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1. B & A R AR A

Genome-TALER™ /M ROSA26 safe harbor ZFEm AN RAFIE (RAEHHAB A, Cat# SHO75)
Genome-TALER™ /hi, ROSA26 safe harbor HEFEmARAE—Purodif:fitiE#& (Cat#

SHO079)
SH175 ROSA26 TALEN 10 ug 500 ng/uL EiRigH. -20° CfiEfT.
S
SH250* TF;OSAZG PepBf—oPurofl 4 o 500 ng/uL FIRIEH. -20°CHETE
ROSA26 RFP [SH 4% fE {4 E o o
SH358 Sl PurohiiE 10 ug 500 ng/pL HRiBMH . -20°CHETT .
, s ~ 200 M . o p
SH450 5 HR $AE5 ¥4 A % 10 pM FHiRisH . -20°CHELF
: s N 200 M e o
SH451 3 HR KAE5 | 44 o 10 pM FiRiEH . -20°CHiEAF

* SH250 A SHO79 7 &t

(A) TALEN . ft4adiid K PR v R A T Rt Jo Aot

3'Flag bGH poly-A

vefiod oras
-hiod ovAS

MROSA26 HA-Left mROSA26 HA-Right mROSA26 HA-Left mROSA26 HA-Right
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Genome-TALER™ Cas9 /M, ROSA26 safe harbor FEFERANRF|&E—PuroHift: (Cat# SH087)

SH175 ROSA26 TALEN 10 ug 500 ng/pL Finisk. -20° CHETE.
Cas9 ROSA26 safe harbor kA _opo(f
SH350 R PUrod 10 ug 500 ng/uL FEIEIEH. -20°ChETT
ROSA26 5’ HR il 5| #41 200 JE S o
SH453 o ErAfCasO B reactions 1O MM FiRisH. -20°ClEfE
ROSA26 3’ HR 5&1F 5| ¥4 200 o Bk
SH452 o HfCasd B reactions L0 HM FHiRisH. -20°CHEF

(A) TALEN X Puro$if: Cas9 ROSA26 safe harbor BRI T &

3*flag bGH poly-A

e T e s ) —

[ SH350 IJ

v-Alod opAs

ROSA26-HA-L ROSA26-HA-R
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Genome-TALER™ Cas9 /MR ROSA26 safe harbor ZERFENRAF&E—Hygro itk (Cat# SH088)

SH175 ROSA26 TALEN 10 ug 500 ng/pL Finisk. -20° CHETE.
Cas9 ROSA26 safe harbor FETIVIN N
SH351 R Hygro it 10 ug 500 ng/pL FEIEIEH. -20°ChETT
ROSA26 5’ HR il 5| #41 200 S S .
SH453 o ErAtCasO B reactions 1O MM FiRisH. -20°CHEfE .
ROSA26 3’ HR HilE 5| ¥4 200 e N
SH452 e ErRtCasO B reactions L0 MM FiRisH. -20°CHEfE

(A) TALEN X Hygro #it# Cas9 ROSA26 safe harbor REA L&

bGH poly-A

3'flag
ool ]

] SH351

v-Alod opAs

ROSA26-HA-L ROSA26-HA-R
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Genome-TALER™ Cas9 /M . ROSA26 safe harbor Z RN R E—Neo Hitk (Cat# SH089)

SH175 ROSA26 TALEN 10 ug 500 ng/pL Finisk. -20° CHETE.
Cas9 ROSA26 safe harbor kA _opo(f
SH352 R Neo Hitt 10 ug 500 ng/pL FEIEIEH. -20°ChETT
ROSA26 5’ HR 5:1iF 5| ¥4 200 FERES Bk
SH453 o ErAfCasO B reactions 1O HM FiRisH. -20°ClEfE
ROSA26 3’ HR 5&1F 5| ¥4 200 o Bk
SH452 o HfCasd B reactions L0 HM FHiRisH. -20°CHEF

(A) TALEN % Neo $ifk Cas9 ROSA26 safe harbor B TLRE

v-Alod opAs

ROSA26-HA-R

ROSA26-HA-L
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(B) EHRAKAEPCRE A&
5 F3l¥ INEERE4SA 3'F3l¥
— —_—
MRL Cwmv [ele]] bGHpA EFia GFP | T2A Puro 1SVEisAY  MRR
— g—
5 R3|¥ 3'R3|¥

1.2kb J 1.5kb «j

& 2. Genome-TALER™ /) f{ROSA26 safe harbor £ K i N kA& %>. (A) ROSA26 TALEN .
itk A. Cas9 ROSA26 safe harbor fig A\ vl S PPN IR AR TR, (B)  JERIRINIRAE
PCREI¥IEE .

Fotth % SRR

1LBEIRFE R TR BB AR R TR 2L, BRI H50 pg/miftRIRE R
2.6FLANHBE FRAR B AH G I A0 B B TR AT R

3. H B 4u S B e 75 A F At e 15 7 5 JAs )

A AT B F SR MRecA- F EndA-BLE . colif 32 2541 ..

5. AR, A RN LA AR MID-MEME 3L (Invitrogen, Cat. # 11995073)
6.EndoFectin™ Plus % %4+iX5fl (Genecopoeia, Cat. # EFP1003-01/02)
7.Qiagen EndoFree JoH & & Fiki K247 & (Qiagen, Cat. # 12362)
8.Qiagen DNeasy I 2 ZIDNATREGA A& (Qiagen, Cat. # 69504)
9.iProofF £ EDNAK 4 (BioRad, Cat. # 172-5301)

105413 C(Invitrogen, Cat. # 16000036)

11.F5E XK MAEES (Invitrogen, Cat. # 15070063)

12 E [ K-EDTA (Sigma, Cat. # T3924)

134+ A] 3 TR YL an i, smAIE U A A R S8 (WilonzaffINucleoFectorskInvitrogenffiNeon L5 &
40
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1. SEE 741
(A)
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v
(_WE_JJ,. —

mROSA26 B TALEN

T mROSA26 %8 TALEN I_‘
- o v
(e B—_ T~ e p— T <10
©
5 F3l¥

5' REB|Y
1.2kb —}

(D)

ROSA26

oo GIESoEd

5! 3 5! 3

3000
2500
2000
1500
1250
1000
750

500

EEBANLIES|#PCRER

EFia
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(B) A

\
Phase contrast
(exposure time: 1s)

Green flourescene
(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)

3'F3l¥
—

(—
3'REIY

1.5kb J

4. PREFEH ROSA26 safe harbor ZEHEEK
A .

(A) T65LHH H ROSA26 BHM: Xk FE AL A4 5 H
DC-RFP-SH02 (800 ng) 5 ROSA26 TALEN Jii
Fixt (%600 ng) JLAE4e HH ROSA26 BHM:
o BRI v B s /J\ S.Neuro2a B2 &40 .

(B) #JL48/Nif )5, BAEbil: 10E414 .
BeRHr 6 FLiRk, FH1.0 pg/ml w&a@@%u@%%ﬁ
Tk Z B F Ik AT R G iR, R

DC-RFP-SH02 a@m’izmaﬂw\]%%w\ymﬂ@o

BEUF 51 AL 0 7] i 2 T
WA BRI B 1 SR

c) (D)
BEATY 1,
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IV. Safe Harbor KB\ SEI AR .
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|
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o B E T R

4

HIFEEESH (HR) 40
A7 5 PCRIT % BH M 72 %

i

Southern ENZEyEHERRBENLEE & v
(RERZNEVCE )

i

FRL o o A A 6 S A AT




Genome-TALER™ /)N ROSA26 Safe Harbor i A7 &

V. KPR
A. R

FRATTEEAN B 7 A Joe R B ) S 96 i) 2 06) 35 R 4L g 6 T EL SR REOEAT I 1S . R4 4k ] {8 F RecA-FIEndA-
TE.coli/f 32 252 LA B 3@ F 12852 25 I AR 1 SR 50 25 1

E#t1T ROSA26 TALENSJI AL, & UL SH250 &R TR L ALey, gl fl Al &2 R E R btk
(50ug/mL) LBEfAE; FE R, H50-200ul CLE1L S SRR . K- FHRTE37° CTiIE L
B, FTS T M 2] 29200mLI % 50pug/mMLE R 5 & R LB #R5E, 7E37° CTREEIEHR . &k
FEG, Ad 2 N 3 R FURIDNA K E R BGR ] S 2 BUR FIDNA.

AN T RREY SR e B, FATTAE U P A P PR 1 1 P O e D7) B I AT

B. L H MERFE WRERA H SH250 ik
1. &R

1) XK BURLBEAT D) SRR, FREE] 10ng/ul.
2) SKHGAH SOt BRALRE S B E 10uL R RN A R

1.0 pL A SH250 7% [ 84k

7.0 uL DNA i AN Bt (~30-50 ng) Bk 4li/K/ExT IR
1.0 uL 10X T4 DNA ligase buffer

1.0 pL T4 DNA Ligase (40 U/uL)

10.0 pL R R PR

3) A RZET 25°C I H1-2 /M (FismiEd) BB T16°C WEK CFumiEd) .

2. Bk
15 FH B2 A5 40 B BE P PO AR R R AR AT ek . MBI AR R (10pL) AT, IRER
BRI TERPUERILBIE IR ES TR AR RS2 A4 o % 10 0% 22 /0 LA 3 1x10° B4 /ug
puUC19) .

3. ik A v B

1) S5 HAE fTARCS 22 1 0 TR 0 T v B b8, AR IO P AR BE LR 15 B %

12
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2) Hl# SN BOm o 5 I PCR N BRE .

0.1pL 1L 5 PCR 5|#) (10 pM)
0.1pL 1L 3 PCR 5| (10 pM)

0.2 uL 2 uL 50 X dNTP mix (10 mM of each)
2.5uL 25 uL 10 X PCR J N 22 i

21.9 L 219 L WAL YN

0.2 uL 2 L Taq DNA R&8 ()5 U/uL)
25 uL 250 uL B

3) BN ERRIES], FPCRE K96FLIEEFL/r %24 pL.
4) KBS BREUS B ARIE B 7% SPCRIZ MK RIRAS), B HE—TLa—%
5) i LA R R TPCRY -

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 cycle

* MRIEPCR™ WK P e SEAHI K

6) H5UL PCR B4, (1 X TAEZZ M AN & EtBrif) 1.2%55 e bl e kATl ik, 73 7%
EERRCGEPNOEN

4, MEEMZFERMTERIUE LB AR R S 4 EHm AR I BE, JFE37° ChiR
R R H £ NER TR AR SR O A0 R . TR REIN 4 A T BL.

C. BERIROSA26/L pi 13 R 4H 48 T2 7 ke K A 7 e L 5 Gy

1. W H RS R E s Ie 4c,  1E S FLANM S 75 0% B3 FL A1 £9100,000%1 300,000 15 4% G4
Mo I8 AL S & X N ida)-d) IR AR S B BR AR FL . FESeRT—H . AR AR AT A R
ML H . YeE LM g, DA S AT 5 Jemtik 3] 70-80% 1 il A % .

a) SH175ROSA26 TALENs + Pt [ vk

b)  BH % HE e

c) SH175 ROSA26 TALENs + fitf&mfE (fff 4k SH250. EZ013. H(Cas9 ROSA26
safe harbor3a %)

d) fEAkToRE (ff %Ak SH250. EZ013. {Cas9 ROSA26 safe harbor i)

13
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2. H, YR RS OERI UL TS, 8T A 0 Gl i 4 2 B8 4 G TR TR B (A UK ST
B bEGUR S YIAEANN b SRR I 6 /N

] ffFHEndoFectin™ Plusf Juilifl# JsNeuro2A 4MfilS, SH175-L KSH175-R Gk A4
0.5pug, A& FTR HE A1pg.

HAEI:

1) BN FIGHH &R I R G BT AN, FRATTE WU A Jk ERT 20 2 il T 2L TR b4 2
R HELILE], HRESEERCR . AR P LGS g kilpg, TALEN
Ji KL% 5E4~0.5ug )

2) ANEUERHERNOR, RATEDCHFRIDNA S AR ] IEHitER I3t K e 4k o3t
WA K FIMETIES ((IDMEM/F12+10%CHiEFBS) .

3) X THERGeAnfE CanEARAEN . AR EGE M) ARSI R R AR R
R . VS IRZ AR ) R AR A A ST IR E U A

3. FEYLANI G, FEEFEGREIREE, IMASHA RN EE KR TR, W1/1081/2041 jB % # 6 LIk
PR EE LA MR R AE S AL 2 PCREZIN S B FE A (WA S0 o ih4HAE AR 24/ N0 o

4. FEYLAG/ININ 5 T HAMEIA 5 2 0fii%k . Neuro2A 4 () 2 13 M4 25 25k 2 1 pg/mL.
A

I R B Qe i S Bt 2k, TT DB 2 RS B SO A AR A ROREE . 2048/ i
REANSUHE I Q0% A i I WEIS B 3R (— BT R FE 90.5ug-5pug/mL) BRI $E 40 i 5 i i
MIIEA IR . oAb A B0 3R 25 7 40 R0 AT R BBl i T S e ) 14 75 925 10 S 208 ot 24 x4
2 AR A RO L

D. 7B F T LA &

LR 2 TS A AR AL, DL T R R R R A R . BR
LR RE Y BTV, 20T R M RECRUE P B AR RV VR 1 AR R WU AT S R
Jr B GO O 0 B A T [ AR AORER . MBS SRR, A RIS R AR IS SR R P R Bt A 1R
R, PRSI Ia I BT A 20 0 S 70 75 Bl AR 5% R SCRR 9

’

14
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1. fE KK 96 FLBAEFLINA 100uL B3 953, B2 AL L.

Initial cell
inoculum
123 45 67 8 910 1112
AN =—r—tr—r-rTTTT"
B M
First P
dilution D »>
series
E e ) s s s
F M
G >
HY >

Second dilution series
B 5. ELL M RE R .

2. f£ AL fLANA 200uL 4R E77, HUH A 100Ul 5 BL AL A RILIR ), VR SIS RE ikt G AR
e ARERAEEE 1 AT FIRER 102 R A HL fL, IR BRI EE 1 5 R ALIARUE R & 2000l

3. JRAIE 1 AR, S B 100l InES 2 SIFLH. B RRIRS], #EArR RS
We EEM 12 WBERE 12 4], HFHEFREEREAARIERZ 200uL.

4. WeRFEMURAE 37°C ¥ig%, wEHuthah.

5. ¥If 3 RJa il B S, £ 5-8 Rk, MAMAKNEI, FOTRIHTIRC. 728
Feb R B R A FLREAT AR . IR R W RS B TR R AR HEAT R R

l! l\i\EEE:

1) £ A1 FLIIA 4000 N4 (2X 104 cells/mL) 25 BRAR ARG IE . X xfEE K &,

A IR AR .

2) WHATBIeH A, NSRS SRR A SOERIE . QRN T 2 A R B ER 1Y
KA, W S 2R M R D R AT A TN

3) B YRR A FLAR B RS IR IR S ARIC,  IFAEXS N RS RN L 36 2B 10 A8
MIFFERIAR RS

15
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E. BEESA (HR) ZHfRIGIE
1. SZUGFE NI R H g 8 T 5D gtk B RIPR R (HR) A 77k T

1) SH175 ROSA26 TALENS + [H 1% #& SH350:
MES R IR 7-10K /5, FE3G IR WRFP X GFPRE: . .

2) HAARHMERTIE R SH350 -

WA S R TIET-10K )5, Wk [SH175 ROSA26 TALENS + FH{H% I SH350 () BH 1t % i
H, NARWDEMNRAE (WEEMRAE)  KRIHEERERYUE LRFP/GFPRH M)
S s PR A B X B o B PRI BB AL

3) SH175 ROSA26 TALENS + {ii i #4& SH350 {44 5 % «
MWEPA T R IR 7-10K 5, TEIE B4 N NGFPRHM: . i idqPCREXWestern blota] LA il #
ANFEH R IE o

4) R FH#AA SH350 [tk 7o f

WA SR TIT-10K )5, Wk [SH175 ROSA26 TALENS + FH{H%HE SH350 () BH 1t % i
4, NARWEMPANE (WIEE AT « RO IERE R P X GFP R 140 i 2
IR R AR e BE I BE AL A

2. JEId HE AL S IREPCR AT LARIE SR 2R 25 2 I DNA A Bt R F 7 B A 31 ROSA26 17 . I8k
PCRI G4 4y ml i (ESE ROSA26 BAIE (5" ROSA26-HA-L) 3% ROSA26 4

(3’ ROSA26-HA-R) M. iESLEE: Cas9 ROSA26 safe harboriii A 7 [ 55 A fidi FH 87 )
ARSI G . JEiE T8 Cas9 ROSA26 i A\ vef%, 1514 H b5k 7149 SHA52 5% 56k 51 )
SH453.

3. EHMAIIEPCR

1) SI#ELL F SR I 5 008 A Bk BE Y 10uM 1) Mix Bt AT & — i [ Y =

A RO O A2 DAIRUEBLADNAR AR & o 7T DL IS P i 2 2 87 R0 AT B A N BA M HIIE T o

2) HAN SIRIEPCRPIR:

a) FH63d 2 DX 2 DNA/IN 5 B B 751 G A 1 0 6 4 o s s 2H 4 P 7 R 2 PRI 21
DNA. 175 #4117 3 1l i e 146 R s e i W e

b) EH A FAKHIEPCR (R MAR R U1TR)

16



Genome-TALER™ /)N ROSA26 Safe Harbor i A7 &

- SEIG4H (TALEN-+RH % YR (PAtEXTHR
: TRAL A TR BLAATERED

J:[FI4H DNA(60~100ng/pL) 1puL 1L
10pM 5' (or 3') ROSA26 PCR Primer Mix
(5 Cas9 ROSA26 iy \ 7 f# 3' 55 i@ lpL 1L
PCR primer Mix)
5xUltraPF™ Buffer (Mg2+ free) 5uL 5puL
10 mM dNTPs 0.5 pL 0.5 pL
20mM MgSO, 2.5puL 25uL
UltraPF(5U/pL) 0.25 uL 0.25 uL
PCRZZ&1H7K 14.75 pL 14.7 5uL
BETR 25 uL 25 uL
ROSA26 Negative
TALEN Control
98°C, 5min bp
° 3000
98°C, 20sec i
55°C, 30sec 35 cycles 2000
1500
72°C, 1min s
1000
72°C, 7min 750

Hold at 4~16°C e

Primer Set (GCI)

PCR™#IH1 X TAEZMiF11% Agarose/EtBrigtfi ik, il AN IEPCRES B .

Ff fts (535 K% B B ALY s BIEPCRAG I JE B 40 F 1 -

5 F3l¥ NEERSA 3'F3l¥
— —
MRL CmV [ele]] bGHpA EFia GFP | 2o  Puro | Sv4ipA| MRR
—— —
5 R3|¥ 3R

1.2kb «t 1.5kb J

17
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“ IL\EEE

1) Gn 5 33 FE 4 A7 5 56 UIE PC R &S SR 507 S5 4147 25 FIPCRZE B 55 . JE KA AT RE A2 3oty =5 417 141
YL AR SE R . B RIZ X IR 7 F1 52 T PCRIVY HER0% .

2) — i EEAL R I BAEPCRES RN BH PR AL A2 A IERE 5 FC ) o

iFLH M EE: Cas9 ROSA26 safe harbori \ 5 55 8 FHX B IS IE S| 14L& . AEE S
Mf¥)Cas9 ROSA26 i A\ selé, 1 18 I 3% G il 51 %) SHA52 M5k Kl 5| #ISHA53. .

A)PAR v B Rl I 5 2 K 4l safe harborfiz s BAAN A AL A AL AL RE & fE LA AT e s k2R
Southern blotting A 4 FH -6 I 248 i v [R] I A7 AE I BENLRE 5 o SRER 7 7] W BA R e
http://www.bloodjournal.org/content/117/21/5561
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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 R 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.

© 2017 GeneCopoeia, Inc.

For Research Use Only. © 2017 GeneCopoeia, Inc.
Trademark: Genome-TALER™ SH-042417
EndoFectin™, GeneCopoeia™ (GeneCopoeia, Inc.)
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