P-1 Gene Engineering Division
RIKEN BioResource Research Center
P. RIKEN DNA BANK clone name : pEBMulti-Neo-human-elF2gamma-FlagHis8
BIEE‘LJ
® Clone ID RDB _ 17727
@ Lot 17727 _ A9Kc

@ DNA Concentration
@ Volume

@® Form

@® Host

@® Culture

@ Antibiotics

@ Purification

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

25 microgram/ml kanamycin

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

(kb)
10.0
8.0
40

3.0

15
12
1.0

0.1

Electrophoresis :

BamHI+EcoRI

)
3
O
o
=2

=

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

Restriction enzyme

Expected size of fragment

BamHI 1.4 kbp
EcoRI 11.4 kbp
BamHI+EcoRI 7.4,4.0 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 Pr0584 CAG_R1 CAC pro, insert 5'
Sequence - B Pro623 SV40polyA_R2 insert 3' (8xHis, FLAG, hEIF2S3)
Sequence - C Pro765 oriP_F oriP, EBNA-1
Sequence - D Pro731 SV40pro_ori_F SV40 pro_ori, NeoR_KanR

Sequence - E -

Sequence - F -

Sequence - G -

Sequence - H -

APPROVED BY :

http://dna.brc.riken jp



Applied

' Biosystems D06721A6_B0Ju_1_CAG_R1_B09_02_ABI08

D06721A6_B0Ju_1_CAG_R1

Inst Model/Name 3500/3500 Instrument
Nov 19,2020 04:00PM, JST

S/N G:46 A:42 T:39 C:40 primer name \b : CAG_R1 KB_3500_POP7_BDTv3.mob Nov 19,2020 04:27PM, JST
KB.bcp , - Pts 1459 to 13049 Pk1 Loc:1436 Spacing:11.86 Pts/Panel1350
KB 1.4.1.8 Cap:2 5 TTGTCCCAAATCTGTGCGGAS Version 6.0 HiSQV Bases: 938 Plate Name: 20201119 mix
NMNNN NMMMN NNIN NNN NN INMNN NCNNNCGGGCGCG GGGCG NANCGGTGCG GCGCCGGCLGG 2AGGALATGG GC INGNCCTTCGTGCGTCGCCGCGCCGCCG TCCCCTTC
1 10 19 28 37 46 55 64 73 82 " 91 100 109
I
1124 ;
562 sy :
) ‘ A » »
0 \ LA 000 009, oy ;..s» : —

1

TCCCTCTCCAGCCTCGGGGCTGTCCGCGGGGGGACGGCTGCCTTCGGGGGGGACGGGGCAGGGCGGGG TTCG GCTTCTGGCGTGTGACCGGCGGCTCTAGAGCCTCTGCTAAC

118 127 136 145 154 163 172 181 190 199 226
romoTx
1124 CA %‘ promote v
562
0
OWHOHHOZHOOOHHOHHOHHHHHOOAWOWOOHOOHOOOOWH‘OOHOOHOOHHWHHDH GCTGTCTCATCATTTTGGECEARAGAATTRAACCCE HOHOH.P,WTOOOOHTOO,OOO CEEC.eCu
235 244 253 262 271 280 289 298 307 316 325 f .._11\ 334 1
n o Apal
1124
562
0
CTCGAGGTCGACGCCA CGGGCGGAGAAGCTGGAGTGACTCTAGGGCAGCC GCATCTTTCGCGTCAGG ATCTCACCACETTGGATGT TACCAAGTTGACGCCACTTTCH
wwm} H 352 w>mv H 370 379 388 397 406 415 424 433 442 451
d hQ — \
oL Sall > humen  ETF2S3
1124
562 »
0 A
\CATGAAGTTATCAGCAGACAAGCCACAATTAACATAGGTACA ATTGGTCATGTAGCTCATGGGARATCCACAGTCGTCAAAGC TATT TCTGGAGTTCATACTGCTCAGGETTCCA
460 469 478 487 496 505 514 523 532 541 550 559 51
1124
562 » »
0 » » » /\ »
AAAATGAACTAGAARGAAATATTACAATCAAGCTTGGAT ATGC TAATGCTAAGATTTATAAGC TTGATGACCCAAGT TGCCCTCGGCCAGAATGT TATAGAT CTTGT GGG
58 577 586 595 \rk R\: 604 613 622 631 640 649 658 mmw .m 676
\{\E.EP %\
1124
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Applied D06721A6_B0Ju_1_CAG_R1_B09_02_ABI08 Inst Model/Name 3500/3500 Instrument

. w_0m<m.n.m3m . D06721A6_B0Ju_1_CAG_R1 Nov 19,2020 04:00PM, JST
S/N G:46 A:42 T:39 C:40 KB_3500_POP7_BDTv3.mob : Nov 19,2020 04:27PM, JST
KB.bcp Pts 1459 to 13049 Pk1 Loc:1436 Spacing:11.86 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 938 Plate Name: 20201119 mix
AGCAGTACACCTGACGAGTT TCCTACGGACATTCCAGGGACCAAAGGGAACT TCAAAT TAGTCAGACATGTTTCCTT TGT TGACTGTCCTGNCCACGE AT ATT TT GJr
685 694 703 712 721 730 739 748 757 766 775 784
I
1124 .MV

I
562

0 A t ’ .» : { ’ »’ A /A ’ . ”\\\ 0 A ‘

GGCTACTATGCTGAACGGTGCAGCAGTGATGGATGCAGCTCTTCTGTTGATAGCTGG TAATGAATC TTGCCCTCNNNCTCAN n.‘zp..ﬂwommm.. ACACC TG GC

793 802 811 820 829 838 847 856 865 874 883 |
1124
562
0 V000000000 o0 0o DO 000060 o000 e 3..?\3. 0o N
CTATAG AGNTCATGAAACTGAANCATATT TTGATTCTAC AAAATAAAARN TGATT  TGGNNAZ ANAZAALNNT CN NNN M- NNNZN C NN NNNNANC AN !
892 901 910 919 928 937 946 955 964 973 ﬂ
1124
562
0 00b0<$'$00‘00 OOLY. 500 OOC Koo Oy O il N N (> " XA AL oS 9,
N NNNIN GCANTTNN N CCNNN NN NNNNN NNNDNNNNNNGN NN NN N CNNNN N NNN T NN NAN NTN NNN N NNNN N NNN NNNN NN N NNNNN NNNIN
982 991 1000 1009 1018 1027 1036 1045 1054 1063 1072
1124
562
0 >
N N N N NN N N NN N N NNNN N NN N N N N NN N N NN NN N NN NNN N NN NN NN N NN N NN N NNNNN N
1081 1090 1108 Tl 1126

1124
562

1124
562

0
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Applied D06721A6_A9Kc_1_SV40polyA-R2_B02_02_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems D06721A6_A9Kc_1_SV40polyA-R2 Mar 19,2020 09:55AM, JST
SIN G:26 A23T:21 C: primer name /B : SV4OpolyA_R2 KB_3500_POP7_BDTv3.mob Mar 19,2020 10:21AM, JST
KB.bcp , Pts 1376 to 13064 Pk1 Loc:1353 Spacing:11.85 Pts/Panel1350
KB14.18 Cap2 °- GTGAAATTTGTGATGCTATTGC -3' Version 6.0 HiSQV Bases: 841 Plate Name: 20200319 kitaku
NNNN NNINNNNININ NNN NNN NN'N GTTZ ~CNZM__ AT TGCAT TCATTTTAT GTTTC(CAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACC TC TACAAATC
1 1.0 19 28 37 46 95 64 73 82 91 100 109

1090
545
0 |
!
iTGGTATGGCTGATTAT GATCTAGAGTCGCGGCCGC|ITCAATGATGATGAT GAT GAT GATGATGTTTATCGTCATCGTCTT TGTAGTCIGTCATCATC TACTGTTG GCTTGATT ¢
118 121 136 14 T 163 172 190 199 208 217 226
ottt $ < His FLAG ) X
1090 ety .
545 » »
0 [\/V] |
S TCACTCCTCTTCTTATC TGACCCCAACCAATTAAACGCCAGTGTTTTTCAACTCTTCGGC TAAGGGCAAT TTT TTCTCCTACCTC TGTGCACACTGGATTG GTCAARAACAAT T T
235 244 253 262 271 280 289 298 307 316 325 334

1090 — \E§§ FIFZ2S S

S s A T T T )

eH.,.,OOO‘,,LW.WHOQOOOHHO.MOWOO‘..,OHWWOHOHOOOHOOHOHHQ.‘“GNGmO\‘.HOOH,.‘.,HO.HHO,V.OO.‘\ TGAGCACTTCATTCTI TAGACAGCTTTYTCGARCE TT TGETGCETTTETTGTC
343 352 361 370 379 388 397 406 415 424 433 442 451
BamfI
1090
o ss>>>>>>>>>>>>>>>>>>>>>>>>>>>>>
o WA A gg%?%??g%%%
TCCTTCAGTGCGTACACCTAGAAGCCGTCTAAG CA GG2 TAGGAAATTTCCAATTCTGTGAATATC TCAGGTAAAGCTCCGACTGCACCAAGTACTTGCCCCA CCAT TC TG
460 469 478 487 496 505 514 523 532 541 550 559
1090
545
0 ??géégéé%{é{g?é
TCAGCEC CGGCACAAAGTGCGGGEGGTCAATTTTTGTTEC A ACTECCAA TA ANANCGCC TG GAGCAGCATAT TGCANATCATTATGCTCC GCAARAAGT GATACAATT TAAALAN
568 ST7 586 595 604 1613 622 631 640 649 676
1
7 |
1090 < _
545 !
I
1

0 VAN VA A Y e VN AV N Vats) \/K/\(;\(VDD\/D\K(VD\INEDQ\V\SE
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Applied D06721A6_A9Kc_1_oriP_F_D02_04_ABIO8 Inst Model/Name 3500/3500 Instrument

Blosystems D06721A6_A9Kc_1_oriP_F Mar 19,2020 09:55AM, JST
SIN G:62 A:46 T:38 C:48 primer name ( : oriP_F KB_3500_POP7_BDTv3.mob Mar 19,2020 10:21AM, JST
KB.bcp . ; Pts 1357 to 13053 Pk1 Loc:1334 Spacing:11.71 Pts/Panel1350
KB 14.1.8 Cap:4 5'-ATACCCAGTAGTAGAGTGGG -3 Version 6.0 HiSQV Bases: 952 Plate Name: 20200319 kitaku
FNINN PDNNNMNNNN MN NNNMN NNMNNNNG GG GCG BATTTTC CGETEC TTGTECT TTTCETGICTGE TTGCTECEAT TCTTAG GTGAAT T TAAG GAGGCCAG GECTAAR GCCGTCd

!

41 61 71 81 91 101 111

P o P

1114 |
557 |
0 " IAAL A A A ’ A
sCATGTCTGATTGC TCACCAG GTAAATGT CGCTAATGETTTTCCAACGE GAGAAGGETGCTTGAGC GC GG AGCTGAGTGACGT G ACAACAT GG G TAT GCCCAATTGCCCCATGETTE
121 131 141 151 161 171 181 191 201, 211 221
1114
557 .
0 I i
GGAGGACGAAAATGGTGACAAGACAGATGGC CAGAAATACACCAACAGCACGCATGATGTCTACTGGGGATTIATTCTTTAGT GCGGGGGARATACACGGCTTTTAATACGATTG
231 241 251 261 271 281 291 301 311 321 331 347

1114

o | AT

AGGGCGTCTCCTARACAZ O_HHnowfO.M.OHOnﬂmOOOHHOOHOJOOOHOm.HOHOOwHO%OOHOOHHOWHOHOOOHOPHO TCCGTCATCACCCTCCGCGGLAGCCCET TCCAC CATAL
351 361 371 . 381 391 401 411 421 431 441 451

"y < EBLNA- 1
. \ Ml

SGTGGAAACCAGGGAGGCAAATC TACTCCATCGTCADAAGC TGCACACAGTCACCC TGATATTGCAGGTAGGAGCGGGC TTTEGTCATA ACAAGETCCT TAATCE GCATCCTTCAZR
461 471 481 491 501 511 521 531 541 551 561

1114

557 »

0 )\ ‘ .
AACCTCAGCAAATATATGAGTTT GTAAAAAGACCATGAAATAACAGACAATGGACTCCCTTAGCGGGC CAGGTTGTGGGCCGGGTCCAGGGGC CAT TC CAAAG GGG AGACC(

571 581 591 601 611 621 631 641 651 661 671
1114

7 oo ol e WA e i wirnen A eVl
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Applied D06721A6_A9Kc_1_oriP_F_D02_04_ABI0O8 Inst Model/Name 3500/3500 Instrument

Biosystems D06721A6_A9Kc_1_oriP_F Mar 19,2020 09:55AM, JST
S/N G:62 A:46 T:38 C:48 KB_3500_POP7_BDTv3.mob Mar 19,2020 10:21AM, JST
KB.bcp Pts 1357 to 13053 Pk1 Loc:1334 Spacing:11.71 Pts/Panel1350
KB1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 952 Plate Name: 20200319 kitaku
5ACTCAATGGT GTAAGACGACATTGTGGAATAINCAAGGGCAGT TCCTCGCCTTANGTTGTARAGGGAGGTCTTANTACC TCCATATACG ANCACACC GG CG ? o

681 691 701 711 721 731 741 751 761 781

1114
557
0 >6>KKK<KYxxxmxxwx<xxxxVkaooosm\xuzyxoaxosoowa
CSCTTCGTCEN GTANTC ETTTCTACGCGTGACTCEC TAGCCAGGANAGCETECTTAARECGE TTETGEAATGENTCTCAA] TCNGNNTGG ANNCTN CT TGNNCACGATGCTTT
791 801 811 821 831 841 851 861 871 881 89
1114
557
0 O 0. 00 [0 20000 O “, SON ®. (X R0 0200
ACCANCCTCCTTTTTTGCNCCTG NNTNCATCACCCTGANCCCGGGG NCNAGNGNN TGGG NCT TCNNC NNN NNCATCNEC GG G NCCNNN N NCTARTECGECY
901 911 921 931 941 951 961 97 981 991
1114
557
0
NCN NGGGGGC NCN N MN NNN NNMNNCNN TN NNGN NNNN N NNNNNT NN NNCN NM NN M’ AAINNAN NNN G NN NN NCCN INNN NNNGN NNNN NNN NN N N NN
1001 1011 1021 1031 1041 10 1061 1071 1081 1091
1114
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0

NN N MNN NNIN N NNN N N NNNNN NNNNN N
1101 1113

N N NN NNNN N NNNNNN N MNNN NN NN NN NNN NN N N NN N NNNNNN N N
1131 1141 1451 1161

NNNN NN NNN
1171

1114
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0 e —————
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Applied D06721A6_A9Kc_1_SV40pro_ori_F_D01_04_ABIO8 Inst Model/Name 3500/3500 Instrument

S
Biosystem D06721A6_A9Kc_1_SV40pro_ori_F Mar 19,2020 03:02PM, JST
S/N G:49 A:27 T:2« primer name W : SV40pro_ori_F KB_3500_POP7_BDTv3.mob Mar 19,2020 03:28PM, JST
KB.bcp . : Pts 1373 to 12847 Pk1 Loc:1350 Spacing:11.63 Pts/Panel1350
KB 1.4.1.8 Cap: 5- TTCTCCGCCCCATGGCTGACTAAT -3 Version 6.0 HiSQV Bases: 898 Plate Name: 20200319_dnabank
NNNNMNINNNMNNNMEN NNNINNC TCG NCCTCT G ANCTALPCIN G2 AGTAGT GAGG AGGCTT TT TTGGAGGCCTAGGCTTTTGCAAAGATCATCAA GAGACAGGATGAGG 2TCG
1 10 19 28 3 »m“ 55 64 73 82 91 100 109
| .
_ _
1218 . SV&o  pro_ or
5 | _ | | — \g
o] '
0 LSl “Ps 90 QY O Y , : \ .
TTTCGCRTGQATTGAACAA GATGGATTGCACGCAGGTTCTCCGGCCGC TTGGGTGGAG AGGCTATTCGGC TATGACTGGGCACAACA GACEATC GGCTGCTCTGATGCCGCCG T
118 127 136 145 154 163 172 181 190 199 208 217 226
>, Neo R _ KarR
1248
609

0 | A

GTTCCGGCTGTCAGCGCAGGGGC GCCCGGTTCTTTTT GTCAAGACCGACCTGTCCGGTGCCCTGAAT GAACTGCAR GACGAGGCE GCGCGGCTATCGTGGCTGGCCACG ACGGG

235 244 253 262 271 280 289 298 307 316 325 334 343
1218
609
0
CGTTCCT TGC GCAGCTGTGCTCGACGTTGTCACTGAAGC GGGAAGGGACT GGC TGC TATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGC CGAG A2
} 352 361 370 379 388 397 406 415 424 433 442 451
1218
609
0 A AW
AGTATCCATCATG GCTGATGCAATGCGGCGGCTGCATACGCT TGATCCGGCTACCTGCCCATTCG ACCACCAAGCGRAACATCGCATCG AGCGAGCACGTACTCG GATG GA &
460 469 478 487 496 505 514 523 532 541 550 559 568
1218

. %%%%%E?é?g%ég%%é%g

GCCGGTCTTGTCGATCAGGATGATC TGGACGRAGAGCATCAGGGGCTCGCGCCAGC CGAR CTGTTCGCCAGGCTC2AAGGCGAGCATGCCCGACG OODMTQUHOHOOHO
517 586 595 604 613 622 631 640 649 658 mmq_ 67
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609
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