Gene Engineering Division
RIKEN BioResource Center

; RIKEN DNA BANK clone name : T7-NLS-hCAS9-NLS-P2A-mCherry—pA
B

@ Clone ID . RDB _ 14658

® Lot : 14658 _ A7Cs

@® DNA Concentration : 25 nanogram/microliter

@® Volume : 40 microliter

® Form b DNA solution in TE buffer

@ Host g DH5 alpha

@ Culture 5 LB medium

@ Antibiotics : 100 microgram/ml Ampicillin

@ Purification : QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI : 10.4 kbp
Belll : 42.41,12,0.9 kbp
Ncol : 42 33,13,07,04 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence — E SV40pro F
Sequence — B Red-N_R Sequence - F =
Sequence — C HSV_TK pA R Sequence — G = .z
Sequence - D flori_R3 Sequence — H -

APPROVED BY :

http://dna.brc.riken jp/index.html



Applied

Bi osystems D04203A7_A7Cs_1_CMV-Forward_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_CMV-Forward Apr 11,2017 09:49AM, JST
S/N G:33 A:39T:30 C:36 primer name A : CMV Ferward KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp : i Pts 1597 to 13822 Pk1 Loc:1574 Spacing:12.51 Pts/Panel1350
KB 1.4.1.8 Cap:1 5-GCACCAAAATCAACGGGACTT-3 Version 6.0 HiSQV Bases: 967 Plate Name: 20170411 kitaku
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Applied D04203A7_A7Cs_1_CMV-Forward_A01_01_ABIO8

Inst Model/Name 3500/3500 Instrument

w_0m<m.nm3m D04203A7_A7Cs_1_CMV-Forward Apr 11,2017 09:49AM, JST
S/N G:33 A:39 T:30 C:36 KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp Pts 1597 to 13822 Pk1 Loc:1574 Spacing:12.51 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 967 Plate Name: 20170411 kitaku
TAGACAGTACTE ATAAGGCT GACTTIGCGGTTGAT CTATCTEGEGE TG GEGCATATGATE TTPCEECEACALTTEC TEATE 6 ACG GG GAQCTE AACCEA G ACAAC
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Applied

Biosystems D04203A7_A7Cs_1_Red-N_R_G02_07_ABIO8 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_Red-N_R Apr 12,2017 10:20AM, JST
S/IN G:31 A:29T:34 C:34 primer name B Red-N_R KB_3500_POP7_BDTv3.mob >E 12,2017 10:46AM, JST
KB.bcp _ Pts 1579 to 13676 Pk1 Loc:1556 Spacing:12.37 Pts/Panel1350
KB 1.4.1.8 Cap7 5.TCGATCTCGAACTCGTGG-3 Version 8.0 HiSQV Bases: 980 Plate Name: 20170412 kitaku
IT#G GG T CIG CAC T TG AGCGCATG p CTCCTTG {TG/TGGCCATG TTATCCTCCTCGCCCTTGCTCACCATGEGGCCEGEGTTCTCCTCCACGTCGCCGGCCTGCTTC
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Applied

Inst Model/Name 3500/3500 Instrument

7Cs_1_Red-N_R_G02_07_ABI08
' Biosvstems D04203A7_A7Cs_1_ _R_G02_07_,
Sys D04203A7_A7Cs_1_Red-N_R Apr 12,2017 10:20AM, JST
S/N G:31 A:29 T:34 C:34 KB_3500_POP7_BDTv3.mob Apr 12,2017 10:46AM, JST
KB.bcp Pts 1579 to 13676 Pk1 Loc:1556 Spacing:12.37 Pts/Panel1350
KB 1418 Cap?7 Version 6.0 HiSQV Bases: 980 Plate Name: 20170412 kitaku
CETTAATGATGRG CTCT T TTTT CAC CTCT TIATAT EC T TTCEBCCTCE ARG CTCBATG CEGT ITTTTICEAAG CT TS ATCBCTCCATE AT TG TGA TGIC CRAGE
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Applied

W-Om<m.nm=._m D04203A7_A7Cs_1_HSV TK pA_R_F01_06_ABI08 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_HSV TK pA_R Apr 11,2017 09:49AM, JST

SING:78 A45T:72C:69  primer name C : HSV TK pA R KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp ; - Pts 1617 to 13860 Pk1 Loc:1594 Spacing:12.61 Pts/Panel1350
KB 1.4.1.8 Capb S-TTTATTCTGTCTTTTTATTGC-3' Version 6.0 HiSQV Bases: 943 Plate Name: 20170411 kitaku
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Applied .

Bi osystems D04203A7_A7Cs_1_HSV TK pA_R_F01_06_ABIO8 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_HSV TK pA_R Apr 11,2017 09:49AM, JST
S/IN G:78 A:45T:72 C:69 KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp Pts 1617 to 13860 Pk1 Loc:1594 Spacing:12.61 Pts/Panel1350
KB1.4.18 Cap6 Version 6.0 HiSQV Bases: 943 Plate Name: 20170411 kitaku
3 ECGEC CCTC G C T CGCECTCE AT CTCEARETOGT GECCGET PCACCEAGCECTCCATETECACCT TG ALAGECGCATBAACTCCT TG ATGATGGECCATGET TATICETELT
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Applied

W_Qm<m.nm3m D04203A7_A7Cs_1_flori_R3_D11_11_ABI24 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_flori_R3 Apr 06,2017 10:37AM, JST
S/N G186 A:116 T:173 C:173  primer name D :flori_R3 KB_3500_POP7_BDTv3.mob Apr 06,2017 11:19AM, JST
KB.bcp C ' Pts 1920 to 13938 Pk1 Loc:1897 Spacing:12.96 Pts/Panel1350
- TACAGGGC-3 .
KB 1.4.1.8 Cap:11 2-TIAATGEEEEE Version 6.0 HiSQV Bases: 267 Plate Name: 20170406_mix
GUGAR GGCES TS LciG CTGCGCAG “TCTGC TATG GCAGGG CCTGCCGCCCCE ACGTTGGCTGEG "GCCCTG GG CCTTCACCCG AACTTGGGGGGTGGGGTGGGE
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Applied

Bi osystems D04203A7_A7Cs_1_SV40pro_F_D01_04_ABIO08 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_SV40pro_F Apr 11,2017 09:49AM, JST
SIN G:17 A:14 T:15 C:21 primer name E : SV40pro_F KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp _ : Pts 1554 to 13819 Pk1 Loc:1531 Spacing:12.6 Pts/Panel1350
KB 1.4.1.8 Cap4 5-TATTTATGCAGAGGCCGAGG-3 Version 8.0 HiSQV Bases: 942 Plate Name: 20170411 kitaku
BCCITGLETIC CCEIGA CTAIT C.'AG ARCT AGT G AGG AGECTTTTTTGG AG GCCT mmn,::imn_ GOTCOE & GG AGCTTGTATATCCATT TTEGGATCT GATCAAG AGACAGG AT
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GCCGCCGTGTTCCGGCTGTCAG CGCAGGGGCGCCCGGTTCTTTTTGTCAAGACC GACCTG TCCGGTGCCCTGAAT GAACT GCAGGACGAGGCAGCGCGGCTATCGTGGC TG G
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Applied

Biosystems D04203A7_A7Cs_1_SV40pro_F_DO01_04_ABI08 Inst Model/Name 3500/3500 Instrument
D04203A7_A7Cs_1_SV40pro_F Apr 11,2017 09:49AM, JST
S/N G:17 A:14 T:15 C:21 KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp Pts 1554 to 13819 Pk1 Loc:1531 Spacing:12.6 Pts/Panel1350
KB1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 942 Plate Name: 20170411 kitaku
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