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. BARfEN
47 A L BRI 1) S0

ML AE G AR E R R A s AN H AR DRUREC A5t A% DR, 0k DR A A T e —— X TSI 36 A 4
TRE AR o 203 5 DR s 1R A R AE S AT 90 R D D BEAIE I B R AR R 1 23 A v 43 16
M. 0BT I L A I T e N PR T RE £ T SE AN AT PN, I R e N DR
YL N PIE DA S EAR PP A 7 I D g . AT, BEATLRE S A e A DR 2l R AN Wl LRI (4 A B A2,
R B o

BT SE E R R D AN FE A A CRIK s . ROSA26 i g (X Fxlh ROSA B geo26
PR AL /NRIERL6 S e tudk, 224 ROSA B geo26 /) il & Pl AL . 1%
i Z2 1K/ B — AN BER U IR, 2T A AL P A B A I 2w K1) B FUBE B IL . %A
RARIE G I e SR AR ARG A IR e SAS, HUA G B e SR AN K 3 91 352 ZX AN NI (T8
AR AN S DR AT SR B a1 B O AR R IR T2 5 P4, HallG 4 E
REIET AT IF %A, HIt, “ROSA26” A7 sl gl /] T IHE A IX AN i AR 2 DR B A X 240 M K /s
SRR HETERIE L, IR REORUE B A JED IR IE RS e Rk .

GeneCopoeia 45 74 1) ROSA26 47 15 %) TALEN, #efe MR 565 G a4k -1 ROSA26 {7 i I

7E i DNA SURERIZY, fib %% 40 1) DNA B EZHLE], HSRERNA S ROSA26 kv % 2 1) & A 7] Y5 &
0 (HR) , Bfitfkos b B DNA FBUE A FIFE K4 1Y ROSA26 safe harbor £i7 A5
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ORFEEANTR[Z
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ORFIAI AROSA261i & @ HR

see—  ERDEEEDT) DEDCIHE -

( BEEBASR ]
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B

RERE
1 jm) /) B 3 R 4L ROSA26 7 £ Hsafe harbor i Kl i N BEPRUERE AN FEF B IE W 5%, B e sr &
EH -

FEREL N
FE SR [ ROSA26 £i7 25 [¢) TALEN ¢ CRISPR-Cas9 /-5 DNA WHEMIZL, 15K RV R4, {ef{lifs
ANH: R34 3F ROSA26 safe harbor 47 /5

KRS
§E 1 ROSA26 safe harbor £i7 &5 )35 R i\ BE PRAIE AR 3RS R DU 3 D80 T 2038 5 21 H bRk R 40,
PR i NFE R RIS B2 AR B 24K, M fai b T 3R A Ad s, ol T 46 SE R R IR T Bk

ORFRENEM
BAH#E 1 20,0004 Ze3d 41 B A1E 1) 20 B ORF R -8 N6 IR ) (R AR e B ¥ o

ITALEN B AR

BSOS IR AN 1 (TAL effectors) B & — AN E R X, 1% X 38 H 20344 2 SR 11 5 52 a4l
Mo BEANEREPICIRIER Y S AR, BT A0 3 PN R AR ER v AR, B A s AR
I AR R I (RVD) o TALEFKIE T RVDIHIDNAE & EAREL, s ——XWoEHR: NI =
A, HD=C,NG=T,NN =G 5 A.

TALRLN 1 T ) 2 N FH T8 g SE DR A e T LI, i SRR . % s R 1~ B LA DD RE 1 45 44
WA, MR AR N DIEE (TALEND o BEJEDR LS4 R (TALE-TFs) B3 Hofh 5 R 4& 1
B, TALER:G 8 (1t TALERY 5 00 I 45 & de ik b S e 20 04T SR D A g, G 366 DAL R B
N (EEA A EALAUAR TR, JEDIAE . F DR SRty A 1) 45

GeneCopoeia Genome-TALER™ /) ROSA26 safe harbor ZEE RN RFNE L A 4 L [K Sz &%
1, W TALENA-SHFRVEEL (HR) N, KA HRFERE . §iik b s At st 4% B 734 2]/
FEE 65 Ytk FIIROSA26 safe harborfiy i, HifRi ASERHK I, FaE rRIs. [FYEEL (HR)
s&—MDNARK) AARE L LE] . TALENAZ MR Ry 57 BT VJROSA2647 5, /1 lDNAXUEENT ¢ (DSB)
5 R S S EADNAZ M RIYE . (HR)
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0. A5 P B R A B A A

Genome-TALER™ /)i, ROSA26 safe harbor Z£ R AR & (R&4tEhE 4k, Cat# SHO75)
Genome-TALER™ /N il, ROSA26 safe harbor #E i A\ R &E——Purofi 4t 1A H 14 (Cat#
SH079)

SH175 ROSA26 TALEN 10 ug 500 ng/uL EWIE K. -20°CHEfE.
S

SH250* ,TREOSA% PABA—Puroll 5 500 ng/uL HIEH . -20°CHETE
ROSA26 RFP [§ 4% e {44 SH S d .

SH358 Wl Purobitk 10 ug 500 ng/uL EVRIEHT . -20°CliEAE
, . N 200 % e o g

SH450 5 HR WiF5 944 & 10 uM VIS, -20°ChEAE
) > A 200 4\& NS PpE=y>7 S ] 43

SH451 3 HR WAE5 414 - 10 uM ‘FIRIEH. -20°CHiEfF .

* SH250 HBfi SHO79 WAl t.

(A) TALEN . ftAk# 4k K BH X B4 70 e R

3Flag bGH poly-A

v-hiod ovAS

J
mROSA26 HA-Left mROSA26 HA-Right mROSA26 HA-Left mMROSAZ6 HA-Right
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Genome-TALER™ Cas9 /M i, ROSA26 safe harbor 2K & A\ iR F# &——Puro#iftt (Cat# SH087)

SH175 ROSA26 TALEN 10 ug 500 ng/uL FEimisH . -20°ClEfF.
Cas9 ROSAZ26 safe harbor SRR 00°CH:
SH350 R Purobi 10 pg 500 ng/uL FHiME . -20°Clitif7
ROSA26 5’ HR ik 5 | #141 200 S hA SR
SH453 H—F X Cas9 mi A T reactions 1O MM iz, -20°Clifs
ROSA26 3’ HR :E5 441 200 JE 35 °oCh
SH452 IR CasO i reactions 1O MM FEIEIB . -20°ChETT

(A) TALEN & Purodift Cas9 ROSA26 safe harbor B A 7 &

3Flag bGH polyA

mROSA26 left TALEN

SV40 Poly-A

v-Alod opAs
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Genome-TALER™ Cas9 /)il ROSA26 safe harbor &K AR 7 &——Hygro #ith (Cat#
SH088)

SH175 ROSA26 TALEN 10 ug 500 ng/uL FEimisH . -20°ClEfF.
Cas9 ROSAZ26 safe harbor SRR 00°CH:
SH351 R Hyaro $if 10 pg 500 ng/uL s . -20°Chigf7.
ROSA26 5’ HR ik 5 | #141 200 S hA SR
SH453 H—F X Cas9 mi A T reactions 1O MM iz, -20°Clifs
ROSA26 3’ HR :E5 441 200 JE 35 °oCh
SH452 IR CasO i reactions 1O MM FEIEIB . -20°ChETT

(A) TALEN X Hygro itk Cas9 ROSA26 safe harbor &\ 7% &

3Flag bGH polyA

bGH poly-A

Iflag
et - {omer [ —
] ]
£
" >
ROSA26-HA-L ROSA26-HA-R

AMP*
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Genome-TALER™ Cas9 /i, ROSA26 safe harbor i \ X7 &——Neo it (Cat# SH089)

SH175 ROSA26 TALEN 10 ug 500 ng/uL FEimisH . -20°ClEfF.
Cas9 ROSAZ26 safe harbor SRR 00°CH:
SH352 R Neo Hitt 10 pg 500 ng/uL FHiME . -20°Clitif7
ROSA26 5’ HR ik 5 | #141 200 S hA SR
SH453 H—F X Cas9 mi A T reactions 1O MM iz, -20°Clifs
ROSA26 3’ HR :E5 441 200 JE 35 °oCh
SH452 IR CasO i reactions 1O MM FEIEIB . -20°ChETT

(A) TALEN } Neo Fitk Cas9 ROSA26 safe harbor Bf A 7 &

3Flag bGH polyA

mROSA26 left TALEN

SV40 Poly-A

SV40 Poly-A

3'flag bGH poly-A

sl ncase s - (erral )

: SH352

v-Ajod opAs

ROSA26-HA-L ROSA26-HA-R
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(B) ZEHEFEAKIEPCRE M H &

5' F5l4 IWNEEESA 3 F3l¥
— —_—
MRL Cwmv GOl | bBHpA EFia , GFP | T2a  Puro | SvatpA | MRR
- —
5 REI# 3 REI

1.2kb J 1.5kb —‘

B 2. Genome-TALER™ /)N [ ROSA26 safe harbor LR Nkl &4H 5. (A) ROSA26 TALEN .
fiEfA# k. Cas9 ROSA26 safe harbor fii A\ v A BHAE X AL A s [ ok (B &R A K AIE
PCR5|#4 4.

1. LBEE RS R L B AA R FR 3k, ik 12 50 pg/miff) R IRAE 3%

2.6FL 4N MG FEAR A S A B35 244 o

3. H R4 S BT 5 1) AR 7 B R 08 B sl o

4 AT R R AR RecA- S EndA-TE. colif 3z 2541 ..

5o ARE . A I ER N S E R Eh I D-MEME; 3525 (Invitrogen, Cat. # 11995073)
6.EndoFectin™ Plus #4451 (Genecopoeia, Cat. # EFP1003-01/02)
7.Qiagen EndoFree J& 4 #; % iUk KEEIA71 & (Qiagen, Cat. # 12362)
8.Qiagen DNeasy [l 412 DNASZEGAFIEE (Qiagen, Cat. # 69504)
9.iProof f fR ELDNAK 4 i (BioRad, Cat. # 172-5301)

10.JE4-1L3% CInvitrogen, Cat. # 16000036)

1.5 HF R/ R (nvitrogen, Cat. # 15070063)

12 %K FI#-EDTA (Sigma, Cat. # T3924)

13 I ——A T HEFE G AR, SR 2T IE T F e R 48 (WilonzalfiNucleoFectorsiInvitrogenff]Neon i % 5
%)
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. SEH 7R

(A)
bGH poly-A TA  PuroR
r—\:DJ%E(% =

13

mROSA26 RFP [H$388 ug

>

AmpR r‘\—( ori [}
mROSAZ6 HA-Left mROSA26 HA-Right

bcHpos 3F1ag baHpoyh

(—:o—z/ Ce (—:o—zy C=rrrae
5 mROSA26 &fll TALEN

M mROSA26 &l TALEN

uuuuuuuu

| bGHpA

MNEEEA

B DRl e N7

(B) Sarj::]e

Green flourescene
(exposure time: 1s)

!

Phase contrast
(exposure time: 1s)

Red flourescene
(exposure time: 1s)

Control
A

Green flourescene
(exposure time: 1s)

Phase contrast
(exposure time: 1s)

Red flourescene
(exposure time: 1s)

(D)

ROSA26

o PRI B

bp

3000
2500
2000
1500
1250
1000
750

500

HEABMANRIES|#PCRER

3'R 3|4

1.5kb —l

E 4. /MR EFEH ROSA26 safe harbor H:F g
)\ o

(A) T-6FLK T FH ROSA26 [ B A 44 J5 kit
DC-RFP-SHO02 (800 ng) 5 ROSA26 TALEN Ji
Fixt (%600 ng) LA GLei A ROSA26 11k
o HE A AA T B 4 /) B UNleuro2a JES2 23 41 i

(B) H:JL48/NiffE, Kanfubl1: 10414,
B 28T 6L, 1.0 pg/ml z&ﬁﬂﬁu;%ﬂé\%?%i&
AT 0 3% 1% B T 0 e AT R S k. B g
DC-RFP-SH02 ftx 41 b L A H f%ff&//'\ .

(C) (D) Wit 5IYA & [ Yt o 2 3 H A7 o
BEATYI, BRI R TR
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IV. Safe Harbor 3t K i\ 2K b0

f#FE. coli 1% Fhi
R PN BUS B

!

B ERERTEDTH
SH250 # 4k
(A5 )

|

TALEN/ 3 JROSA26 safe harbor
FER A

| |

ROSA26 TALEN b [ ¢ i N 5
AT
CRRANEE L BB X R

1

20t AN My I ' R N A A T
HEAADNA 72 b
Com SO O

1

5 iR

1 ]

WIERVEESA (HR) 40/fl:
FAAL 1T PCRIH 16 B 7

|

Southern B[z yLHERRBEA LIS T %
CRZIAEBOD D)

i

AT 5 AN P ) S A A
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V. RSB
A. A

TRA TIN5 7 A o DRV B 1) 2 50 iy 2 ok 6 DT 4 e 6 1 B JBORE EAT 908 . UKL AL AT {8 RecA-FIEndA-
TE.colilg 57 A 41 ia LA K 3E H T2 08652 A5 (W ARHE SE B0 4 1F

7Eit1T ROSA26 TALENSTHL, A LL SH250 A BRI R LA I, st iSUAE FHBn il 10 2 R 7 = bk
(50pg/mL) LBEAREFRFE AR, H50-200uL CL 540 IS S A0 U . B P AE3T°C R I & il 1k,
I A3 TR V& A 21 25 200mL I 15 50ug/mLZ N 75 5 R IWLBEE IR 6k, E37°C TR m . HuHIRE,
i H 2 B 2 50RE DNA K S ORI S 32 USRI DNA.

YT AL 1 O (1 58 R, FRATTRE IR o P R A P A ) e ) L B e A T 36

B. il H M H & 3|5 5 SH250 itk
1. 3%

1) XA BRI TR D) A BRI, #RREE] 10ng/uLs

2) SRR TRALRE AR B 10l JEHE R NAR A& .
3
1.0 L fiti17) SH250 75 [ #44
7.0 uL DNA #HA Bt (~30-50 ng) Bkl 7K 1%} e
1.0 L 10X T4 DNA ligase buffer
1.0 L T4 DNA Ligase (40 U/uL)
10.0 uL KRR NARFR

3) RMAKRET 25°C W H1-2 M (RidmiEs) sE T16°C W E A CFamigs) .

2. Ak
AT I S2 25 20 R Bt B PR AR R R R AT B b . AN E B RONAR R (10uL) JEATH4L, R F
BRI TEZPUIERLBE NIRRT 73 P BS54 MU A Rk 22 /0 Nk 1) 1x 100 B V% /ug
pUC19) .

3. Gk E A R

1) S 2% MGRE Al 7B L5 72 e SRR PR TR i A e 81, A DURE T AR BE LA IC 54~ B 2 .

12
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2) S AT BOP G 5P (FIPCR SN BERL .

%

0.1 uL 1uL 5 PCR 5% (10 yM)

0.1 uL 1uL 3'PCR 5% (10 uM)

0.2 uL 2 uL 50 x dNTP mix (10 mM of each)
2.5l 25 L 10 x PCR [ N Z& 3R

21.9 uL 219 uL AN

0.2 uL 2L Taq DNA AT (495 U/ub)
25 pL 250 pL A

3) W R REIRAT, AFPCRIFSROGILIREE L4 %424 L.
4) FIRBHSRIUL B 0 B4 S PCRI MK RIS, il JLot 8.

5) ML T R REATPCRY 1 :
94°C, 4 min 1 cycle
94°C, 0.5 min, then 68°C, 1 min/1 kb* 25 cycles
68°C, 3 min 1 oycle

* MRAEPCR™ ) K B R S8 SEAH I

6) H5uL PCRR M=), 11 x TAEZZ Ml Fl 5 EBrit)1.2% B NE B e BE AT FL vk, 2 7%
T IEARIE N B T o

4. G RN N R RN B R PUE LB AR TR AR S AT IEAm A PR 7e ke, JFAE37°CHigRId
Blo UCH 25 A BE S TR AL BRI S RO F AU BORE . AT E B0 > 36 58 il A A B

C. $E[\ROSA264V 3 F): PRI 20 % 18 TR o ke R (A e 3L

1. FZ I H A0SR i S8 A5 A, RN ALAR B SR AR £L 12 P12 100,000%1 300,000 - 4 e 4
Mo SEU N B T b a)-d) IR i SO SRR AL . B derr— H, B A AT I AR 5
AMECH o g BEALIRA IR, DUEENIFERE SN IA 2I70-80% I fl 7 %

a) SH175 ROSA26 TALENs + Bt i ve e

b)  FH XS e B

c) SH175 ROSA26 TALENs + fitfksa% (fif 44k SH250. EZ013. 5 Cas9 ROSA26
safe harborig %)

d) fbfksepE (i #4k SH250. EZ013. =iCas9 ROSA26 safe harborie )

13
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2. KH, WRIE] RO, A8 B (0 Geal I il 46 Ak DS 4 G 4 1L IORE KRR JTORE G Gk
B GRS N S VL6 /N

4fl: ff ] EndoFectin™ Plus# 4175 J:Neuro2A LI, SH175-L & SH175-R kLA 4 fi
0.5ug, HEAFURLAH &N 1pg.

SR

1) PR AN A A0 B 3R PR G R AT T AN TR, FRATT A 180 7 A S DR 4 4 4 T L TRE 5 it AR 2
RG], HAaRA R SR BAMEER T M TR Cinfii A ik 1ug, TALEN
FURLX :1~0.5pug )

2) NHUSEAR G BOR, TATEE SO ORI DNA S 5 Yl . o hibE B e 52 4 R g ik
WA K 4 TR S (AnDMEM/F12+10% EHitEFBS) .

3) M FHERCGAN N CnEACANIE . T AN EGE T R AR S R Gy ik v
W o S H AL AN SR R ) R AR A P S v U A

3. Hege24/h\mn, FERBEQIREL, IMASPUAERM A KRR, B1/10801/2040 46 1L
B, PR E AL EEALAL A PCRECIN S ERE i (W50 o iR4ARIEI5E 24 /M .

4, WLEYLA8/NIN S T UAMEIA 22 507k . Neuro2A 4 i At UM nd 25 250K & 41 ug/mL.
HiARAL

M I A G A M B 57 BT 2, T DUR A W 7 3N SR AR LR (AT 280 S . 2407748/ I i
REA SR IL Q0% A0 i MRS B2 3R IR (— Ay R4 [ 0 0.5ug-5ug/mbL)  RIVA iz HE 40 i 2 0 vk
WO IERR . AR B BT AR 31 24 0 A0 DR AT 28 [l i m St ()R 1) Y 7 S5 fH 2 A0
2 A A RO

D. B BT EA MR

HEHRGREEA) T8 ES A H B LA, ATy R R M B i e B R . fBOK
BRI oy B Uk, %07 I I ANRE DR UE BT (¥ 40 R 3 50 1A A BB RE i A T 5 A
3 B RGO 2 A T B AR IR . BAMEAS 4RI, AR A0 MO SR R AR T S RV P (K R Bt AT 1R
RBI, PRLLHE S B8 I 0T P 24 0 S 20 i 5 AH G R SCRR 9 e

14
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1. 72K 96 FLBCEEFLINN 100pL 59755, B2 A1 4L,

Initial cell
inoculum

123 45 67 8 910 1112

N e e e e e e e
B M
First P
dilution D >
series E P
Fl T ——
i

Second dilution series

B 5. LR

2. /£ A1 fLINA 200pL 40877, UL 100l 55 B fLA ARG IRIEIRA), VR AJ R Al o
A ZREEAESE 1 SIEATIRIFER 1:2 Bk HA AL, JFAIRRILR S 1 SRR LIARUE 75 2 200uL.

3. VRAIE A SN ETEL AL 100uL s 2 SALh . IR WA RIS, W RS
. MR 12 MRERS 12 41, IF BRI RE LR BUE R A 2000L.

4. KIIRBURAE 37°C HigR, WD),

5. Wi9F 3 Rjnwlilid Bl W 2140, %= 5-8 Kok, MARAKNI, AIIHGHEAT R C. /28
FEBati EoRE 7 R K FLEEAT bic o X SURER IR AT RS R R A A AT K IR

TARBLH] :

1) 76 A1 LI 4000 M4HHE (2X104 cells/mL) 2R BALMIE LRI . XA KA R,
AR AR

2) WA et SN, UL SRS A R R AT SO IR . IR T SR AN fiE EL LS 1Y
M, TS R A R TR D PR AT A OGN

3) BN LN AV I LA AR ORR U5 AR, JFAEXT Y (RS IR AR S8 2B 3 A
HIFEFERIFR IR

15
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E. FIVEEZ4 (HR) 4IIF
1. SEEGRE SN IS N A g LR D) B AT B R VR EEZH (HRD K v R

1) SH175 ROSA26 TALENSs + [ %} SH350:
ML FE R IRIE7-10 K5, A0 gl N HRFP & GFPREYE . .

2) A B TR SH350 -

A 5 IR 16 7-10 K 5, % [SH175 ROSA26 TALENSs + FHEXf . SH350] (1) BH % 1
A, NHARWA BN (WEHE RN o RIHES R DU L RFP/GFPRH M)
A1 A A DR g BH o) F o B R BE A L3R A

3) SH175 ROSA26 TALENS + {if F # & SH350 [ {44 b bt :
WA R IR 7-10K )5, FE1% 40 LN A GFPRA T . i it qPCRE{Western blot] LLA il 4%
NI

4) FUA51E FH#4A SH350 At va e -

WA 5 201 7-10 K 5, % [SH175 ROSA26 TALENSs + FHEf . SH350] (1) BH % 1
2, NIRRT RN o RO PPt & GFPBHE )40 i 2
IRl A4 e BE TR BE AL AL A

2. G AT AU EPCR AT A A4 2 i he 2 1 DNAF By AR 573845 2] ROSA26 i 5. Kk
PCRI1 5941455y il b AE 53 ROSA26 F41E (57 ROSA26-HA-L)FI133i ROSA26 41

(3’ ROSA26-HA-R) M. B BEE: Cas9 ROSA26 safe harborfii A 5[5 55 0 i FH 6k 1 ]
SIS . dEF T Cas9 ROSA26 i A\ e, it 3um 30 ik 514 SHA52 15kt 4 iiF 54
SH453.

3. 47 AEIEPCR

1) 5SIH#LL F i AIR 35 | R4 SR B 10pM 1) Mix R CER Ak o R A 2 — i [ 5t

AT R AL AGAIE SEAADNARIEE o ] LA 0] 4 3 T4 67 5 AT 30 UE A B8R AR E ]

2) EAALRIRUEPCRADIR:

a) 33 (1 25 AT ZH DNA/ I Hfi B 1 5 A BH A1 0T JE 40 iz 6 200 440 i v 2 2 i PR 4
DNA. 1if 2 H 1 77 G T3 7 SR 00 1 S 6 Ui TR A

b) T S KUEPCR (S AR R T )

16
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ol SEUG (TALEN+BHIEX | x4l (PAEX®
A FRALAA T ) AT

FE R4 DNA(60~100ng/uL) 1L 1L
10uM 5' (or 3') ROSA26 PCR Primer Mix
(= Cas9 ROSA26 i A\ wi % 3' mi5 1@ 1uL 1L
PCR primer Mix)
5 X UltraPF™ Buffer (Mg2+ free) 5 uL 5puL
10 mM dNTPs 0.5 L 0.5 pL
20mM MgSO, 2.5uL 254l
UltraPF(5U/uL) 0.25 pL 0.25 L
PCRZZE K 14.75 pL 14.7 5uL
AR 25 uL 25 pL
ROSAZ26 Negative
TALEN Control
98°C, 5min bp
o 3000
98°C, 20sec b
55°C, 30sec 35 cycles —
1500
72°C, 1min 1250
1000
72°C, 7min 750

Hold at 4~16°C e

Primer Set (GCI)
PCR™#1H1 x TAEZE M F11% Agarose/EtBrigt i vk, #iA AN s IFPCRES B,
FF it 1R 5 05 A 3 L 20 A7 1 36 uE PCRAST Ml Ji 2 41 &«

5'F3l¥ ZNEEESE 3'FsI¥Y

—
CMV , GOI | BGHpA | EFfa , GFP  T2A Puro | SV4pA  MRR

—

L 5'R3|1ﬁ 3'R3IY

1.2kb 1.5kb J

17
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1) 40 2R 3 LA A3 S0 i PCR &S R BB AL kUIPCREG RS o Jit DA W) B et 3 417 k1
Mg G B HANZIX IR P21 520 T PCRIY A%

2) — i AL RIS IEPCRET R FHE AL AL AR R4 15 1 D o

3)iEL L BEE: Cas9 ROSA26 safe harboriii A\ 7e 5 45 04 1 F 6 N IR AIE 51 4145 . AEE S
Hf¥1Cas9 ROSA26 iy A\ b, % H 30 uk 514 SH452 F55i56 Uk 5| #)SH453. .

4) PR e [F) I L5 2 K 4 safe harbor (v 5 LASN JEA A7 i A BEALAE S IR Dl AT vl g2 e

Southern blotting n i H T4l 40 i v 5] A7 7R I RENLAE & o SEB0 vk n] LA R iR S:
http://www.bloodjournal.org/content/117/21/5561

VI. &% 3CER

1. Zou, J. et al. 2009. Gene targeting of a disease-related gene in human induced pluripotent stem
and embryonic stem cells. Cell Stem Cell. 2009 Jul 2;5(1):97-110

2. Sadelain, M. et al. 2011. Safe harbours for the integration of new DNA in the human genome.
Nat Rev Cancer. 2011 Dec 1;12(1):51-8.

3. van Rensburg, R. et al. 2013. Chromatin structure of two genomic sites for targeted transgene
integration in induced pluripotent stem cells and hepatopoietic stem cells. Gene Therapy. 2013
20(2):201-14.

4. Papapetrou, EP. et al. 2011. Genomic safe harbors permit high R-globin transgene expression in
thalassemia induced pluripotent stem cells. Nat. Biotechnol. 2011 29(1):73-8.

5. Lombardo, A. et al. 2011. Site-specific integration and tailoring of cassette design for sustainable
gene transfer. Nat. Methods. 2011 8(10):861-9.

18



Genome-TALER™ /)i ROSA26 Safe Harbor St Nk 7 £

VI #5572 5 KR %

Cas9 B ERE 4R M Cas9 safe harbor Fi AT &

GeneCopoeia #¢fit Cas9 IZREF TR E RIS MR . XLy R G807 1) CRISPR JE [K 41 445 N H
PAt—AN D, mA TR, Sl n] LUl safe harbor JE AR &5 & Cas9 safe harbor fii A 5L
b ke 3L 465 T 7 () Cas9 safe harbor Fa g IS4 £ .

Tl Cas9 FaE R/ R M AF

SL509 FasE ik Cas9 #IRMHHER /) B Neuro2a F. 5a [ 41 fiid 5 198, B
(Neuro2a / Tet3G/ Hygro/ ROSA26) 2 x 1068 cells
SL510 Faszdik CasQ Mimaiy JEIA 1)/ B Neuro2a #: e 41 R 19,
(Neuro2a / Tet3G / Puro / ROSA26) 2 x 108 cells
SL511 Faszdik CasQ Himeiy SEIN 1)/ B Neuro2a #: e 41 R 19,
(Neuro2a / Tet3G/ Neo / ROSA26) 2 x 1068 cells
3X FLAG NLS A

B 6. — i N A KIERI L1 Cas9 IR i Fa 8 Rk 451 (R =

PF

«  Cas9 R A K sgRNA JLaL Yeaf il S I TR IR B RAR, & mil i sgRNA M FH AR E £
+ Safe Harbor £ mU3&4 RERf ORFEE 1) Cas9 Kk, (RN 4H TCRIER .

o HTTREAIM R AR ORIE R — IR AL N L. /KT Cas9 KA

« [t & GeneCopoeia Genome-CRISP™ sgRNA i [ . sgRNACJZE LA K AH44 o g AR 454 1

R

o AR R A K sgRNA BEAT Rl 12 2 25 ) AR ST IR BEAR T

o 5 R IR B 25 SRR AT BRI

+ Cas9 RUERIZMPAMENRARR, BAEKRE, & TR FER M. LM B ORI
RUATHAL 0T, MR R0 sgRNA FETEREATHAE; 2 sgRNA 7E A& b o R/ 2
FoiE R, R AR E AT HE B AN BEAE S AT o

2
COpGFP > Hygro >{sv4o%

19



Genome-TALER™ /)il ROSA26 Safe Harbor & [A g A\ il 7l £

HER/DRRS

B L DR /N BRURSE R 2 W 03 TR = W 1) 3 1 AL G B AR T DL ROKT 40 e gk R 5 e Y B AR T L
GeneCopoeia fit b % ) 5E #1174 TALEN B CRISPR-Cas9 /i it 3 DA 2H 5 1 (1) 5 5 DR/ B o

TALEN/CRISPR-Cas97 SEEHIEiH

TALENFICRISPR-Cas9R F HRIEME

TALEN CRISPR-Cas9
o {4
MMM, Casﬂ E{SQRNFL
Yuull’l.uu N = I ‘mnm_"‘" e
nl mmml
_“*--.
l PAM
DSB
NHEJ HR
— ) ) — = =
—$ZNRTEEREEmE

TALEN ¢ dﬂ
(o +sgRNA  +/-donor DNA
_‘ill:) — ]

NHEJ:EHR
.m./© 7RI
S



Genome-TALER™ /)il ROSA26 Safe Harbor 3 A7 £

VIIL. & FRAE A oI B AR 75 B

BRER AR

The following terms and conditions apply to use of the Genome-TALER™ mouse ROSA26 Safe
Harbor Gene Knock-in Kits (the Product). 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. This Product should be used in
accordance with the NIH guidelines developed for recombinant DNA and genetic research. Use of
any part of the Product constitutes acceptance of the above terms.

A PR & ARAE

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 fitness 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.

© 2016 GeneCopoeia, Inc.

For Research Use Only. © 2016 GeneCopoeia, Inc.
Trademark: Genome-TALER™ SH-111416
EndoFectin™, GeneCopoeia™ (GeneCopoeia, Inc.)
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