P Gene Engineering Division
RIKEN BioResource Center

ﬁ RIKEN DNA BANK clone name : pcDNA3-NEURL4-FLAG-His

RIKZH
BRC

@ Clone ID RDB _ 13978

@ Lot 13978 _ A6C2

@® DNA Concentration 25 nanogram/microliter

@ Volume 40 microliter

@® Form DNA solution in TE buffer

@ Host DH5 alpha

@ Culture LB medium

@ Antibiotics 100 microgram/ml Ampicillin

@ Purification QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 13978
(NEB#N3200L), _

125 ng/well + T E

St B3

(kb) S m T X

10.0 60

8.0 ¥

40 5.0

3.0 20

16

1.2

1.0

0.5

0.1

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Erectrophoresis : 100

Restriction enzyme Expected size of fragment

BamHI 10.2 kbp
HindIII 9.1, 1.2 kbp
Xbal 8.2,20 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A CMV-Forward Sequence — E -
Sequence - B BGH_rev2 Sequence — F N
Sequence — C SV40pro F Sequence - G i

Sequence - D

Sequence — H

APPROVED BY :

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




Applied DO03172A6_A6C2_2_CMV_Forward_E12_15 Inst Model/Name 3500/3500 Instrument

tems
Biosys D03172A6_A6C2_2_CMV_Forward Mar 11,2016 09:56AM, JST
SIN G:724 A624 T:534 C:823 o name A CMV- Forward KB_3500_POP7_BDTv3.mob Mar 11,2016 10:22AM, JST
KB.bcp 3 Pts 1709 to 12997 Pk1 Loc:1686 Spacing:11.87 Pts/Panel1350
KB1418 Cap15 5'-GCACCAAAATCAACGGGACTT- Version 6.0 HiSQV Bases: 698 Plate Name: 20160311_GNP
G TERME, T E 6 GEE T TG 2GC LT G GGLG GTAGGCGTGTACG GTGGG AGGTCT AT AT GCAGAGETICTCTGGET CTAGAG CECACTGCTTACTGGCTTAT CG
1 9 ! 25 33 41 49 57 65 rWn =73 81 89 97 a5
acl
; Cny
1276 i
638 . |
0 NN 2..7 ) \
TT TACGACTCACTATAGGG AGACCC GCTTBETACCE ACCTECEGATCCACTAGT \CGGCCGLCCAGTGTGC TG G THEE TEG T CGGC -GGGTCGGGTGGG
1713 121 129 7 137 145 _ 153 HMH 169 i) 185 193 Now.m.ﬂ.uﬂ\ﬁ 209 217
T gromster Hid @ Kgnl  Sacl Bar-il EeoRl NEURLG
1276 A el M _ 0324 122 (&)

o | | | A A\

GTGGGGGCTCTGGGGGAGGCCCTGGACCGGGG CCGGGCGGGGGTGGGGGCCCCAGCGGGAGC GGC TCAGGACCGGGGTCC CGGGGGTCTGGGCAGCGGCGGGG CTGCAC

225 233 241 249 257 265 273 281 289 297 305 313 321 329
1276
638
0 ‘ : . .
CCGCGCACTEGGCGCTTGGEGTG AGCCTGTCGGCCTG TGGGCGTACGGCGCGGCGGCAGCAGCCGGGECCAGGAGTTT CCLCGGGCTGGTGTTGAGC CG AG CEECTTGCGEG
337 345 353 361 369 37T 385 333 401 409 417 425 433 441
1276
638
0 ) \
TG GACGCGTCTTCACCEGTECGCATECGACCEE GGTC CTCCTG BAGCGGETCCATTGAGATT GEEG TGACAGCGUTGEGALCCCCAG TGTEGCTGGACT TTE C AGCAG
449 457 465 473 481 489 497 505 513 521 529 537 545 553
1276
. 0000000 5&883\/09
o Y A
TGCCACGGGCLCTG _ CEGECECTCC TG CTACGTETC GEGECTEETECTGTGC TCAGAG ATGEGACEGETCTGE TG IT G CGAGTATGGTC GG A CC TGG CC HGCT TY
561 56 547 585 593 601 609 617 625 633 641 645 657
NVEURLS [ Kebleg mvM - 0324422
1276 f (F.397. )
638 »
E O e X0 OO0 300000 00000000000 K X000 SO ol XXTO9 o U,
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Applied

Bi osystems D03172A6_ABC2_2_BGH_rev2_H01_22 Inst Model/Name 3500/3500 Instrument
D03172A6_ABC2_2 BGH_rev2 Mar 16,2016 10:08AM, JST
SIN G:44 A:52 T:48 C:66 primer name @ BGH _rev2 KB_3500_POP7_BDTv3.mob Mar 16,2016 10:34AM, JST
KB.bcp . o Pts 1457 to 12901 Pk1 Loc:1434 Spacing:11.44 Pts/Panel1350
KB1418 Cap:22 5'- TATTAGGAAAGGACAGTGGG -3 Version 6.0 HiSQV Bases: 944 Plate Name: 20160316_mix
CT GGCTA G(G (TZG(G FIGGCAGAG GG GG GG GCIAACAACAIG ATG GCTGGCRACTAG ARG GCACAG TCGAGGCTGATCAGCGAGCTCTAGCATTTAGG TG ACACTATAGRAT

1 10 19 28 37 16 55 64 73 82 109 3

1214
607

0 .»4“»fr .uxm_-WLh—V«

Y el A

100 .M_WT

)

m;omH

.», [\

GGGCCCTCTAG AGCAG CC

118 127 136
Aya p 16t

ACTCAGCTTCECTTTCGGGCTTTGTTAGCAGCCGG 40#0

145 154 163 Hl_.NW‘?A »~ 181

1214
607

; i )

TGGTGGTGGTGGTGGTGCTCG AAGAT

~

TTETCATCE TEGTCCTTGTAGTCH
208 2137 226

FLAG

TXI 190 H@@@%m\_

\ A

TCGACCTCGACGCGGCCGCATTCCACCCGTACCAGCAGGGCACAGAGGAGTGTGGLCCCCC

TTCTCCTTAGTGACCCACTC

GTTCGGCTGGACTGAAGTGAGGGTCAGG AGQH

235 244 253 262 271 280 289 298 307 316 325 334
NotT szcﬂrﬁ.
1214 tefSeq : WM_ 0324412 ([ (- 4693
607
0 )
P TERCE GGGCAGCGG: GGGGGTCCCGEGGGEGGTGEGTAGG AGCCAGGGCGCACACACACCTGG CGC CACCTGAGCCTGGETGC GTCCGE TGGGATTTGGGGTCCCG G TTGCAC
343 352 361 370 379 388 397 406 415 424 4373 442 451
114
607 — :
; | | T
ITT TG GACGGCCAGGGTCTECECEGECCCCAGCATAT TG GGG .GGGGG GCAGCACAG GAGGGGGCTGCTCCTCCCGAGGAGGTGCACAGTTCTCEC GCC GGC TCCTCGAACCCT
460 469 478 487 496 505 514 523 532 541 550 559 51
1214
5. E% \ T é%%%é
ACECCAGETT CTEEET TGS G EACE GCA G T C A G ATEEACCOAGTACC TG CICCCAGCGE TECUCET CEGTE CAGEACTEBTEE GTAL GCGGC*’ CATTGCTECECLCGT G !
58 577 586 595 604 613 622 631 640 649 658 667 676
1214
| 0 ) ) )
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Applied

w_0m<m.nm3m D03172A6_A6C2_2_ BGH_rev2_H01_22 Inst Model/Name 3500/3500 Instrument
D03172A6_A6C2_2_BGH_rev2 Mar 16,2016 10:08AM, JST
S/N G:44 A:52 T:48 C:66 KB_3500_POP7_BDTv3.mob Mar 16,2016 10:34AM, JST
KB.bcp Pts 1457 to 12901 Pk1 Loc:1434 Spacing:11.44 Pts/Panel1350
KB1.4.1.8 Cap:22 Version 6.0 HiSQV Bases: 944 Plate Name: 20160316_mix
GCCATG B CCACT TCTTGGTTAGTGTCUCAGC CTC CAGGCGEGE AT TCAC TCTGAG GT TGA ACCTG CACLCAGCCE GEGCAGTGCATAT TCCC GGG AGGET CCLY
€85 £94 703 712 721 730 739 748 757 766 775 784
1214
N T L e e I A ﬁm\g%%
; (el
ST CTECECCTE TG CECETCGTC TCC TCGCAGCTTC C6GCAAGAC TCACAGTAGCACAG G CT TCECTTTGG CEG REGCATG A AT TR QG GG
793 802 811 820 829 838 847 856 865 874 883
1214
607
o ooloel ﬁsg%&@gggogo@o@o&éb@o%% uﬁ%@@@oﬁa
\ GTTCTTGGA ZGEG AGG G CATEde TACTC GCAG CTE TTTAGAG G ACTAG € GEGCCA G TGEGTGGE ACCCC &
892 901 0 alo 928 937 946 955 964 973
rzmcﬁm -
1214 TefSeq = M- 0324422
- (..402%. n_.Sww

0 ‘t'b&‘»"».?f'\f? .»4»0..&» s O SO v.hoc’d “ N . : ’ o A A AIAD

ATALCCEC G T CC E ATETETGIC T"IT €T GC TE TCGECE TITG G TT CC A €& A TTTTT ECE C TGeE < & E g€ TG C TTC?
982 997 1000 1009 1018 1027 1036 1045
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Applied

w_0m<m.nm:._m D03172A6_ABC2_2_SV40pro_F_G12_21 Inst Model/Name 3500/3500 Instrument
D03172A6_ABC2_2_SV40pro_F Mar 11,2016 09:56AM, JST
SIN G:679 A:727 T:577 C:884 primer name  ( : SV40pro_F KB_3500_POP7_BDTv3.mob Mar 11,2016 10:22AM, JST
KB.bcp , Pts 1372 to 12929 Pk1 Loc:1349 Spacing:11.62 Pts/Panel1350
KB14.1.8 Cap:21 5'- TATTTATGCAGAGGCCGAGG -3'  \/gr5ion 6.0 HiSQV Bases: 927 Plate Name: 20160311_GNP
CTGGIC TG (GC ATTCAG|A GTAGTGAGG/GECTTTT TTGGAGGCCTAGGCTTTTGC GCTCCCGGGAGCTTGTATATCCAT TTTCGGATCT GATCAAGAGACAGG AT
il 10 9 28 37 46 55 64 73 82 91 100 109
! e
|
1072 |
536
O - e
3AGGATCGTTTCGARTGR T TGAACAAGATGG AT TGCACGCAGG TTCTCCGGCCGCTTGGGTGGAGAGGCTATTCG GCTATGACTGG GCACAACAGACAAT CGGCTGCTCTGAT
118 PR AC g 136 145 154 163 177 181 190 199 208 217
8
Neo
1072
536
0
GCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTT GTCAAGACCGACCTGTCCGGTGCCCTG AATGARCTGCAGG ACGAGGCAGCGCGGCTATCGTGGCTGGC]
226 235 244 253 262 271 280 289 298 307 316 325 334
1072
536 »
O — —_
CGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGC GGG AAGGGE ACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCC
343 352 361 370 379 388 397 406 415 424 433 442 451
1072
536 — —
o (W IV |
TGCCGAG GTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGC TTGATCCGGCTACC TGCCCATTCG ACCACCAAGCGAARACATCGCATCGAGCGAGCACGTACT
460 469 478 487 496 505 514 523 532 541 550 559
1072

. _ | | | A _ VY

IGGAT GG GCCGGTCTTGTCGATCAGGATGATCT GGACGAAGAGCATCAGGGGCTCGCGCCAGCCG CTETTCECCAGECTE GGCGCGCATGCCCGACGGCGAGG
568 577 586 595 604 613 622 631 640 649 658 667

1072

52l e et o e st o Al
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. Applied

‘Biosystems D03172A6_ABC2_2_SV40pro_F_G12_21 Inst Model/Name 3500/3500 Instrument

D03172A6_A6C2_2_SV40pro_F Mar 11,2016 09:56AM, JST
S/N G679 A:727 T:577 C:884 KB_3500_POP7_BDTv3.mob Mar 11,2016 10:22AM, JST
KB.bcp Pts 1372 to 12929 Pk1 Loc:1349 Spacing:11.62 Pts/Panel1350
KB 1.4.1.8 Cap:21 Version 6.0 HiSQV Bases: 927 Plate Name: 20160311_GNP

TCTCGTCG TG ACCCATGGC GATGCCTGC TTGCCGAARTATCATGG TG TGEEEGC TTTTCTG GATTCAT CGAC TCTGQCEGGCTGEG TG TGGECGEGEACE GET AT
676 685 694 703 712 721 730 739 748 757 766 775
1072

536
0 () X .:. () ol 000000\ O ) 0o 0000000 0N 00 U000

CAG GACATAGCGTTGGCTACCCGTGATATTGCTG GAGCTTGGC GGCG? TGCGECTGACCGE CTTCE TCETGCTTTALGGTATEGCCEC TCCEGATTCGCE!

784 793 802 811 820 829 838 847 856 865 874

1072
536
0

GCGCATC GCCCTTC TATCGCCCTTC ITG CGAGITCITCTGAGCGGG A2CTCTGGG G TITCG TGAEC G Ge A GCGACGCCCC A7 C TG cC TCi

& Te ge
883 ﬂwwm 901 910 919 928 937 946 955 573

Yo o™
L2
536
0 , “aa. 3ol X ool SISO s

C @ G T B 6 TIT EC e & CC 6 € G6'T" ¢ T'a TG C G T GGG C T C G T CGG T FEL B G G ccG C G CCT GG y TR T

982 98] 1000 1009 1018 1027 1036 1045

1072
536
0 sl TSR el el el e e (oo RN e S

e I G G CG CG G GG TiE "T'IE BN T OB T & G T C T &g E € E [ T GG T & L G

1054 1063 1072 . 081 1090
1072
536
0 —_———— e e e ——
& G C Al . |
1099

1072
536

0 em———
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