BL:q Gene Engineering Division
RIKEN BioResource Research Center
P. RIKEN DNA BANK clone name : pEBMulti-Neo-human-elF2beta
EIEE‘I-_I
® Clone ID > RDB _ 17726
® Lot : 17726 _ A9Kc
® DNA Concentration : 25 nanogram/microliter
® Volume . 40 microliter
® Form , DNA solution in TE buffer
@® Host . DH5 alpha
@ Culture : LB medium
@ Antibiotics : 25 microgram/ml kanamycin
@ Purification ! QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
1 kb Plus DNA Ladder 17726 %
(NEB#N3200L), o S o
250 ng/well O o w4
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Electrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment
EcoRI : 11:A4 kbp
EcoRV ; 114 kbp
EcoRI+EcoRV : 6.9,4.2 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 Pro584 CAG_R1 CAG pro, insert &'
Sequence - B Pro623 SV40polyA_R2 SV40 pA, insert 3'
Sequence - C Pro765 oriP_F oriP, EBNA-1
Sequence - D Pro731 SV40pro_ori_ F SV40 pro_ori, NeoR_Kan_R

Sequence - E - - -

Sequence - F - - -

Sequence - G - - -

Sequence - H - - -

APPROVED BY : o

http://dna.brc.riken jp



» Applied D06721A5_B0Ju_1_CAG_R1_A09_01_ABI0S Inst Model/Name 3500/3500 Instrument

" Biosystems
=¥ D06721A5_BOJu_1_CAG_R1 Nov 19,2020 04:00PM, JST
SING49A44T:34C:38  irername A : CAG_R KB_3500_POP7_BDTv3.mob Nov 19,2020 04:27PM, JST
KB.bcp : CGGA3' Pts 1462 to 13116 Pk1 Loc:1439 Spacing:11.94 Pts/Panel1350
KB14.1.8 Cap:1 5 TTGTCCCAAATCTGTG Version 6.0 HiSQV Bases: 931 Plate Name: 20201119 mix
NNNN N PNN NNNN NNNNNNN MNN NC NNGCGGCGCCGCGGGGCG /"NCGGTGCG GCGLCCGGCAGG .GG .1.1DQQDQOGQ..ZZ._QQOO_H.‘WOQﬂmﬁmﬂﬂmﬂﬂmﬂﬂOOQOOD&OOOOHH_O‘
1 10 19 28 37 46 55 64 73 __ 82 91 100 109
|
1150
- @?@ggégggé% E_
[CCCTCTCEAGCETCGEGEGCTGTCCGEGGEEERE ACEGCTGCCTTCG GEGEGEEACGEGGCT OQQOGOOO%%OQQD..HOHODOQ GTGACCGGCGGCTCT!? Q CGCETCTGC TAAL
118 127 136 145 154 163 172 181 190 199 217 226
575 — —
o V] | |
U.%O.ﬂ%ﬂ.;_QQO.H_HOHA_OHHH%HOO.H..O,.,.ﬁﬂ%ﬁﬂﬂ_mmmﬂ..\.OQHOOHOQH%.‘.A.g_m,_Jmﬂ%mg_ﬂ.ﬂﬂ,..%ﬂa.ﬁ%%ﬂmDO AAGAATTAACCCTCACTAARAAGGGE GTACC GGG CCOC CCQ
235 244 253 262 271 280 289 298 307 316 325
KprL Aoal
1150
575
0 | \ ) A |
:TCGAGGTCGACGCCACC TCTGGGG ACCAGATGATTTTTGATCC TAC TATGAGCARGAAGARAAAGAAG AAGAAG ! \GCC TTTTATGTTAGATGAGGAAGGGG ATACCCA
343 % \;‘lwmm 361 370 379 388 397 406 415 424 433 442 451
X hol oa humony ELFZS 2
1150 P
575
0 \
ACAGAGGAAACCCAGCCTTCAGAARACAAI G LGTGGFE OOO.‘.Q,Dﬁﬁ,...ﬁ%m“.mm..ﬂ,. GG AT TTGGAAGCTGATGAAGAGGACACTAGG AAAAAGATGCTTCTGATGATC!
460 469 478 487 496 505 514 623 532 541 550 559
1150
575
0 /\ _ , A . NIV
TAGATGACTTGAACTTCTTTAATCE AGAAAAAGARAGAAAT T £ \GATATTTGATATTGATGAAGCTG ; GAAGGCGTGTAAAGGATCTTAAGATT G? AGT GAT G1
568 % Lo 67 586 595 604 613 622 631 640 649 658 667 676

X pal
1150 blocked by
575 P methy lefimg

. i s P AN A P W WY e sl
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A Applied D06721A5_B0Ju_1_CAG_R1_A09_01_ABIOS Inst Model/Name 3500/3500 Instrument

£7v 5 Blosystem
Biosystems D06721A5_B0OJu_1_CAG_R1 Nov 19,2020 04:00PM, JST
S/N G:49 A:44 T:34 C:38 KB_3500_POP7_BDTv3.mob Nov 19,2020 04:27PM, JST
KB.bcp Pts 1462 to 13116 Pk1 Loc:1439 Spacing:11.94 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 931 Plate Name: 20201119 mix
TCAAGAACCAACTGAACCAGAGGATGACCT TGACAT TATGCT TGGCAATAAAAAGAAGAA AR AGAAGAATGT TAAGTTGCCCAGATG N GATGAAATACTAGAG ;
685 694 703 712 721 730 739 748 757 766 775 784
1150 |
578 _
0 £ X 0 VY o OO IO NN,
NGANGCTCTAG GATGAAGRNAACAAAAARGANGATGGTATCTCNTTCAG TAATCAGACAGG CCCNGC TTGGG CAGGC TCNNAAAGAGACTACACATAC N-LN
793 802 811 820 829 838 847 856 865 874 88
1150
575
0
GAGCTGC NN AATCGAGNGNNC ANCATCATGANGGAAAAG AA NNCNNN AT NTNGN NNNCT GGGG AN ARAA NN AAA "G TCAN G AA7 NCN TNN NN NNN
892 901 910 919 928 937 946 955 973 982
1150
575
0 e D e e e Y D e S s T L
NC NNNRN NN° N NN NN “NNNN 2~ G » ~ /" NNNTNN N NN N NN N NN NT TN NNNN N NN NNNN NMN "N N NNN NN N NN NNNN NN NN NNN NNNN NNNI
991 1000 1009 1018 1027 1045 1054 1063 1072
1150
ik
0 e e e
¥ NN N N N NNN N NNN N NN NNN NN N NN N N N NN N N N N N N N
1081 1090 1099 1108 1117 1126 1135
—a e — T e
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Applied D06721A5_A9Kc_1_SV40polyA-R2_E04_13_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems D06721A5_A9Kc_1_SV40polyA-R2 Mar 13,2020 01:54PM, JST
S/N G:55 A:47 T:43 C: primer name m : SV40polyA R2 KB_3500_POP7_BDTv3.mob Mar 13,2020 02:22PM, JST
KB.bcp _ _ Pts 1386 to 13659 Pk1 Loc:1363 Spacing:12.08 Pts/Panel1350
KB1.4.1.8 Cap:13 5'- GTGAAATTTGTGATGCTATTGC -3 Version 6.0 HiSQV Bases: 953 Plate Name: 20200313 kitaku
MNNN N NNNMN NNN NIN N NNNN/IN NN NNT N2 ANNACL T TGCATTCNTTTTATGT TTCL GGG GGAGGTGTGG G AGGTT TT TTAAA GCAAGT CC TCTACAAAT G|

73 82 100 109 11

“” M/M\ «N%\m\»\ﬂ\_ & m«%k&\\

28 3

46 64

19

10

1268
634
0 ]
IGGTATGGC TGATTATGATL CTAGAGTCGEGL GGCC GCITTAG TTAGCTTTGGCAC GGAGCTGTGC TCGC TTGCCCGTGACAGCCTGG AGCCGGTTTT GATACTG GC LCAG ] 2
.8 L2 136 H 145 H 54 163 172 181 190 199 208 217 226
Xba NoT o
1865 _ blocked bxBans human EIF | Z £ 2
v:.&i ;,e
634 ’ »
5 I\
TCTAGE TCGACAAGTTTCGCACTGTAGGA TAGAGTC GTGSTGTCCTTC TGCAGG AT TGTGTCCGGTGATCCGGCATG TG TGAC:? BETGACATATTCECTT GATATAT CT'TCTLC
| 235 244 253 262 20 va H 289 298 307 316 325 334 343
Xbal 2t
1268
634
0 ALV UV VYUV VY CVVUY VUYL |
LG ACATT TTCTATCT GTTTCTGTT GG TCT T2 TETGRTTAC \GCGTTGGTTATTACCATCTATAG A C EAEC T TEGTAC GEAATTCAG R CA ! TGCAAGG AGATGTTTG!
352 361 370 379 388 397 406 415 424 433 442 451
1268
. | :: | :
0 VU WA A
SGCTGACGATGTAATAGTTTAC AGTTGACAR AGAAGTTTTCTTGGTTCETAC TCEGG RCGACTTG TG GAGGTTTCATGACSH BT TTCETT TT ETECCCRAGC
460 469 478 87 496 505 514 523 532 541 550 559 568
»H..O&Nq .
1268
634

0 \ \ A

ACCATATCTGGAT TETTTTECCTCAT GATGT T GAACACT CGATTCAGCAGC TCCTCGTATGTGTAGTCTCTTTETGAGC CTGCCCAAGE AGGGCCTGTCTGATTAC T.GA A!
5717 586 595 604 613 622 631 640 649 658 667 676

1268

L -” " Wil | M
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Applied

‘Biosystems D06721A5_A9Kc_1_SV40polyA-R2_E04_13_ABI24 Inst Model/Name 3500/3500 Instrument
D06721A5_A9Kc_1_SV40polyA-R2 Mar 13,2020 01:54PM, JST
S/N G:55 A:47 T:43 C:39 KB_3500_POP7_BDTv3.mob Mar 13,2020 02:22PM, JST
KB.bcp Pts 1386 to 13659 Pk1 Loc:1363 Spacing:12.08 Pts/Panel1350
KB 1.4.1.8 Cap:13 Version 6.0 HiSQV Bases: 953 Plate Name: 20200313 kitaku
TGAGATACCATCATCTTTTTTGT TGTCT TCATCT ICTAGAGCT TCATCTT TCTCTAGTATT TCATCCTCATCTG GGAACTTAACAT TCTTCTT TTTCT TCTTTTTATTGCCA
685 694 703 712 XTPHSP 730 739 748 757 766 775 784 7
1268
o ) |
o WM AWM SO0 A M YA
GCATAAT GTCAAGGTCATCCTCTGGETTCAGT TGGN TCT TGAACA TCAC TTTCAATC TTAAGATCCN T TACACCT TCTTCAGCN NCNTCAATATCAAAT
93 802 811 820 lg29 838 847 856 865 874 88 901
|
1268 |
634 [
0 00 {) DO Q0 OO 000 bo‘ Q00 O 00RO 0000 Oes
TTTTTTTTCNTCTTT TNNTTTTGANT NAA NA/NTTCANGTCNTCTAGATCNN NNNNN NNNNCTTTTTTTCCTAN NG NNN NCNTNCNTCANNTTCNN G-~ NNNNTG
910 919 928 937 946 955 964 973 982 991 1000 100

CNN NNNNNNNTGGN NCCNNTTN NTTT G NT NN NNNN NN NNGN NTNNN NN NNNTNNGN NN NNNCN NN N { NNNNNNN NN N NN NN N NN N NNNN
9 1018 1027 1036 1045 1054 1063 1972 1081 1090 1099
1268
634
0 Do 2K e = e KL ST D oS Vo L e e OB sl e oo
NNN NN NNNNNDNN NNN N N NNN NNNNN N NN N NNN N N N N NN NN NN N N N N N NNN NN N N N N N NN N NNN N1
1108 1117 1126 1135 1144 1153 1162
1268
634
0 e s S e e S
I N N NNN N G N N N N N N NIN N
1wl 1180
1268
634
O [re—- =

— -
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Applied D06721A5_A9Kc_1_oriP_F_G04_19_ABI24 Inst Model/Name 3500/3500 Instrument

W_Om<m.nm=._m D06721A5_ASKc_1_oriP_F Mar 13,2020 01:54PM, JST
S/N G:47 A:38 T:30 C:36 primer name C, :oriP_F KB_3500_POP7_BDTv3.mob Mar 13,2020 02:22PM, JST
KB.bcp , - _ Pts 1339 to 13659 Pk1 Loc:1316 Spacing:12.09 Pts/Panel1350
KB 1.4.1.8 Cap:19 5- ATACCCAGTAGTAGAGTGGG -3 Version 6.0 HiSQV Bases: 955 Plate Name: 20200313 kitaku
NMNN INN N MNNN NN MV MNNNMN NNMNN NGGGGCGT .njanmnamoqamenn.:qanganqameHmoaonn TTCT TAGGTG APTTTAAGGAGGCCAGG CTAAAGCCGT(
1 10 19 28 37 46 55 64 73 82 91 100 109
1150 = ori P
575 ,qv ] —
0 VeV OV e . _ \ |
GCATGTCT GATTGC TCACCAGGTAAAT GT CGC TAATGTTTTCCAACGCG AGAAG GT GTTGAGC GCG GAGC TG AGTGACGTGACAACATGG GTATGCCCAATTGCCCCATGTT
118 127 136 145 154 163 172 181 190 199 208 217
L1508
SWES
GGGAGGACGAAAATGGT GACE GATGGCCAGAAATACACCAACAGCACGCATGATGTCTACTGGGGATTTATTCTT TAGTGCG GGGG AATACACGGCTTT TAATACGAT T
226 235 244 253 262 271 280 289 298 307 316 325 334
1150
575
: | il \.
GAGGGCGTCTCCTAACAAGT TACA[LCACTCCTGCCCTTCCTCACCCTCATC TCCATCACC TCCTTCATCTCCGTCATCTCCGTCATCACCE T CCGCGG CAGCCCCTTCCACC!
343 352 361 370 379 388 397 406 415 424 433 442 451
- EBNA-1

o \ VA

TAGGTGGAAACCAGGGAGGCAAATCTACTCCATCG TCA! GCTGCACACAGTCACCCTGATAT TGCAGGTAG GAGCGGGOCTTTGTCAT ACAAGGETCCTTAAT CGCATCLCTT
460 469 478 487 4196 505 514 523 532 541 550 559

1150
i —
0 » » » /\ — /\

C AACCTCAGCAAATATAT GAGTTTGTAARAAGACCATGATC TAACAGACAATGGACTCCCTTAGCGGGCCAGGTTGTGGGCC GGGTCCAGGGGC CATTCCARAAGGGGAG

568 5797 586 595 604 613 622 631 640 649 658 667 67

1150
575

0 _ VYWY WA VYV VWA \
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Applied D06721A5_A9Kc_1_oriP_F_G04_19_ABI24 Inst Model/Name 3500/3500 Instrument

BioSystems D06721A5_A9Kc_1_oriP_F Mar 13,2020 01:54PM, JST
S/N G:47 A:38 T:30 C:36 KB_3500_POP7_BDTv3.mob Mar 13,2020 02:22PM, JST
KB.bcp Pts 1339 to 13659 Pk1 Loc:1316 Spacing:12.09 Pts/Panel1350
KB1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 955 Plate Name: 20200313 kitaku
CGACTCAATGGTGTAAGAC GACAT TGTGGAATAGCAAGGGCAGT TCCTCGCCTTAINGTTGTAAAGGGAGGTCTTAC TACCTCCATATACGAACACACCG GCGANCCAAATTE
16 685 694 703 712 721 739 739 748 757 766 784
I
1150 < :
0 WOl /\ S\ aeear i W iy Ol YY)
i CTTCGTCGEGTAGTCCTTTCTACGT S ACTCOTANCCNGGAGAGCTC TTANACE T TCTECRAA TGNTCTC TTTCN GGTTGNAACCTCCN TG ANCACNATGC T TTCON |
793 802 811 820 829 838 847 856 865 874 883 89

cACCCTCCTTTTTTGC GCCTGNCTNCNTCACCN NGACCCCGGGGNNNAGNGNTTGGGNCTTC TCCTN NNCATCTGN GGN NWM TGN TCTATNGN TNCN NNGGGN

901 910 919 928 937 946 955 964 973 s 982 991 100
1150
575
0 X . :
NNGTNNN GN NN NNCNNCN GGG NNNNN NINNNN N NNG T " NNNN"  ° NNN NN NNN NTNNM~N N NNNN NN N N NN . N N NCN NNNN N NN KNNN N NN
0 1009 1018 1027 1036 1045 1052 1063 1072 1081 109(¢
1150
575
0 00000l IeOTeloraod DI 3o X SL N rCoe s GaS= eV A s - S i Y ARRD M S O e o
NN N NNN IN N NNN N NNNNN NNN NNN N NN N.NN NN NN N N N NN NKN NN NNNN NNN N N NNN N N N NN N N N N N NN
) 1099 1108 1 1126 1135 1144 1153
1150
575
0 s B, Do 8P e, T O O e SO e, O e oS L e A e — i O
NN NNN N NN NN NNNN N NNN N NNN NN IN
1162 1171 1180
1150
575
0 e ———— e T e e
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Applied D06721A5_A9Kc_1_SV40pro_ori_F_F04_16_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems D06721A5_A9Kc_1_SV40pro_ori_F Mar 13,2020 01:54PM, JST
KB.bcp . _ Pts 1390 to 13521 Pk1 Loc:1367 Spacing:12.02 Pts/Panel1350
KB1.4.18 Cap:1 9~ TTCTCCGCCCCATGGCTGACTAAT -3 Version 6.0 HiSQV Bases: 954 Plate Name: 20200313 kitaku
NIMNMINNMN NMNNN(NMN MN NNNNNC TCG OOOHOHQ.QOH%OGZD. GTAGTGAGGAGCGCTTT NGCCTAGGCTTTTGC GATCATC GAGACAGG ATG AGG ATCGI1

10 19 28 37 46 u__.m 82 91 100 109 1
 SVLOo |
1188 N\Q’ Iold
]
= | E: »
0 . AL L !
Jﬂ.ﬁﬂmﬁu%nﬁ%mu CAAGATGGATTGCACGCAGGTTCTCCGGEGCCGEC TTGGGTGG AGAGGC TATTCG GC TATGACTGGGCACARACAGAC? TCEEGETGCT CTGATEE CGCCGTY
18 127 136 145 154 163 172 181 190 199 208 217 226
_—
= \/\uwmv\m.l XQh .X\N
1188
594
0 /\
sTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTC GACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGBGCTATCGTGGC TG GCCACGACGGG
235 244 253 262 21 280 289 298 307 316 325 334 343
1188
594
0 I \ ‘. Ml
CGTTCCTTGCGCAGC TG TGCTCGACGBTTGTCACT G? GCGGGAAGGGACTGGC TGCTATTGGGCGY GTGCCGGEGEGEAGGATC TCEC TG TCATC TCACCTTEC TCCTGCCGAGA
352 361 370 379 388 3987 406 415 424 433 442 451
1188
594 »
P | | MUY VY
AGTATCCATCATGGCTGATGC \TGC GGE G GLCTGCATACGCT TGATCC GG L TACC TGEC CATTCGACCAC CAMAGC GAAACATC ECATCGAGCGAGCACGTACTCGCGATGG 2
460 469 478 487 496 505 514 523 532 541 550 555 568

1188
0 /\ A

GCCGG TCTTGTCGATCAGGATGATC T GGAC GAAGAGCATCAGG GGCTCGCGCCAGCCGAACTGTTCGCCAGGC TCAAGGCGAGCATGCCC GACGGCGAGGATCTCGTCGTG
577 586 585 604 613 622 631 640 649 658 667 676

1188

- T Wi g ) ool el ooty
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 Applied

w_0m<mﬁm3m D06721A5_A9Kc_1_SV40pro_ori_F_F04_16_ABI24 Inst Model/Name 3500/3500 Instrument
D06721A5_A9Kc_1_SV40pro_ori_F Mar 13,2020 01:54PM, JST
S/N G:64 A:43 T:29 C:38 KB_3500_POP7_BDTv3.mob Mar 13,2020 02:22PM, JST
KB.bcp Pts 1390 to 13521 Pk1 Loc:1367 Spacing:12.02 Pts/Panel1350
KB 14.18 Cap:16 Version 6.0 HiSQV Bases: 954 Plate Name: 20200313 kitaku
[ CLCATGGCGATGCCTGCTTGCCGAATAT CATGGTGGAAAATGCENCGCTTT TCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGC GGANCGCE TATCAGG AC / TG
685 694 703 712 721 I 730 739 748 757 766 77 784
Neol LA
1188 "
594 |
0
GCTACCCGTGATATITGNTGAANAGCTTGGCGGCGALRTGGGC TGACCGC TTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGC GC ATCNCC TTCTATC NNC T NC
793 802 811 820 829 838 847 856 865 874 883 892 9
1188
594
0 0 A0 0N Nl ol 0 0UCOCAN 000 300006000 YO 0000060 X K000 g
TTGACGAGTNCTTCTGANCGGGANTC TNGN NNTCNAAATG ACCGANCAAGCGACNCCCNANCNGNCATC NCN AGATTTC NA TNCCN NN GNCNN NN TNNNZ TN N b
01 910 919 928 937 946 955 964 973 982 991 1000
1188
594
0 OX00d IO YOm0y Ol O o0 LI 20 O e XA X D00
NNNN NGGCNINCN GNN NNNNTTTNN NNN NNN NN N NNN NNN NNNN NNN NN NNNNN.N N NMNN NN NNNNNN NN N N NN NN NNNNNNCNN NNN N N
1009 1018 1027 1036 1045 1054 1063 1072 1081 1090
1188
594
0 . DAY ’”?.,‘P’b’bvﬁu‘.&u.??b«%n?‘\#ﬁhi%ﬂ.....Pw Rl S~ o T el
N N NNNNN NNMN NN INNN NN NNN N NNNNN N -NRN N NN NN NN NN NNN N N NN NN NN NNN N N N KN N N N NONN
1099 1108 1117 1126 1135 1144 1153
1188
594
0 S Y O o~ s S NS o S e o M T e e e e
N NNNNDN N N ¥NN IN NNM N N N
1162 LI 1180
1188 |
594 |
0 P e e
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