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Gene Engineering Division
RIKEN BioResource Research Center

E RIKEN DNA BANK

clone name : pEBMulti-Neo-human-elF2alpha-PA

@ Clone ID

® Lot

@® DNA Concentration
@ Volume

® Form

@® Host

@ Culture

@ Antibiotics

@® Purification

RDB _ 18639
+ 18639 _BOLS

25 nanogram/microliter

. 40 microliter

- DNA solution in TE buffer

DHS5 alpha
: LB medium
: 25 microgram/ml Kanamycin

QIAGEN QIlAprep Spin Miniprep kit

@ Digestion by restriction enzyme

1 kb Plus DNA Ladder
(NEB#N3200L),
250 ng/well

18639

uncut
EcoRI
Sall
EcoRI+Sall
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——
—
-
-

s

Electrophoresis :

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

Restriction enzyme Expected size of fragment
EcoRI : 10.9 kbp
Sall 2 10.9 kbp
EcoRI+Sall : 6.2, 4.7 kbp

kbp

@® Confirmation of the insertion sequence
Please be sure to check our sequence analysis results before your request.

Sequence name | Primer ID | Primer name Confirmed feature
Sequence - A Pr0495 pCAG-F_V3 CAG pro, insert 5'
Sequence - B Pr0059 pAxEF R2 SV40 polyA, insert 3'
Sequence - C Pro731 SV40pro_ori_F SV40 pro_ori, NeoR_KanR
Sequence - D Pr0765 oriP_F EBNA-1

Sequence - E -

Sequence - F -

Sequence - G -

Sequence - H -

APPROVED BY :

http://dna.brc.riken.jp



_ Applied DO7570A1_BOL8_3w_pCAG-F_V3_E10_05_ABIOS

Inst Model/Name 3500/3500 Instrument

Bi
Josystems DO7570A1_BOL8_3w_pCAG-F_V3 Dec 21,2020 01:51PM, JST
. S/ING:36 A:28 T:28 C:23 primer name A pCAG-F_V3 KB_3500_POP7_BDTv3.mob Dec 21,2020 02:34PM, JST
KB.bcp 5-TTCT g Pts 1425 to 14580 Pk1 Loc:1402 Spacing:12.61 Pts/Panel1350
KB 1.4.1.8 Cap5 C OOO._.O._.OO>OOO._.OO-m Version 6.0 HiSQV Bases: 952 Plate Name: 20201221 kitaku
NNNNNNNNNNMNNNN N IN NMNN NNN NNN NN GGG NCGGGGTTCGGCTTCTGGCGTGTGACCG GCGGCTCTAdAGCCTCTGC TARCCATG T TCATGCCTTCTTCTT TTT CC 14
1 11 21 3 41 51 61 81 91 101 1l i
1
— CAG pemoler
1046 —r> AG p

823

2 RO A A et W U o VU

|

=

523

; §§§§§>

CAGCTCCTGGGCAACGTGCTGGT TATTGTGC TGTCTCATCATTTT GGCARAAGAATT \CCCTCACT AGGGBGTACCGGGCCCCCCCTCG AGGTCGACGCCAC CCGGG
121 134 141 151 161 171 181 191 201 T 211 22 2
oL
kol AppE Khe® Tga(l
1046
o | : »
o ) | A
'CTAAGTTGTAGATTTTATCAACAC?H TTTCCTGAGGTGGAAGATGTAGTGAT GGT GAATGTCAGATCCATTG CT G AATGGGGGCTTATGTCAGCTTGCTGG AATACAACAAC
il 241 251 261 271 281 291 301 311 321 331 341
1046

gé%%%g%gg

0 A

AEGCATGATTET TCT TAGTG 2 TAT CCA G .OQGQ.H...H_OOO._,HOH:HO..‘...‘ﬂ...z.,...OHO..,H_Dﬁﬂ‘. TTGGCAGGAATGAGTGTGTG GTTGEGTCATTA \GGGTG GAC?
351 361 371 381 381 401 411 421 431 441 451
1046
< | | i
0 i \ A |
AAGGATATATTGATTTGTCARARAA G2 \G AGTTTCTCCAG AGSG AAGCAATCE ATGTG GACE AT T RACH TECA yETET TTATAGE TTIECTTCGTCATGT TGCET
461 471 481 491 501 511 521 531 541 551 561
1046
o | éé??g\sé
0 ] / — »
GAGGTGT TAG?H TACACCAAGGATGAGCAGCTGGA \GCCT? TCCAGAGG VETGECTE CETETT TG ATG AR CAAGAGACCTGGATAT GG TGCCTATGAT G T G L L
571 581 591 601 611 621 631 mN:. 651 661 671 mmH
1046
5273

el Wi e i Wi
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Applied D07570A1_BOL8_3w_pCAG-F_V3_E10_05_ABIOS Inst Model/Name 3500/3500 Instrument

Biosystem
Sy A D07570A1_BOL8_3w_pCAG-F_V3 Dec 21,2020 01:51PM, JST
S/N G:36 A:28 T:28 C:23 KB_3500_POP7_BDTv3.mob Dec 21,2020 02:34PM, JST
KB.bcp Pts 1425 to 14580 Pk1 Loc:1402 Spacing:12.61 Pts/Panel1350
KB 1.4.1.8 Cap:s5 Version 6.0 HiSQV Bases: 952 Plate Name: 20201221 kitaku
GCATGCAGTCTCAGACCCATCTAT TTTG GATAGTTTAGATTTGAAT GAAGATG AACG GGAAGTACT C TTANTA ATAT TAATAGGCGCTTGAC CCCACAGGCT GTCAA AATEFTC]
691 701 711 721 731 741 751 1t 761 | 781 791
U luwman ¢IF2
4 F4
1046 " S:}.P .
- Eé«%&gg _
0 YWy [ AN NPT A
GCANATATTGAANTGGCTTGTTATGGTTATGAANGNATTGAT GCT GINAAAMANCCCTAANANCNN GNTT GANTT GNNNNNNNGAAAA CNTGNC CNTTANNANT AATCT A (
801 811 821 831 841 851 861 871 881 891 901 911
1046

MB %%%ﬁég

SCTCCTCCTCN GTANGNANGANT ACNNNNACCCTGNAN ANAANA NA/N NNCTTT CT GNCC TCNNNC A/ M T/ NNGNTGHKENNNCN" " )

"NNANNNTGNNN . ~ .1 N .NGGNN(

921 931 941 951 961 971 981 991 1001 1011 1021
1046
523
0 K - : A
SNGNTCNA TGNT NN - NTNG NNNCCN//GNGNNCNNNNNNNNNN/ NN/ N/ NNGNNNT TGNNN NNNNN NNNIN NNNNNNNNN NNNNNN'NNNNNNN NNN NEN 1
1031 1041 1051 1061 1071 081 1091 1101 1111 1121
1046
523
10 > aOyon oS Oue oo ot o e DS I o A Croned MO e e SN A e~ O
INNN NNNNNNNNDNNNNNNNN NNN'NNNN NNNN N W NN MNN N N NNNNN NN NNNN NN NNN KN N N N N N NN N IN NN NN N N
1131 1141 1151 1161 1171 1181 1191 1201
1046
523
0 S OO ms e o w»(f;;mﬂ'»- Secl O .\(ﬂﬂfg S s AT oA it SN e o e : —a—e |
INN NN N OMNN N NNN NNN NNN NN NN NNNN NN
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1046
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'\ Applied

DO7570A1_BOL8_3_pAxEF R2_B08_05_ABI24 Inst Model/Name 3500/3500 Instrument
- W.Om<m.nm_.5m D07570A1_BOL8_3_pAxEF R2 Dec 17,2020 02:59PM, JST
S/N G:98 A:85 T:96 C:86 primer name , : pAXEF_R2 KB_3500_POP7_BDTv3.mob Dec 17,2020 03:26PM, JST
KB.bcp . Pts 1581 to 12954 Pk1 Loc:1558 Spacing:11.4 Pts/Panel1350
KB1.4.18 Cap5 5-GATGAGTTTGGACAAACCAC-3'  version6.0 HiSQV Bases: 913 Plate Name: 20201217 _mix

NIMNN NNN NNN NNNN T T NNNTT GTN NANTTGTGNNGCTATTGCTT TATTTG TAACCATTAT
1 10 19 28 35 46 55

/

[ .
1110 . S\ polya

> o T iyl

GCTGC T VCAACARACAAT TGCAT TCATT TTATGT

82 91 100

73

TTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTT GTARAACCTC TACAAATG TGGTATGGCTGATTATGATC TAGAGTCGCGGC CGA T TACACCACATC TS TTe
109 118 127 136 145 154 163 172 181 X.TD.H*H@O 199 208 217
L
3»? _nw._,.,mu_ \/\Q.ﬁ TITCES.QS ¢H‘~NMD‘_WT;
1110
555

0 AN |

GGCACCTGGCATGGCAACGCCATC TTCAGCTTTGGCT TCCAT TTICTTCTGCATCATCATCTCCATCCACT TCGGCAT TTTCTCTT TC] AGCCTCTCCATC TGCCTCGCAAG TT(

226 235 244 253 262 271 280 289 298 307 316 325
1110
555 » »
0 . \
CRAGTETECAT E TG TAT E T G TR AE CAE TT TG G GECTCCAT T TE ARCAT TG.A CACACCCCTCTTTTCCTCAATC T TCTCTT TG ATAACAGCE TAGCTTGACTGAGGACAGAAAGGC(
334 343 352 361 370 379 388 397 406 - 415 424 433 442
1110
. |l :E: M A
0 WY RV A VIV
CTTCTGTTCTCTCCAGGG TTGTCGTAG TCATTACATACCGAGGAGGAGC TATTAGATTE ATCTTAATGEGGCATG TTT T TCTGTAGAACAATTCA ACCTGETCETTAGGGCTTC T
451 460 469 478 487 496 505 514 523 532 541 550 55
1110 |
555 » » ’
0 | \ |
I TTACAGCATC ‘.HQOOHMO,.,HU‘..00.‘..4.‘..,‘.0....OOOUO_._.._A_O.‘,.M.,HO_HQHA..O@..,...,.H,ﬂ.ﬂ.ﬂo...,ﬁ‘.mﬁOH.@A,OOGQHO,. A GCGCCTATTAARTAT TAT TAATGA GTACTTCCCET
9 568 5Tl 586 595 604 613 622 631 640 649 658 667
1110

- M R Yy ) . bl
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/17, Applied

A D07570A1_B0OL8_3_pAxEF R2_B08_05 ABI24 Inst Model/Name 3500/3500 Instrument
- _B0L8_3_ 50805
7% Biosystems D07570A1_BOL8_3_pAxEF R2 Dec 17,2020 02:59PM, JST
S/N G:98 A:85 T:96 C:86 KB_3500_POP7_BDTv3.mob Dec 17,2020 03:26PM, JST
KB.bcp Pts 1581 to 12954 Pk1 Loc:1558 Spacing:11.4 Pts/Panel1350
KB 1.4.1.8 Cap:5 Version 6.0 HiSQV Bases: 913 Plate Name: 20201217_mix
TCATCT TCATTCAARATCTAAAC TAT CCARARTAGATGGGTCT GAINACTGCATGC T TARATGCAT CATAGG CACCATATCCAGGTC TC TTGTACTTG TCAT C AreT
676 685 694 703 712 | 721 730 739 775
i
1110 S Uuman €172 alpha .
—
553 ; M, w \M
0 N ;
CCAGGCAGTCCTCTGG AATANGC T TTCCAGCTGCTCATCC TTGEGNGTATTCTAR CACCTCANCANCNTG ACGAAN AATGC TAT CAGTTTTGNANTT
784 793 802 811 820 829 838 847 856 865 871
1110
555
0 000 0D D © 0.0 00 N 0 A e T a 0000 M Y deococ=5000 O O
NGAATTTGNCT TCNCATTTGANTGC TNCN NNNGG ANAAACNNTT CTTTTNGANNANNCNATANATNC zqaaqﬂz\z\ezz NNN NNCNNNN NNNN
883 892 901 910 919 928 937 946 . 955 964
1.1LE0
555
0
N NNNNNNNN NNNTNNNN NNNCN NN NTNN NN NNN - N NTNN NN NNNN NN NN N zz..\zzzzzz NN N NN NNNN NN N NN NM N N NN N NN
973 982 991 1000 1009 1018 1027 1036 1045 1
1110 o
555 e
0 . ==
NN N ©NNN NN NNN NN NN N NN NNN NSNNN NNN N N N NN N NN N NN N N N N NN N NN N N N N N NN N N N
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1110
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0
1110
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0 s —
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N5 Applied , A
‘%; : ,w-w Bi osystems DO7570A1_BOL8_3_SV40pro_ori_F_C08_08 ABI24 Inst Model/Name 3500/3500 Instrument

D07570A1_BOL8_3_SV40pro_ori_F Dec 17,2020 02:59PM, JST
SING38A24T22C26  primer name (- : SV4Opro_ori_F KB_3500_POP7_BDTv3.mob Dec 17,2020 03:26PM, JST
KB.bcp _ . _ Pts 1595 to 12713 Pk1 Loc:1572 Spacing:11.3 Pts/Panel1350
KB14.1.8 Caps8 5- TTCTCCGCCCCATGGCTGACTAAT -3'  \o16ion6.0 HISQV Bases: 887 Plate Name: 20201217 _mix
NMN NMNNNFNNN NNNNNNN NN NINNCCTCINGCCTC TGNNCTATTING "~ GT/ INTG GG DGOHHH,H‘HE%%.H%GOH \HGATCATCAAGAGACAGGATGAGGAT}

1 10 19 28 37 46 55 64 e 13 82 | 91 100 109 118

\\\\\\\\\\\\\\\ SU40 prosp;
) (2
1258 P prefori — 7

629

0 AN \moﬁ (0 oo‘. w. Y0 . / . -‘?.._ A A LV ) |

Lo , | _

ATTGAARCAAGAT GGATTGCACGCAGGTTCTCCGGCCGC TTGGGTGGAGAG GCTATTCGGCTATG ACTGGGCACAACA GACAATCGGCTGCTCTGATGCCGEC
136 145 154 163 172 181 190 199 208 217 228

1258

NeoR /) KanR
629
0 MW | /\ — |

CGTTTCG
127

GTGTTCCGGCTGTCAGCGCAGGG GCGCCCGGTTCTTTTTGTCAAGACC GACC TGTCCGGTGCCC TG AATGARCTGCAAGACGAGGCAGCGCGGCTATCGTGGC TG GC CJ CG ACG
235 244 283 262 271 280 289 298 307 316 325 334 343

1258

- .r:i:?.:. A | \ AN WA

GGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGC TATTGGGCGAAGTGCCGE GGGCAGGATCTCCTGTCATCTC CCTTGCTCCTGCCGAG]

352 361 370 379 388 397 406 415 424 433 442 457 460
1258
v il :: E :: E; E; :
o | A VAP WA VALY YWY W WV AU VIV W
\AAGTATC CATCATGGCTGATGCRATGCGGCG GC TGCATAC GCT TGATCEGEGE TACCTECCCAT TCGACCE CEA LGCGA? CATEGEAT €G AGCCGA GCACE TAC TCGCEGATGER
469 478 487 496 505 514 523 532 541 550 559 568
1258

629

0 AL AT V. . A )\ » |

PAGCCGGTCTTGTCGATCAGGATGATCTGGACG GAGCATCAGGGGCTCGCGCCAGCCGAACTGT TCGCCAGGCTCAAGGC GAGCATGCCC GACGG CGAGGATC TCGTC
577 586 585 604 613 622 631 640 649 658 667 676

1258
29

o ) P N ) AW A e e o e o Loty
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AS Applied DO7570A1_BOL8_3_SV40pro_ori_F_C08_08_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
y D07570A1_BOL8_3_SV40pro_ori_F Dec 17,2020 02:59PM, JST
S/N G:36 A:24 T:22 C:26 KB_3500_POP7_BDTv3.mob Dec 17,2020 03:26PM, JST
KB.bep Pts 1595 to 12713 Pk1 Loc;1572 Spacing:11.3 Pts/Panel1350
KB 1.4.1.8 Cap:8 Version 6.0 HiSQV Bases: 887 Plate Name: 20201217_mix
GTGACCCATGGCGATGCCTGCTTGCCG AATATCATGGTGGAARARATGANCGCTI T T TCTGG AT TCATCGAC TGNGGNCGGCTGGGTGTGGC GG ANNGC T A
685 694 703 712 721 730 739 748 757 766 3 784
oL _
1258 Ale B NeoR / Kaul
629 _ A :
AP
0 ¢ E’ Y ALY X1 L . 00 ! X e (% ) . X AN o
CATAGCGT TGGCTACCCGTGATATTGCTGANNAGCTT G NNGGCN AATGGNC TGANCGCTTCC TCGTGCTT TNN NG NATCGCCNC TNCN G AN NC N o f o
793 802 811 820 829 838 847 856 865 874 883
1258
629
0 OO0 OO0 &. o0 ...sc. X" S0k X D0 (0 b.o ) O SO L X b,
SCGCATCGNCNN TCTATCGCCNTNNTT GACNAN T MBNNT CNG AN CGGG NNNNNNNGGGG NINNNN- ~ % TG NNCNN NMCN N NN CG ~ NN NNN NN NNN T (
892 901 910 919 928 937 946 955 964 973
1258
629
0 . b . N ORL : el
SNCNNTNNNN ~ N N T NNN NNNN N NNNN N NNNN NN N NNNN N NN N'N N NGN NN GNNNNDNN NN NNN NNN N N NN N IN NNNNN NNNN
982 991 1000 1009 1018 10 1036 1045 1054 1061
1258 _
~
629 P
NN KN N NNNNN NN NNN NNNN N N NN N N NN \z\z\vz N N NN N N NNN KN NN N NNN N NN N N NKNN N N NN NN
3 1072 1081 1096~ 1099 1108 1117 112|
1258
629
0 ! .&.fu?‘rl‘?ﬁ&i e e e Dai G SN AT e N S s S el N Sl T
N NN N NN ’
6
1258
629
] ‘ e
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DO7570A1_BOL8_3_oriP_F_D08_11_ABI24
D07570A1_BOL8_3_oriP_F
KB_3500_POP7_BDTv3.mob
Pts 1553 to 12333 Pk1 Loc:1530

N5 Applied
D wmwm_u<mﬂm3m

S/N G:105 A:176 T:95 C:58 primer name ) :orP_F

Inst Model/Name 3500/3500 Instrument

Dec 17,2020 02:59PM, JST
Dec 17,2020 03:26PM, JST

Spacing:11.38 Pts/Panel1350

KB.bcp
5'- ATACCCAGTAGTAGAGTGGG -3' . : .
KB 1.4.1.8 Cap:11 Version 6.0 HiSQV Bases: 828 Plate Name: 20201217_mix
N NNNNN NNN NNNNNNNNNNNN NGGGNGNN NNTTTCNCTGCTTGTCCT TTTCCTGCTGGT TGCTCCCN GTGARATTT GGAGGCCAGGCT GCCGTCGCAT
1 10 19 28 37 46 5 64 73 ! 82 91 100 10¢
|
1478 ( ”
7 A |
= —-r‘\f g7 1&4.1@"“‘ ’ —w ’ —»
0 A i A () . ! Ab /\
GTCTGATTGCTCACCAGGTAAAT GTCGC TAATGTTTTCCAACGCG AGAAGGTGTTGAGC CC GGAGC TG AGTGACG T GACAACATGG GT \ TGCCCAATTGCCCCATGTTGGCGGAGGACG]
) 118 127 136 145 154 163 172 181 190 199 208 217 226
1478
739
0 [\ [\
ATGGTGACAAGACAGATGGCCAGAAATACACCAACAGCACGCATGATGTC TAC TGS GGATTTATTCTT TAGTGCGGGGGAATACACGGCTTT TA TACGATTGAGGGCGTCTCCT
235 244 253 262 Nl 280 289 298 307 316 325 334 343
1478
739 :
0 .
CAAGTTACARTCACTCCTGCCCTTCCTCACCC TEATC TCCATCACC TCC T TC TCTCEE TEATC TEE GTCATCAC CC TEC G CEEITAL CCC ET T CACCATA GETEE 2 CCAGGH
352 361 370 379 388 397 406 415 424 433 442 451 4¢
1478 EBNA -1
739 :
0 MV |
SAGGCAAATCTACTCCATCGTCAAAGCTGCACACAGTCACCCTGATAT TGCAGGTAGCGAGC GGGC TTTE TCATAACAAGGTCCT TAAT CECATCCT TCAARACC TCAGE NA
0 169 478 487 496 505 514 523 532 541 550 559 568
1478
739
0 A /)
TATATGAGTTTGTAA? GACCATGAAATAACAGA CI .ﬂmm,.‘.oennﬁﬂd‘.__ZOommon...mm.ﬂq_memmmonmomaon..‘..mmmmmn....ﬁﬂnn. AGGGGAGA SACTCAH
577 586 595 604 613 d22 631 640 649 658 667 ¢
[
I
1478 & EBNA-L.
739 |
N £
0 A (MY NN DL % (M M oYX
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