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CRISPR/TALEN 4151945 47 55 DNA XUEWTZ (DSBs) ] 4 40 i it 3F A V5 A i #% (NHEJD Bl
HMEE, TXFHLHE B E T S/E DSB AL M S NG RAS . @it PCR X#E i XI5k i e 5133t
T34, PCR P& R FE IR KIG St T B A LI 42 & DNA  CUn B AR B /e N\ ik 2R 5 AR 1Y
FEIE, BY RAFFAZ2RUAEED) . XEGR KIS PCR A S AR BIAT BT A5 L [ DNASUEE) T7 #
FRANDIEE | REHITHE . MR DR AKE NG EEY, Bk ERE
CRISPR/TALEN A Db 7E ZE DRI AL B0 i B 5] N TR AN BRIS AR o FoA11 ] LA F 45 BC B U)X CRISPR
SgRNA Z3E K41 44k T BT IhAEIRAE (K1) , BETHENHEIN S 1S m R B 4l ik (&
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& 1. AR 5 BT CRISPR B TALEN ThEsHiE

IndelCheck™ CRISPR/TALEN #fi N RAG A R (IC001, 1C002) & —E it A T I8 E 5 K 4 g 5
T B IhREsAS I g 5 FH AN I e AR R . B EHE TS PCR W7l & (2.0k0) (1C003, 1C004) .
T7 2N VIES | #&0HR57 & (1C005- 1C006) , LIRS PCR wiidf) & (1C007, IC008) . ik
FIB TG B A SRR AL, 55 SR BEAE Th RS I8 UE AN BH P AS MR 36 b SR AS fe AR B o

#US PCR AA & (2.0 NEESLHL R AIEE A PCR 8T L 1ML . R &ESH LR
FREMR, T Ay BRI 41 DNA #:1T PCR. 7 &%) SuperHero PCR mix & &80 (f E it x)
BE S P IHATY Y, AR PCR =4 A 85 B Pl 5 R v 119 2 Fll 7 8k #& . GeneCopoeia th#
HEEE 55 PCR 519050t K & U SS -

T7 BBRAYIEE | 2R AEme T7 BN YIES | T7 RN VIEE | G285 38024 & X4 DNA,
FEUIEVAE RO IES i ) 55— 58 EER = AVEEIR lREE. AW St iR 0t PCR RIS AR VI IE
PRI
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o fA4LIER CRISPRITALEN IhREIGIE . Jk IRl 7 B i a2k DA &2 7 5 BT o
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1. R &N B AR A

IndelCheck™ CRISPR/TALEN @A Bk&M{A&ZR (1C001, 1C002)

T7 RN TIER | SRR & A P A -

501 v ik (Catalog No. IC005)
2001 = Bk £ (Catalog No. 1C006)

BE
50 M B A
200 e
27 JSANAE Wil
50 L e g e
T7 Endonuclease | (2 U/uL) 4X50 L Y €] -20°C FRERREMEFEZED 124 H
10x T7EN Buffer 100 uL i€ -20°C TFhRERREMFZED 12 M H
4100 pL
[HERFagiEamwl
Control template & primer mix 100 pL Y/ € -20°C NRERREMAA R 12 M
4100 pL

S PCR R & (2.0RR) A HiFhHss

504 = B k7 & (Catalog No. No. IC003)
200 [ v k7 & (Catalog No. No. IC004)

BE
50 4 B
200 4 M

B

fEfr A

Lysis Buffer

1300 pL
41300 pL

kag

-20°C TREfREMAR D 12
™H

2 x SuperHero PCR Mix

650 uL
4X650 pL

Viead

-20°C MrRefaEfigfrab 12
™H
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B8R PCR TG E A PRI :

20 M k7 £ (Catalog No. IC007)
1004 b ik5fll & (Catalog No. 1C008)

RE

20 A pe I L

100 /N
5 x Ligase Buffer ngiL WSET | 20 TeRErED 124
T4 DNA Ligase (200 U/pL) 5>2<023Lp|_ Y’K%Jf‘:': 20°C FRERLSE AR D 12 4
Blunt-end linear vetor(20 ng/uL 5>2<02;L|JL W%EEF -20°C FREfREMEFAZED 12 1 H
Control Insert (40 ng/uL) 5>2<02§L|JL YJK%J?$ -20°C FREFREMEFAZED 12 1 H
(Fz"éﬁi‘i? Sequencing Primer i ii‘;g:L ”K%Jf‘* 20°C FHEBEREEEAD 12 41
oy, oaeneng P e | i | 20 Rkt 12 1

ERFEN: .
W BRI L5 T LR T L A (E —20°C , B UCK S0 40 354717 (KR T4 DNA Ligase)
VR G 2 SR

FoAth pr i LA R
DL RO SRIR BT (B3 RBE B S

B S%eR PCR 5%, Tm 2 60° C: 5N ¥ TH{E TALEN 5% sgRNA #E S Wi, & 48—k
500-800 bp /7B, FHHTALEN 55 sgRNA [FBIYIAL mifor T B4 3G Fr Be 02 100 bp A7 E .
BT I N R AT BEAf R 51 0% T Z B0 A R S o G S VRS I S . BT N B
R IEAE I SNP A7 25 527 5 R AFTE 7 91 22 S (7 A

e FeNTHZEE R AT 7] 5 i R 17 SE552 1 76 SRR G P 16 /1 120 R 22 AT L 19 it 72 9 1
Bo WIS F A Ik, TR G AR/ P AYZE07 . i kT PCR ) 1) b %,
VIIRIAIL RS, I A GES-FELTT IR P IR T 1L BT TEXTHE A I A 3R Bl T R 4 72
PEEST e 26 T R Z Pl i SNP (L RTHT AL BE

*GeneCopoeia W2 it fikE 7 PCR 51¥¥it 56 BUlk%S -

ddH20, & ffl A mid e B KB H0. il s R K B # NI  289508 I iy s e . 154
YAl feas it PCR P24 T4k
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IV. LR

 REERA
 SIHURAR ' DNA (fli%) !

: {1l

MR EF= Y et I ZE F 4 DNA |k
HATE R PCR

ek 5B K PR T Rk
i B B
T7 BB IR | .
et W FFRAE A

. 2

FE K & HT
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IV. LD IR

AREETTH N IndelCheck™ CRISPR/TALEN i A Bk AR AT A& R 56 IE CRISPR sgRNA 5 TALEN
Xof etk b I DR 2H B K B DD VS PR kR 5

B 7 AERT— BT R ISR IR R LASh, BA TR IR MR PCR SIM B AISEIG R it &5 51 . 4
ST S8 A P BRI TS558 PCR 8L B V) =G A1 -20°C , BBV EHIFLAIET T
—R. BERR R .

FRATTEE T AE F 1 8 R S B AL 1) B ot BEARI AT B XS B PCR. 1% PCR [P~ WIRELE
S BEY & Y1 W 7 L (FAPO R
1. 5198t
1) $45 PCR 5110 Tm {EH N AMKT62°C,
2) ABISRAERR, ¥ K/ A% 500~800 bp.
3) Bt sy, RivERLL CRISPR sgRNA B¢ TALEN B VI A2 PCR 43 7= 41 b
D2 100 bp. X AEAE IIBG I 26 IR A R 5 T X 4
2. PR R
° 7715 1. $RECEERZH DNA
a) g (A THREfL ~108 N HfD .
b) IR TR IR 4] DNA, Sl e S EC R B2k 7= F e L 1) S 56D Rk
1T WafRIERI 4] DNA WKk E %2 /08 25 ngluL.
® ik 2: BRI
a) UEEAMEEE O F, 3000 rpm . 4° CELS min, N0FERR EERR R,

b) JIA300uL 1 X PBS, HtkiriEmE] E &4, 3000 rpm. 4 ° CEL» 5 min,
NIV 7 b

c) MA300uL 1 X PBS, HMSKRFTHREFAM. FHE g, Wnrests
PBS &4 il J5 B> S A i S AT o 8. D 3000 rpm. 4° CESL5 min,
RATReH 23k B3 (OB o UTVE AT/ 40 M T BLHE AT MR B 1, BURE A7 T
-80° C.

d) JMA25 pL Lysis Buffer, T-65° C Zf#4Hf115 min, [E)5F95° C Ki%10 min,
IR IR E Tk E.

2. Lysis Buffer f7.A 14/ & i iREFAME H AT B, FhTE KA 25 uL
/1 Lysis Buffer ### 50,000 £ 5 X10° M. 247 FMHF—1 96 ALK
WAL AT, &1 AS0-100 uL Lysis buffer. 2775747 —1 6 A#K
WAL AT, &I A200-600 pL Lysis Buffer. 27472y 15 > 1
Kb #9715 EHT, Tl T R AE KL FMERT 5] 240 min, [HE1=# 0 1h,

1A Z HSLG LT A BRI G A . T ] LRG3, Hm
M2 LIt 7l -80°C » BRI LR
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e) 12000 rpm . 4° CE.» 1 min,

L IR LTl H K E LY, A 2. ARG LIFHFEE S
—PNEE, FEIE P HEENA 25 ul Lysis Buffer #7774

f) A PCR W& T4 Rl = Wit AT PCR. AU Zf# = #y ] LAfE4A° C g
fF—J, BU{E -20 ° C FHEfEHH, HE TN —XMEH.
3. BB PCR =¥ ab 38

23 #E A PCR SIS B R R S V4 38 74y, 5 8 75 L IE R o g 28 1 R g E R AR ORI, T 0
WA H AR g R A0, PR AR CRALE T B 3 S S I PC R 02 ~F A i 1 BL o

1) #E4 PCR

a) #EHTE2 X SuperHero PCR Mix & TUK_Efi#i% . XTI DNA , 55
N RECH S AR AEF PCR 5141 PCR RNAK & :

R

FKZHDNA 50-200 ng
#L 5 PCR 519 (B:B514 5uM) 125 L
2 X SuperHero PCR Mix 125 L
ddH,0 to25 L
SRR 25 L

b) X TN, 15275 FREH & A SRR PCR 51911 PCR K NAK R :

2R 1* L
HE 5 PCR 514 (B34 5uM) 1.25 pL
2 X SuperHero PCR Mix 125 L
ddH,0 t025 L
SRR 25 L

* i PCRY BIZCFE AL, i IR B B FRF R, RAFAER I 1
RFEADAEH 200 IR . #1471 HT1080 M7 . — 51k, J#1 PCR KM

HF 7 HE D 1000 NEAFAIM;: U127 ZR A HE AT - 77T I ] 2 4%, —
SR EHZUEL710,000 P AAETTIRV

PE: WHEPCR MWL FE IR 3.
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c) AL NP iE4T PCR:

94°C 5 min 1 cycle
94°C 30s

58°C 30s 35 cycs
72°C 1 min

72°C 5 min 1 cycle

2E: PCRWZ ALt H P IEWIHT 5117 BT R TE/ e IR AT DNA K
Mg, LI PCR RS FIAHIRAE FF57H9 PCR 4 Py i 1253 I 1o iy EL 7%/
TETT R A JHE | BRI -

2) i PCR ™ AARRs 4 M 26, W] LA A I [mIYe 44k K/ IEB ) PCR 7265 - 1
JLBE SR 27 Sty FH B [ Se Al D A AL AR Ry 57 PR3 3G M (B D) 45 R
A, fREERIR K

PCR™ W& A7 B AE U AN A R P P B, HEAT AR BEATIR K, AT A AN R BE 7 41 B0 H 4 DNAAH EL 4
B, — 2 TE R IR XU EEDNATT BT 72 A DIBE1R IF 0% . O T SRIERCR IS AE B /E i fRIEPCR
PSR

L X TAifb R ZHDNA FIPCR™4), Bl LA N R SAA 5«

DNA (>25 ng/uL) 200~500 ng
10X T7EN Buffer 2 uL
T B ddH,0 E19 L
SAETR 19 uL

WAL 1 /2 GeneCopoeia #R AL i PCR BRI, AL LT BSR4 5

KREAALH PCR 774 200~500 ng (5~19 uL)
T EEddH,0 % 19 uL
Total 19 L

2) BRI RIBEIE], SO
3) fE 95°C fn# 5 7.
4) Bk KBS PCR A M B = .
5. T7 RN TIES | eI
D BRBARRIMA 1 L KEDy 2 UluL IT7 RN DI 1.
2) 1E 37°C Jx ¥ 20-60 3%t

10
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6. BERR LIk 4 AT
1) EFANEEY) R SR RN 2 uL 910 X loading buffer [with 0.1% SDS] Ji&%].

2) KK RNk RIBS YN 2% agarose/EtBr KL, 7E TAE B TBE 2kt
AT LK.
3) VERHLEKHT R B AR E L I N 100 bp DNA ladder (#M01010A) —jt2 Hifk,

YENZA KNSR, 5 Viem — 11 Viem 53T Ik,  BLRVR B 4 T8 2R K
FER 213 AbRI AT 1B FE K

1 234 M T7 R IR | BT

NROB1

B 3. T7 RN VIES | Kl

VKB 1. BTN ERANME) PCRY G, T7 #4181
| B

VKB 2: FAVEXHHRZHM ) PCRY 1), REHHT] .

VK 3: SEICAHZNMY PCR P24, T7 BN VIEE | B,
@i’ﬁ]ﬁ@ﬂx ERA L 3 K, 1 A S ARMBHEN PCR ¥
WreEK, 24 @’&wr&%%ﬁ%&}%ﬁu%ﬁ,ﬁﬂ (LR

VKB 4: SEIGHANAEI PCR P24, ARZEE) .

YKi& M: 100 bp plus DNA ladder (#M01010A) .

7. WFPRAE (PR3

1) PCR W EERE:  BHERA RE T25°CK IR T IEREL he H=EmT25°C, NFEET
25°CTHIEIA I iR h,

R BLAR R AR

5wl AFR ZOREIE
5 x Ligase Buffer 2 uL 1x
T4 DNA Ligase (200 U/uL) 1 pL 200 U
Blunt-end linear vector (20 ng/uL) 1 uL 20 ng
H S PCR™Y) 1 pL* =30 ng*
ddH,O upto10 puL* —_—
Total 10 puL

E: RIEPCRA MO KL S AT mAE, FIREBREREAKERZERNKAZT, WENFEITPCR~
#Eg (keQubitz 2%) , ELERJEGHEANE, RIZEBERZFHOHBARKEA30Ng,

11
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2) Rk UF (1 DHGa/ 32 520 i B Tk ERbfE .
3) H LI TR B A R B O IFE T UK B, %703 100 pL Rk 5 1Y) DH5al 2 40 .

4) 4375 100 pL DH5a A2 M CREBFALRRN1X109) JIA2 ub &R, K ERHE30
iRk

5) KA B AN B OE B T 42°CIEIR 210 T #uidasth, AR5 E Tk Bk 3 408
6) HFHEINIA400 yL SOC (ELLB) KiFrdk, 37°C 220 rpm REIRKT TR 1 /N

7) WA 200 pL FFRIB R E R HUELB TR CRRIHTAE FIKEE 9100 pg/mL) , 37°C Fi il s
8) FHMEAI: TR EFEAIPREEA (Fan104) BRI TPCRIGIE, ARG & 1

Forward sequencing primer (20 uM) / Reverse sequencing primer (20 uM) &30 BH 4 5 7%,
HZEEPCRI M AA R AR R FR AL 45 51 4T PCRV o

(LUE
%l (LA LRI
2x PCR buffer 125 L 1>
Forward szazqou:inMc)mg primer 1 L 0.8 uM
Reverse s&tgu;r\;c)mg primer 1 L 0.8 UM
dNTP (25 mM) 0.2 L 0.2 mM
Enzyme (5 U/uL) 0.2 pL 1U
R A 1 L _
ddH,O 9.1 L S—
Total 25 uL
PCR AR
T I [h) T %
94°C 5 min 1 cycle
94°C 30s
58°C 30s 30 cycs
72°C 1 min*
72°C 5 min 1 cycle

*ARIE P BRI e AR ], 8 Tag DNAE A8 69 2E b 3% % £ % 1000 bp/min.

12
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9) HEAh CRBPHME) HETKZE4-5 mL Z F LB 75 (Pl FH IR H100 pg/mL)
1, 37°C 220rpm & it %

10) 2 I ) JFURL AR HUAE B2 S A i 51 B BUBURL,  ff H Forward sequencing primer
(20 uM) L) JzReverse sequencing primer (20 uM) 5 5L 51 9 HEAT I 5 I0AIE .

8. Control Insertf17%E# (FHMEETEEXTR)

R ORSE S B BR AT, AR ASE B S 1 [F] I 4 7. Control Insert (40 ng/pl) ()42 5558,
FE B S I 8 B HERA KT, Control Insertff)3ZE 4 St I Sk 2 40K s :

vl (LA LIRS
5X Ligase Buffer 2 L 1x
T4 DNA Ligase 1 L 200 U
Blunt-end linear vector 1 L 20 ng
Control Insert 1 L 40 ng
ddH,O 5 puL —_—
Total 10 L

BBk R BT KRR 25°CER:L he B =iRET25°C, N B T25°CIHRE 5 g
1 ho B2 pLHERE N Y1100 yLiIDH5a (AR N1 X 109) B2 A4
farb, DR K BH M R A 25 20 187.2) -7.8).

13
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Mf: Blunt-end linear vector B8 43- 848 7 5 & 51 07 5145 BT Bras:

TTAATACGACTCACTATAGGGCTAGCGATCGCCATGOAATAAGTAAAGGAATCACATGGCACAGGTTATCAACACGTTTGACGGGETTGE

+ + + + + + +
AATTATGCTGAGTGATATCCCEATCGCTAGCGGTACCTITATTICATITCCTITAGIGTACCGTIGTCCAATAGTTIGTIGCAAACTGCCCCAACG

T7 proenoter
Forwasnd sequence primer
GAAGCACAAGCCCTCG

GOAYYATCTTCAGACAYAICAYAAGCYACCYOATAAYTACAYYACAAAAYCAOAAGCACAAOCCCTCOGCTGGGYGGCAYCAAAAQGGAA

CC'AAYAGAAGIC'G'AIAOYAYYCGAYGGACYAVYAATGYAAYGYYYYAGTCYYCG‘G!YCGGGAGCCGACCCACCGYA61IYYCCCYY

CCTYTGCAGACGTCGCTCCGOGLAAAAGCATCGGCGGAGACATCTTCTCAAACAGGGAAGGCAAACTCCAGGGCAAAAGCGGACGAACATG

GGAACGTCTGCAGCOAGGCCCETTTTCGTAGCCGCCTCTGTAGAAGAGT TTGTICCCTTCCGTTTGAGGTCCCGTTTTCGCCTIGETTGTAC

GCGTGAAGCGGAT IATCAACTATACATCAGGCTTCAGAAATTCAGACCGGATTCTTITACTCAAGCGA
it Blunt PCR product - : : 4 ‘ } }
CGCACTTCGCCTA ITAGTTGATATGTAGTCCGAAGTCTTTAAGTCTGGCCTAAGAAATGAGTTCGET

CTGGCTGATTTACAAAACAACGGACCATTATCAGACCTTTACAAAAATCAGATAATGTTTAA a

GACCGACTAAATGTTTIGTTGCCTOGGTAATAGTCTGGAAATGTTTITTAGTICTATTACAAATT 5’

GECTLG G
Reverse sequence primes

Forward Sequencing Primer: 5'-agaagcacaagccctcgg-3'
Reverse Sequencing Primer: 5 '-gtctgataatggtccgttg-3'

14
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VI. BEXEfEMT
UM BEREARAT

« At PCR P4, R T M)
[¥] PCR 387 ) & 2 . — 1) (LR SR 19
K 4>
BRSSP NN PCR ¥ & ARAs 79
i

WA - 4t PCR Bl#H % it

AALPCR M 261

B o L LB B ) P 4
Eﬁ!mﬁ RO 17 ma iy bie  EHEANE A ZEREY)RSLIE 2 VI MInCl 22K Ay
it 10mM SR8 T7 2R N VI | 3G .

N IE A FO I D7) S I i J5E * T ORI ORI R R AEAE 37°C. BEAT RSLHT -
EINAAEIBURSS o B RBEUIR N 1 AN

AEROKI P REAT RFENR K . kRN A R BE
K B AR R -

W15 th IR ERURIE ELF) PCR (I T RERE K,
i BB 0 POR (G RRERL

SR L R (1) 95°C 5min
(2) 94°C(-2°C/cycle), 10-20 sec

(3) 93°C(-2°C/cycle), 10-20sec 2R bl F
step (2),34 cycles

o HHERAEHE S PCR fHF EfRE ) DNA &

PCR 5| A\ f24% K

« WERFTRERIE, EREREIER A S

5 IR AR A& 1 1 BH P 2R A SEIR RIS Cand BT Y CRISPR sgRNA
5 TALEN) .
fiE )15 2 (FIDNA 4H7
K55, TIkREIH
F#E[( DNA BAE « {R9F DNA EFEEFERHR Al . 14k,

AR EEANIKIER PCR =% DNA _EREEAIE:,

15
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¥ /5 PCR BEXEfEMNT

PCR %Ak

PCR IR B KA

B AR YIS

REA A

PCR 31#i5 it A&

PCR A

e % PCR 5| ¥ it A

K% DNA R4

PCR AR K K
fiife

K% DNA R4

o NTIEEE SRS, R GC EKT 40%,
AETE PCR MR R BN 5XEnhancer.

o PREUGFALEEN L] DNA RS b 2 il AR
P

 7ENN Lysis Buffer AR 7] #Efx 25 PBS,
5L 1f PBS < #iF Lysis Buffer.

o TERARANMIRT, A F M BR T 0 seam it
HES T E A AR YR K H % Lysis
Buffer [FJ4#4F

o K5 TS IERA L BCRIAR

* KB KURFEIR B L Tm {5 0~5°C.

s AV, BEROGAEIRNAES.
WA FRE, BT S A G R S

* ¥4 DNA A H M HREBEKE 0.2 pL(1v)

o MBBRIRE R RE 1/2 B2 FEK, &
f#HPCR.

* ¥4 DNA A H M HREBEKE 0.2 pL(1v)

16
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B 5 PCR =¥ 31 7 [ BE e R

ERERE

SRBAR Rk Z ATP
BT

T S B R T Bl R SR 2R H S DNA
KK, FEEL M W&
KD
PCR 7F=¥7dE- Vi
ALK AT G
MR BH 14
HUKETZ
R R R

o ARG E PRI R B, FERETER R

LIS B B PRI A, AVLSETA DNA SN
PERRIER .

o iEfE AT &AL 5X Ligase Buffer #1752

. ZRFIP O EE ATP MBS 7. WRRE
AR SEIGIR R, 1 55 b 1% FR B SR i SR IG R
B P M IR (AT B

« R D DNA R & 5 H0E R R A A

LRI R T BL. 1S IR BEIER A R P PCR
YR BRI BB IR -

o EBMTIER RN B E PR TR . iR &

PR IR ZH S ik Z ot el AL, WISk
BN RARAL I Z %

 HESPCR b BRI & A8 A R T Ak . 2R

&/ PCR iR A8 A Rivm R, WHES
HAAILE A .

o RATMEFEEAE ] IndelCheck & 71 A4 & PCR

WA G A EE A PCR P02 i Mty
BRm R A BIREY, W LARNER TF
S EAR KON T b 298 HA R #AA

o VEEFALITBCE AN E LI B X B4

TR HE A I IS G el L

o SRR BT BOLEER,  BERKIE D>

BB ESBUNFALBIATEILR . R AEAE
FIF ARG S R B, T IR P SR SR IR A
VL PR HEZH DL AT B HERT

o B RO EALE R RERGRNE, suEd

UBk/> T4 DNA SESME & . 46 1 432 S B[]
L BT o DUAGIS T (R 1 B X R 4H 5
fEREAT BEAEHRE

17
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VI, f
1. fEH IndelCheck™ #:ll4k RKHE CRISPR sgRNA Bt TALEN KIETH)iE

PCR 7= | TTERATIE

NR4A1
B ESRRA 791 267 524

B 4. NREFZDNA PCR P2 T7 BB YIES | Bt
gER, SHIRAAE () HIEEDIS RN HE — &K%,
o N A BT T R R ZH PCR 72¥). #5441 Control  ff)sZ

GAHAN (+) , EEUISE R BB A, W T7
mgﬁewm@ | BT PCR 7).

2. R E W aib 75 A AR AR S B DI 45 R

B 0 T7 B A VIR | B4R

NROB1 429 bp 127 bp 302 bp

B 5. BB 2L EE R PCR ) 5 R G4 HEE R PCR
VIt EL

WKIE 1: KRR PCR P24, T7 &R N VIR | Bg )25 3
VKiE 2: R PCR P24, RBEEY)

VKB 3: RA4iLK PCR ™), A RIS %, T
FLIR A IR | B ) 25 5

VKIE 4: RALLK PCR ™1, EAAE RIS %0, RiE
)

¥kiE 5: 100bp plus DNA ladder (#M01010A)

18



IndelCheck™ CRISPR/TALEN ¥ A\ & g6 44 2

3. fEH control template & primer mix 47 FH X R L PCR & T7 BRI VIES | 130 i L1028

L 8

AARF G AR AEEE 5 PCR AEECES V) 0 EXT IR . 1EXH 8 Hcontrol template 5208 1E & [\ 514
ffprimer mix4Hii, ZEPCRY MY 5 257 4 & WA [F] 71 I SUEEDNA R Bt i S PE AN

BAJE, A2 LR E S N K R IEUEEDNA, AT T7ALIR NI BE1R 51 F D # .

ag
tgeegttctatagecatage ggatcegaattecgagetecegteg

tgeegttetatagecatage cggatecgaattegagetecgteg
t ¢
g a
ag

1 X PCR
a) 5% PRI PCR AR

Control template & primer mix 4 uL
2 X SuperHero PCR Mix 125 L
ddH,O 85 L
EAERR 25 uL

b) f# [ LA FEFP 4T PCR:

94°C 5 min 1 cycle
94°C 30s

58°C 30s 35 cycs
72°C 1 min

72°C 5 min 1 cycle

2) fREERIIR K
a) f#H GeneCopoeia # y5i PCR 7l &4 16 i 3 H =g H i N R R

KAL) PCR =4 200~500 ng (5~19uL)
TR MK mE19  uL
Total 19 L
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b) REIHmIEELHD.
c)  95°C fin#k 5 4r%h.
d) 1BK: KEEESH PCR YA HI R =R .

3) T7 RN VINE | HAiL
a) NI 1uL 3N 2U/L IIT7 AR N IR 1

b) fE 37°C Jx . 20-60 4%t

4) FE UKo A
a) ERAEEY) MR R FANA 2 uL 10 X loading buffer [with 0.1% SDS] Ji8 %1
b) K2R MR RIB S INE] 2% agarose/EtBr X IfLH4, {E TAE 5¢ TBE 2t
AT FLK
C) VR HLUK AU 75 72 B ARKE S VKB L N 100bp DNA ladder (#M01010A) —jt2
MR, 1ERZA RS, 5 Viem [T Bk, BERREBIETITE
B E 2/3 Ab BRI AT 452 1k B K

PCR 74 T7E|
Rayic 520 180 330

6. BRI HE M T7 BRI VIS | £

Y1 M: 100bp plus DNA ladder (#M01010A).
W 1 RAEALBAYEST ] PCR 724, KBV,
YKIE 2: RAALHIBHPEXTIE PCR 724, T7 BRI VIS | &

IR

4. {8 F B A5 PCR TaERFI& 1 Control insert 34T FA MR IR 72 &
EEES LRIV, 8HEE UL
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4 ERAEL T REEREBERISNP ALK

LB — o R G AR A DT A DL, B TDRBRER, 55— REE. A
DU R B PP A B e — B0, AHA A I REAE SR ey A7 AE SNP s AL 22 RS 5. Bk, AL
SE[A I P53 W A RERRAS . LA IR I, AR 22 A AR K 5 A AT RE
A TT RN DIEE | ATCLUIEI R . Xt A BRATEAE Bl 4E i PCR SI4@EITE fE 1K) SNP
(A=

A5 R BUIEAE BT 510 Bt AT A AT S 560 i 2/ SR S i £k P F) 240 i 2 58 DR AL /7 21045 S, NCB
PR RILDNEAE SNP AL rif5 B 20 . BT B SR — Ay ZE 20 BRI

OFHEE LR
1. 1E Gene ¥ (AL R A AT R . Wi CRRE RS PR, w610 7 N
tpo[sym] AND human[orgn].

& NCBI  Resources ¥ How To ()
Gene Gene v|ccrs @
Advanced

© Filters activated: Current only. Clear all

2. pi R HENER.

Gene v | CCRS|
Save search Advanced

Display Settings: [~] Tabular, 20 per page, Sort by Relevance Send to:

Did you mean CCRS as a gene symbol?
Search Gene for CCRE as a symbaol.

RESUITS: 1 fo 2'] l:lf 411 Page 1 of21  Mext= Last==
© Filters activated: Current only. Clear all to show 417 items.
Mame/Gene ID | Description Location Aliases MIn
CCR5 chemokine (C-C Chromosome 3, CC-CKR-5, CCCKRS, 607
ID: motif) receptor 5 MC_000003.12 CCR-5, CD195, CKR-
(gene/pseudogene) (46370142 _46376206) b, CKR5., CMKEBERS,
[Homo sapiens 1DDM22
(hurnan}]
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3. A Links £ H 1 "GeneView in dbSNP". 7 [ &4 H I EERE, %A H
AV S50 SNP A7 54 .
4, W RN R NZIEN, v LIRS d4 107 B B Variation , SR it — e
F Variation Viewer Z:#t%& GRCh37/hg19 5 GRCh39/h38 /74 #t#:4:, #F& 1000
Genomes Browser, ClinVar FlHfth 58 £ k10,

CCR5 chemokine (C-C motif) receptor 5 (gene/pseudogene) [ Homo sapiens

(human) ]

Gene ID: 1234, updated on 17-May-2015

~| Summary

Official Symbol
Official Full Name
Primary source
See related

Gene type

RefSeq status
Organism
Lineage

Also known as
Summary

CCRb6 provided by HGNC

chemokine (C-C motif) receptor 5 (gene/pseudogene) provided by HGNC
HGMC:-HGNC: 1606

HPRD:03223: MIM:601373

protein coding

REVIEWED

Homo sapiens

Eukaryota; Metazoa; Chordata; Craniata; Vertebrata; Euteleostomi; Mammalia; Eutheria;
Euarchontoglires; Primates: Haplorrhini; Catarrhini; Hominidae; Homo

CKRS; CCR-5; CD195; CKR-5; CCCKR5; CMKBRS; IDDM22; CC-CKR-5

This gene encodes a member of the beta chemokine receptor family, which is predicted to be a

couan trancmombran 3 cimailar o (3 dol senlogd '3 Thic dfoin ic d

Table of contents
Summary
Genomic context

Genomic regions, transcripts, and
products

Bibliography
Phenotypes

Variation

HIV-1 interactions
Pathways from BioSystems
Interactions

General gene information

Markers, Clone Mames, Homology,
Gene Ontology

General protein information

NCBI Reference Sequences (RefSeq)

-~ Variation

See variants in ClinVar

See studies and varants in dbVar

See Variation Viewer (GRCh37 p13)

= Genotypes

See SMNP Geneview Report

See 1000 Genomes Browser (GRCh37.p13)

»
3
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SNP linked to Gene (genelD:1234) Via Contig Annotation

[The SNP GeneView page only reports human variation on GRCh38. A new Variation Viewer is available to view the gene CCRS variations in GRCh3Tp13 or
GRCh38, and will replace SNP GeneView later this year. Please visit the Help Page or YouTube for available features and send your comments and
suggestions to NCBI helpdesk.

rs# on all gene models to Batch Query, Download | all rs# to file.

IGene Model (mRNA alignment) information from genome sequenoe 4
Total gene model (contig mRNA transcript):

MM_000579.3  plus strand MP_000570.1 forward NT_022517.19 GRCh38.p2  <- currently shown
MM_001100168.1 plus strand NP_001093638 1 forward MNT_022517.19 GRCh38.p2  View snp on GenelModel

|| Clinical Source  in gene region e cSNP has frequency Odmﬂelﬂ

genemodel  Contiglabel Contig ~ mma  protein mrna orientation transcript snp count

(contig mRNA transcript): GRCh38.p2 NT_022517.13 MM_0005279.3 NP_000570.1 farward plus strand 259, coding

El7. NCBI K] SNP Geneview Report WE . £ “MmRNA pos” #2284 i #E 52 B ISR I
SNPA{Z A Fo A L@ “Chr. position” % “db SNP rs# cluster id” #4 H 25 i H AL 5 (K15 51,
SR 00 e 45 R AT X L .
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VI 5 F VR AT R AR P B

HRERFA

Following terms and conditions apply to use of the IndelCheck™ CRISPR/TALEN insertion or
deletion detection system. If the terms and conditions are not acceptable, the Product in its entirety
must be returned to GeneCopoeia within 5 calendar days. A limited End-User license is granted to
the purchaser of the Product. The Product shall be used by the purchaser for internal research
purposes only. The Product is expressly not designed, intended, or warranted for use in humans or
for therapeutic or diagnostic use. The Product must not be resold, repackaged or modified for resale,
or used to manufacture commercial products or deliver information obtained in service without prior
written consent from GeneCopoeia. Use of any part of the Product constitutes acceptance of the
above terms.

A R i B ARAIE

GeneCopoeia warrants that the Product meets the specifications described in the accompanying
Product Datasheet. If it is proven to the satisfaction of GeneCopoeia that the Product fails to meet
these specifications, GeneCopoeia will replace the Product. In the event a replacement cannot be
provided, GeneCopoeia will provide the purchaser with a refund. This limited warranty shall not
extend to anyone other than the original purchaser of the Product. Notice of nonconforming
products must be made to GeneCopoeia within 30 days of receipt of the Product. GeneCopoeia’ s
liability is expressly limited to replacement of Product or a refund limited to the actual purchase
price. GeneCopoeia’ s liability does not extend to any damages arising from use or improper use
of the Product, or losses associated with the use of additional materials or reagents. This limited
warranty is the sole and exclusive warranty. GeneCopoeia does not provide any other warranties of
any kind, expressed or implied, including the merchantability or fithess of the Product for a
particular purpose.

GeneCopoeia is committed to providing our customers with high-quality products. If you should
have any questions or concerns about any GeneCopoeia products, please contact us at 301-762-
0888.

© 2018 GeneCopoeia, Inc.

GeneCopoeia, Inc.

9620 Medical Center Drive

Rockville, MD 20850

Tel: 301-762-0888 Fax: 301-762-3888
Email: inquiry@genecopoeia.com
Web: www.genecopoeia.com

TN G R ARE R A H
IR I R X MBI SR % 35

TN B B Al G Ak 2 F X 8 4%

Hi%: 510663

Hiif: 4006-020-200

Hi48: sales@igenebio.com

Mk www.genecopoeia.com (F) www.igenebio.com (H30)
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