Enter an Entrez query 10 Imit search i
Program Selection
Optimize for © Highly simdar sequences (megablast)
m More dissimilar sequences (disconbiguous meogablast)
Somewhat similar sequences (blastn)
Choose 8 BLAST salgorihm &
v
7. OHEtM "BLAST" #2| ¥XE E8gL )
8. "BLAST" 2| #4XE E8stH ID H=7t FAELCL L3S0 Z2IE =g = A=K 0f

= E 7|5gLCL

9. BLASTN ZAM E1ME ZEFLICE E1Moj= CtZ0| =gHEL|C

1=
i
rE
4>
o
o
N
Hl
oot
i
oY
1=
o
12
i
1

a. BLASTN & M (Image 5a)

b. BLASTNO|AM MES Hug WEHE X[¥E = A= FILTER RESULTS 44 (Image 5b)

K IMAGE 5

BLAST = blastn suite = results for RID-CCKCBFTVO16 Home Becod Rewlts  Sared Sirateges  Melp
p— s Seanchiumemnary v ow (o rewd s report) @D BLAST ulpVideos  "DiSack to Traditional ysdo Pegy
.
’a] Job Title Nucleotide Sequeece Filter Results -

RiD MGRLEETVOLE Sesrchogieiondb?istlon Doanlopd Al v

Program BAsSING #atien v CXRIRION . enly top Dmilcyyen "”u.“‘

Catabase at  Seodenpils v mb, inddor gy

Query 1D I Query_12233 +Add argansm

Beacription Hooe Fercant Idertity Evalue Quary Coverage

Molecute t dns \ > ;

e i ine L o ] to
Query Length 10 | | |
Other reperts Distande tree ol results WA viewer © m | Rovet I
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c. CIojE{Hjoj2e] ME T Eo| MEd {olOjgt ME 4382 71T 2E ME0| EAEE

DESCRIPTIONS MM (Image 6)

o =
CIO|E{H[O] & UX] MBI HO| MES HEES EOFE GRAPHIC SUMMARY A4, Axp A
o 21 A HH} (=) o 24 A= L|
42 B2 =0 met cr=2n], g2 7P =2 dE B+E UEHHLICHImage 7).
re
IMAGE 6
< phic Summary Mgrments Tananeemyy
Sequences preducing significant alignments Downlead ~  Manage Columm - MEE o
B selectell 200 sequences seiected Geofank  Cieehic  Ditance tae elsauls
Mo Tol Gy € Pax - -
Begcrpton [ — r-w' walee oy oot
[ed marm B =yt Ot A WP Gl cma i agieashn Ases roe uiued o e gare n ol segerce M 24 W Tele 0000 ASSSINLY
a2 orantoe suna Giten TG0 A0S g penrroschontais Leoe st (boutad guts. Sacial sy B B BN TeJE 10000% AFRAANIGY
Tea mwrea sl owpes bttt N ADPCleone ovcohonetoniess o setusl (3 en iend| acne. sathsl sopenie EH 2 B TedU TO0DEN ALRMILSEY
Lmn murrn Sl s Ol AT T4 ALK e o o s Ve e SUCul MY LOMA 10 e [ T s 2% M W% e NN AFIeD)
B Zeamove stn s o) AOP 2 005 DN OnoNONcee Lo SUCUnit UMK 12 Jene. COT Soouence my AN R el RN AN
Jmn e by oy Erest O8E ADD clizes rp st o e bawe bape m b s i gew (0l e 2 M WN 272 GATIN AFLaninly
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Z03.00/E LG SN A MOIH ALE. fucest S-I0000s T0NGN0 K0 Suliet SORICLEOT | OOE. DR S0CLNLe R W w72 RIS
B Dmimwr sakon e wltent MTAIVEAOP ghaase (enc ungl o s bege el 0 uked des o s 2 WM M% eTd WTPN AL
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re
IMAGE 7
Bl o
© haver sosew the 10 b OO 1 itow Clgrawod MgrwentScorms <% We-% D Eean B= @
IWseveeins soiend @ o ) )
Distribution of the top 28 Blast Hits on 28 subject sequences
i I | I 1 1
i an - o9 ® g
>,
Sk 2 BE 2o 21 =2 HdJ
e. Zt BLAST 3|E0] CiEt ¥ S5 E0FE= ALIGNMENT M. ZF HE SE9| AZ HEZ0
— A A o
= i H=, 7l ME 2XE, HE 01I1\1°I S =, Ho| MEu tiY ME Atoje] wekd

0| 29%|0 AELICH(Image 8).
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f. ol MEO| =HE W=HE EHFE= Taxonomy 4H(Image 9).

Descriptions Graphic Summary Algamaents

m Organism l Taxensmy

2 poquancas colocred @

IMAGE 9

Organiom Blast Moo  Soore  Number of His
i W0y H
fmamns WOC00t 2
B YT ok s 2 Zoa mays subsp. mays hits
. 2em M TS w z IoIrJ,\-\

12. O] ZHMZ £33t 5 %|M2| S|EE Zea mays subsp. mays cultivar ADP-glucose

pyrophosphorylase large subunit (shrunken 2) gene®{OF £tL|C}. O] RFX}2|] HFHO| o2 7HY
3 AX|Q, RF FUSH CHHE(ADP-glucose pyrophosphorylase large subunit)2 3Y g AL
ct.

13. O|H| CRISPRZ Xt22{= |TXIO| CHoll AR 282, 4702 FHIHE gRNA ZtZHS BLAST
olM 7:1*"o|| BASLICE ZF gRNAO CHEE x| 49| S|IEE Otz Table 10] 7|E35t4Al2. gRNAE
BLASTO|| =g M= 5-3' WIFo= Ys|of eL|LCt.

TABLE 1

gRNA Top Hit
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0] EENAM= Cas92t ZE I10IM HASIL =2E NoM ASS 4742 7P So|HY
gRNA(gRNA A, B, C, D) ¥ negative control2 AI2E|= 2E2| M (nonspecific) gRNAE At
5t0] SH2 |RTXE HThgd AYL o

: 1 V 2. 5 3. N\ 4, '

D
;i z 0° = 0° & 0
LABEL DNA

LABEL microcentrifuge Use a micropipette to ADD 10 pL of Cas9 to Use Table 2 below to

tubes A-E for the five ADD 15 yLof SH2DNA | tubes AE. ADD 15 pL of each gRNA

CRISPR-Cas9 digestions. | to tubes A-E. toits respective tube.

Put your initials or group

number on the tube.

) ) NCUBATE . N
5 I TAP 6 I 7 ADS: gg‘ I "
&
Loadng
souton

CAP tubes AEand TAP | \NCUBATE tubes in a 37°C | ADD S pL of Gel Loading | CAP tubes A-E and TAP

gentlyonthelabbench | \ater bath for 30-60 min. | Solution to tubes A-E to gently on the lab bench

to mix and collect con- (Alternatively, tubes can be | stop the reactions. to mix. PROCEED to

tents at the bottom of incubated in a 45°C water Module IV: Agarose Gel

the tubes. bath for 15 min.). Electrophoresis.

1. HdE87| REE AREH EMX| ®7|&LCL

2. Oro|3 = T3S A8 SH2 DNAE 15uL ¥ 912 A-E FEO| Z2Z &Lt

3. Cas9 10uL ¥ A-ERE0| E&LCh

4. Ot2f Table2 EE %13 Z} gRNAS Y2 FHO| 15u4 &L CE

5. REo| FHE B MYHIO|E 20 44 XM &S0 {FE HE0| ZO|=& TLCL
6. 37k HFE &2 X0 30-602Zt FHELICHL (E= 45k =0 158 HHELICH

7. 5uL 29Y 8% (Gel Loading Solution)g A-E §H OiCt F&L|Ct

8. Fds Tn MAEHO0|Z flo &4 MM LHES0| FE HiEO| RO|=& gLCh
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DILUTE concentrated (50X) elec-
trophoresis buffer with distilled
water to create 1X buffer (see
Table A).

MIX agarose powder with 1X
buffer in a flask (see Table A).

3 3 s
A .:
DISSOLVE agarose powder by

boiling the solution. MICROWAVE
the solution on high for 1 minute.
Carefully REMOVE the flask and
MIX by swirling. Continue to
HEAT the solution in 15-second
bursts until the agarose is com-
pletely dissoived (the solution
should be clear like water).

While agarose is cooling, SEAL
the ends of the gel-casting tray
with the rubber end caps. PLACE
the well template (comb) in the
appropriate notch.

ADD
SYBR Sufe

€0'C
&2

Before casting the gel, ADD
diluted SYBR® Safe to the molten
agarose (see Table A) and SWIRL
t0 mix.

POUR the cooled agarose solu-
tion into the prepared gel-casting
tray. The gel should thoroughly
solidify within 20 minutes. The
gel will stiffen and become less
transparent as it solidifies.

1.50X HM7|9 &

HIE SRTE

5|M510] 1X 5 HS TSLICH(Table A HX).

"A" | Individual 0.8% UltraSpec-Agarose™ with SYBR® Stain
SR | rpls et et - o [RGRST
7x7em | 06mL  294mL 024g 30 mL 30 pL
10x7cm*| 09mL  441mL 036g 45 mL 45 L
14x7cm 1.2mL S588mL 048g 60 mL 60 L

2. Eot230] op7t2A 7hRQE 1X HEHE 4

3. =0|7| I8}
2|x{0f
Stofof ghLich).

202 I.

gdS gLl

*x O] 2M2 AFE2 18X Ql

MELICL OtRAT} 2HE| 58

HRH AR 12

& LICHTable A EX).

7H 71%L L

=
S m7tx| 15% ZHHo

. 22235 FOsiA HU

E A% 7tEgLhE8Y2
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4. Ol7I2A7L M= B0 M casting EZ0o] 22 1T OPHE LSELCH ¥ HES(comb)

Al
HAEst g0 nELct

Ul
2
mjo

7] Mo =9l of7t2 A0 3|AMEl SYBR® SafeS 2 1l(Table A £ZX) ¥ X0f A&Lch

CHESH x| =& Foj ELICt

8. 4 9. % 10.
:. . 1X Diluted
Buffer
Take particular care when tray) into the electrophoresis

Make sure the gel is properly
oriented in the chamber. LOAD
the entire sampie (35 pi) into
the well in the order indicated

removing the comb to prevent
damage to the wells,

chamber. COVER the gel with
1X Electrophoresis Buffer (See
Table B for recommended
volumes). The gel should be

by Table 3, below.
completely submerged.
TABLE 3: GEL LOADING
Lane 1 l DNA Standard Marker
11. ﬁ 12. 2| TubeA-gRNAA
3 | TubeB-gRNAB
CONNECT leads to the power 4 | TubeC-gRNAC
source and PERFORM electro- s | TubeD- ERNAD
phoresis (See Table C for time | Tube E- Scrambie gRNA
and voltage guidelines). Allow s - —
the trackin to migrate at
PLACE safety cover on the unit. O Vo 13,

CHECK that the gel is properly least 3.5 cm from the wells.

casting E0|0] RELICL A2 20= Lol &3] Z0{of

oriented. Remember, the DNA
samples will migrate toward the
positive (red) electrode.

After electrophoresis is complete,
REMOVE the gel and casting tray
from the electrophoresis cham-
ber and proceed to Step 14 for
VISUALIZING the agarose gel.

8-9. combi} 2 0O}7

=2 F MHo| o] 22 E0|E 21 1x HHE XHZLICh HI &

i
22 Table BEE FgtLcCt
10. Table3& FZdll Z Lanel| MES 35uL 2L THL|LCE

11-13. 582 B1 MAISEX 0 AZsIn HI|FSS AL

*x O] 2M9 ME2 1
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Talele Takte
8 1x Electrophoresis Buffer (Chamber Buffer) C Time ‘ﬂ?ﬁ:g‘d‘l"‘"’*’
ot Ehctroprarng Modd
EDVOTEK Totl Volome | ¢, CME Mmp.,w EDGE™ M12 & MBS
Meodd # Keaired Buffer Water
Vois MinyWax (minutes) Min/Max (minutes)
EDGE™ 150 mL 3mL 147 mL
150 10720 20125
M12 400 mL smL  392mL == = R
M36 1000 mL 20mL 980 mL 100 15/25 40/60

SLIDE gel off the casting tray
onto the viewing surface of

Turn the unit ON. DNA should
appear as bright green bands

16.
0|

yoole

the transilluminator. LOWER on a dark background. Turn the unit OFF. REMOVE
orange contrast cover. and DISPOSE of the gel.
PHOTOGRAPH the results. CLEAN the transilluminator
=3 Be sure 10 wear surfaces with distilled water.
3':-&.. UV goggles
%&@ if using a UV
o transilluminator.
14. H718E 2 7 5 S MEsH RS ZH2AEA LRO0IHO[EZ O|FA[LLICt
15. ZutE BEELIC
16. 3% ¥ SRTE YFOH0OIE 2HS SELC
*x O] MO At82 8XMOol EHo20t AFE|0{0f 8t FEE2|= EDVOTEK, Inc. Off UELICH




(MEHALSH 71Q4M) FlashBlue S 0|83 Ol7t2A 2 A

Concentrated Distilled
FlashBlue™ Stain water

Wear gloves
and safety goggles )

Flask

5 ->
.

DESTRIN

1. FlashBlue (10H] &%) 10mI2t SF =+ 90mIE E2tA30 E10 S|MAIZLCE

2. Op7t2A A AT EYO[E H7|ES XA #iHLCH ot FME E20] (0]

AT Ojn{Ls EHojEFL o
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' - TTTCACTGCG TTCAGCAAAA AGTGAATTCT TGGTTACTGC ATGAATAACT
3' - AAAGTGACGC AAGTCGTTTIT TCACTTARGA ACCAATGACG TACTTATTGA

TATGGAAATA
ATACCTTTAT

CAATATCTTA
GTTATAGAAT

GACCTTAGAG TTGCTGCATG ATTATCACAA ATCATTGCTA
CTGGAATCTC AACGACGTAC TAATAGTGTT TAGTAACGAT

TAATAGTTCT TTCGACCTCG CATTACATAT ATAACTGCAA
ATTATCAAGA AAGCTGGAGC GTAATGTATA TATTGACGTT

CTCGTAGTTC -
GAGCATCAAG - s

Sample Name Target Sequence PAM Sequence
ERNA A TTCAGCAAAAAGTGAATTCT TGG
gRNA B GTTACTGCATGAATAACTTA TGG
BRNAC ATAATCATGCAGCAACTCTA AGG
gRNAD GCAGTTATATATGTAATGCG AGG

B2EIN

O] Zat= 2020 ' 8 & AOIX|T BLAST 7t X|£XHo=2 YHO|EE|0 HY Zijet CHE =+
SLICh

32

Sample Name Top Hit from BLAST
gRNA A Zea mays ADP-glucose pyrophosphorylase large subunit (shrunken2) - SH2
gRNA B Zea mays shrunken-2 (SH2) gene locus, partial sequence
gRNA C Zea mays shrunken-2 (SH2) gene locus, partial sequence
gRNA D Saccharum hybrid cultivar R570 done BAC 022D05 complete sequence
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MODULE IV

Lane Sample Result Molecvlar Weights
| stanarg e Mare - | o, e s
2 Tube A - gRNAA DNAlscut | 3000, 1280
3 TubeB-gRNAB |  UncutDNA 4280
4 Tube C-gRNAC DNA Is cut 3000, 1280
5 Tube D - gRNA D | DNA s cut I 3650, 630
6 Tube E - Scramble gRNA | Uncut DNA 4280

|'E|
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