Gene Engineering Division
RIKEN BioResource Center

o RIKEN DNA BANK

clone name : ARF4-mCherry

RIK=EH
BRC
® Clone ID & RDB _ 15156
® Lot = 15156 _ A7FI
@ DNA Concentration = 25 nanogram/microliter
@® Volume : 40 microliter
@® Form . DNA solution in TE buffer
@ Host +  DH5 alpha
@ Culture LB medium
@ Antibiotics s 25 microgram/ml kanamycin
@ Purification QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 15156 =
(NEB#N3200L), E
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Erectrophoresis ; 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Belll 5.2 kbp
BamHI : 5.2 kbp
Bglll + BamHI : 47, 0.6 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence — E =
Sequence — B SV40polyA-R Sequence — F =
Sequence - C SV40pro F V2 Sequence — G - /’ _' 3
Sequence — D - Sequence — H - ( 17'9 08
\Z 5

APPROVED BY :

http://dnabrc.riken.jp/index.html




. Applied

W_Om<m.nm=._m D04425A5_A7FI_1_CMV-Forward_H08_23_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A5_A7FI_1_CMV-Forward Jun 28,2017 02:06PM, JST
SING138A238T183C242  primername A\ CMV-Forward KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp : . Pts 1507 to 13002 Pk1 Loc:1484 Spacing:11.65 Pts/Panel1350
KB1418 Cap:23 ~ 5- GCACCAAAATCAACGBBACTT -3 yersion 6.0 HISQV Bases: 959 Plate Name: 20170628_kitaku
C TICAC TC@ICECCATTG ACGC/IAATGG GCG GTAGGCGTGTACGGTG GGAGGTCTATATAAGCAGAGCTEG TT TAGTGAACCGT CAGATCCGCTAGCGCTACCG GAC
1 _ 19 28 37 46 55 64 73 82 91 100
[
CAMV pro hel
1146 " ¢ > p
53 f
0 = Lo :
7 TCAGATCTCGAGCCACCLTQGGCCTCACCATCTCC TCTCTCTTCTC GCGCCTCTTCGGCALAGAAGCA GATGCGCATTTTGATGGTTGGATTGGATGCT GCGG GCAAGACGAC

109 — aaee ? Ncol 136 145 154 163 172 181 190 199 208 217

1146 ball ol Lot S Rat AREA SV L L T

o Wl VAT | , )

GATTCTG&ETAT BTG A"CTAGGGGAGATAGTCACCACCATTCCTACCATTGGTTTT TGTGG 0\\0\% G TATAAGAACATTTGTTTCACAGTTTGGGATGTTGGTG @
226 235 244 253 262 271 280 289 298 307 316 325 3
1146
573 —— »
0 | VYV
e GAT TTAGGCCTCTCTGG AGGCATTACT TCCAG TACCCAGGGTETCATTTTCEGTGETAGAT AGC TG HOOHG TTCAGG GG mﬁ mnnm.ﬂmﬂqmﬁ
34 343 352 361 370 379 388 397 406 415 424 433 442
Eco PotT
1 4G RL 5
- Ny UL |l —
..ID_. TEETTET & GATGCAGCTEGCAGGATGCTGTGCGC TGCTGCTTTTTGCCAAC CAGGATTTGCC TGCTATGGCCATCAGTGAGATGACAGAC GTTAGGTCTT(
451 460 469 478 487 496 505 514 R23 532 541 550 559
11486 Pot
53 — —
CAGTC TCTCCG G CALG CATGGTATGTCLC GCCACTTGTGCTACAC GG ACTGGTCTGTACGAGGGGCTGGATTGGC TGTC B T CGAG G GG
568 577 586 595 604 613 622 631 640 649 658 667
P.S\ ARTF & BamHL
1146
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» Applied

W_Om<m.nm3m D04425A5_A7F1_1_CMV-Forward_H08_23_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A5_AT7FI_1_CMV-Forward Jun 28,2017 02:06PM, JST
S/N G:138 A:238 T:183 C:242 KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp Pts 1507 to 13002 Pk1 Loc:1484 Spacing:11.65 Pts/Panel1350
KB 1.4.1.8 Cap:23 Version 6.0 HiSQV Bases: 959 . Plate Name: 20170628 _kitaku
TCCACCGGTCGCCACCRTGGTGAGCAAGEECGAGGAGGATAACATEGCCATCATCAAGE GTTCATCCGCTTCAAGGTGCACATGGAGGECTCCE TG ARCEGC CAC
676 58 Z __H 694 703 712 7271 730 739 748 757 766 77%
co
ozak w Cerry
T GAGTTCCAGATCGAGG GCEAGGGLCGAG GGEC UGECECTACE AGGGE ACCGCCAAGCTGARE GTG GG GTG GECECC TG CCET TCGLC TGE
; 784 793 802 811 820 829 838 847 856 865 874
1146
o el o) §
Ol oAl oo X0 X000 o OO0 X X0 0 XXX
G TeUTHTCECE TEAGTICATGCTACERE B TEL GGCC TALG TG GC nnnnwmnnm.o TCCCCGACTACTTG G T @ TELE T T C.Cet e
883 892 901 910 919 928 937 946 955 964
,
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GGG € TTC G TE 66 AGCE CE TE ATE C TT CG ACGEGE AC GG CCGBGE CG TEGE TG CC G TG ¢ © ¢G C T CGT CCC T |
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~ Applied

D04425A5_ATFI_1_SV40polyA-R_A09_03_ABI24 Inst Model/Name 3500/3500 Instrument
'Biosystems
D04425A5_ATFI_1_SV40polyA-R Jun 28,2017 02:06PM, JST
SIN G:99 A:105 T:125 C:161 primer name SV40polyA-R KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp GTTC -3 Pts 1546 to 13096 Pk1 Loc:1523 Spacing:11.62 Pts/Panel1350
KB1418 Cap:3 5'- TCATTTTATGTTTCAG . Version 6.0 HiSQV Bases: 982 Plate Name: 20170628_kitaku
GG GGGAG TETTT GC 5 EC T @TRE AT G TG GCTATG GET G ATTAT GATC TAG AGTOUGC G GCCGIC TAET TG TACAGEC TCGTCCATECLCEECCEE I6 G AGT GG
al 10 28 37 46 55 * 73] 100 109
Khal NotL 910 Q%?\
1228 (werhylated)
gt
0 ».. { A » ] A
SGECECTCGE GCGEGTTCGTAC TG T TCEACGATGGT GT O%OO%OGSAOAOOO GGTG AT GTCC CTTGATGTTGACGT TGT DQOOOGOODO GCTGC OOOOG&.HOH%OGA
118 127 136 145 154 163 172 181 190 199 208 217
1228
614 P
0 J 1] LYY .
M TTCTAGS GTEGTCT TR ACC TCAGCEB TCETAG TG ECCECCOETCCTTCAGEC TTCAGCCETE TGCTTGATETCGECETTC GEGCCBCCETCCTCGGEBETACATCCGC TCGEAGGAGE
226 235 244 253 262 27 280 289 298 307 316 325 334
1228

oo Il i \ |

CCTEECAGEECCATEEGTCTTCTEC ITGCATTACGGEGCEETCEEALELEG GTTGGTGCCGCGCAGCTTCACCTTG TAGATG CTCGCCGTCCTGCAGGGAGGAGTCCTGGGTC
343 352 361 370 379 388 397 406 415 424 433 442 4

1228 ZQH Pstl
o UHARL \

C GG TCAECCACGCCGEGCEGTCCTCGAAGTTCATCACGCGEC TCLCCACT TG GCCCTCGGGG AAGG ACAGCTTC GTAGTCGGGGATGTCGGCGGGGTGECTTCACGTAGGCCTTT
53 460 469 478 487 496 505 514 523 532 541 550 559

1228
614

0 U | WA |

GGAGCCGTACATGAALCTGAGGGGACAGGATGTCCCAGGCG GG GCAGRGES CEACECTTIG GTCACCT TCAGE TTGGEGE BTCTEEGTGCCCTCGTALG GG CE GCCETCGY
568 577 586 595 604 613 622 631 640 649 658 667

1228
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Applied D04425A5_A7FI_1_SV40polyA-R_A09_03_ABI24 Inst Model/Name 3500/3500 Instrument

© Biosystems
y D04425A5_ATFI_1_SV40polyA-R Jun 28,2017 02:06PM, JST
S/N G:99 A:105 T:125 C:161 KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp Pts 1546 to 13096 Pk1 Loc:1523 Spacing:11.62 Pts/Panel1350
KB1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 982 Plate Name: 20170628 _kitaku
“CCTCGCOCL TCEATC TCGAACT CGTGGECGT ICACE GAGCCCTCEATE TGCAC CT TG AAGCGCATGAACTCET TGAT GATGGCCATGT TATCCTCCTICGCECTTGC
676 685 694 703 712 721 730 739 748 757 766 775
1228
o -
TCACCATS GTGGCBACCECTEGE TCCCCBCGTTTTGARAGTTCAT TTGACAG CC TEEAGCE T TCG TR A\GT TCCTTGTGT GTGG C
=% 7_ Py /Gw 802 811 820 829 838 847 856 865 874
w Cherry ¢ BamHl
1228 kozak Lat ARE4L
614 Wi s s M B
0 s O 000000000 O 00000000 D0 XX RI00Ca000ad Do
TTGGACATACCATG TTCTGTTCCGGAG AGACTG AR GACCTAACT TGTCTG TCATC TCACTG ATGGCCATAG CATTTIGG C TEE TG PAY
883 892 901 910 919 928 937 946 l955 964

|
1728 Rat >WE\¢H|
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Applied

 BioSystems D04425A5_A7FI_1_SV40pro_F_V2_B09_06_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A5 ATFI_1_SV40pro_F_V2 Jun 28,2017 02:06PM, JST
SIN G:70 A:84 T:68 C:106 primer name (, : SV40pro_F_V2 KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp , . Pts 1548 to 13022 Pk1 Loc:1525 Spacing:11.65 Pts/Panel1350
KB1.4.18 Cap6 8- TCGGCCTCTGAGCTATTC -3 Version 6.0 HiSQV Bases: 982 — Plate Name: 20170628_kitaku
eEiC 1TT T'T TG GIGG'CTAGGCTTT TGCIAA[G 2TC G 2T CAAG AGZ?CAGG 2TG AG G ZTCGT TTCGQ @.43 CAAGAT GG ATT GCACGCAGGTTCTCCGGCCGCTTGG

19 28 37 46 55 64 100 109

73 B2 91
Zlart NeoeZ/ KanK

oot 0Tty

GTGGAGAGGCTATTCGGC T Hm.mﬂmmmn Cc C ﬂnmmnﬂmﬂﬂﬂ%m.\HAmﬁﬁmnﬁmq‘,mﬂq_OOmmOﬂmqn.Onmn GGG GCGCCCGEGTTCTTTTTGTC GACCGACCT
118 127 136 145 154 163 172 181 Iee 199 208 217 226

1054

;| WY

GTCCG GTGCCCTG AnTGACTGCALGACGAGGCAGCGCGGCTATCGTGGC TGGCCACG ACGGGCGTTCCT TG CGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGG ACTG

235 244 253 262 271, 280 289 298 307 316 325 334
1054
527 —
o JUIV Bl ‘ Y i
GET GETATTCGEGGCGAAGTGECGERGCAGGATCTCETGTEATCTGCGACCT ITGCTCE TGCE G AG GTAT CCATCATGGCTGATGC TG CGGEEGGETGCATACGE TTGATEC GGEE
343 352 361 370 379 388 397 406 415 424 433 442 451
1054
527 »
O SRR, - . —
TACC TG CCCAT TCGACCACCAAGCG CATECGCATCGAGCGAGC ACGTAC TCGE ATGG ] G ECGGTC TTGTCGATCAGGATGATCTGGACG GAGCATCAGGGGCTCGCG
460 469 478 487 496 505 514 573 532 541 550 559 51
1054
527
O Pl g gt = s .».. e it — _ = ! e - =
CCAGCCG CTGTTCGCCAGGCTC GCGCGAGCATGCCCGACGGEGACG GATCTCGE TECGTGACLCCATGGCGATGCCTGECTTGCCEG TATCATGGT GG TGGCCGCT
38 577 586 595 604 613 622 631 640 649 658 667 67€
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» Applied

W.Om<mﬁm3m D04425A5_AT7FI_1_SV40pro_F_V2_B09_06_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A5_AT7FI_1_SV40pro_F_V2 Jun 28,2017 02:06PM, JST
S/N G:70 A:84 T:68 C:106 KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp Pts 1548 to 13022 Pk1 Loc:1525 Spacing:11.65 Pts/Panel1350
KB 14.1.8 Cap6 Version 6.0 HiSQV Bases: 982 Plate Name: 20170628 _kitaku
PTTTCTGGAT TCATCGACTGTGGCC GG TGGGTGTGGCGGACCGC TATCAGGACATAGCGT TG GCTACCCGTGATATTGETG GAGETTG GCEBGLG T @G5 T
_ 685 694 703 712 2 730 739 748 757 766 775
1054
0
CCGC TTCCTCGTGCTTTACGGTATCGCCGCTCEEGATTCGCAGCGCATCGECC TTCTATCGCCTTC TG G TTCTTC|TGA[GC GGG ACTCTGG GG
784 793 802 811 820 829 838 847 856 5 874
Grop
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901 910 928 937 946 955 n
|
1054 |
527 I
O TS b = ~ =
TCSE TTTTTCCC GEGE C G CCC GG C T GGG . T G T ECC T CCC G C G C GG G G TE T TGG C T GG G TT . TTT C & (il 6l DI Gl o ¢
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