P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pGEXMKK6

RIKZH
BRC
@ Clone ID 3 RDB _ 08212
@® Lot 2 08212 _ A7TKt
@ DNA Concentration g 25 nanogram/microliter
@ Volume . 40 microliter
@ Form : DNA solution in TE buffer
@ Host - DH5 alpha
@ Culture 2 LB medium
@ Antibiotics . 100 microgram/ml Ampicillin
@ Purification . QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder
(NEB#N3200L),
250 ng/well
(kb)
10.0
80
40
30
15
12 s
1.0 - “ =
-
05 pees
=
-
04 -
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRV : 6.2 kbp
Pstl : - 48,13 kbp
BamHI : 59,03 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pGEX-F2 Sequence — E -
Sequence — B pJB8-Forward Sequence — F -
Sequence — C pGEX-ptac_up—F Sequence — G -
Sequence — D M13_-40 Sequence — H -

APPROVED BY :

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



/157, Applied

Biosystems 08212_08212_A7Kt_1_pGEX-F2_B11_05_ABI24 Inst Model/Name 3500/3500 Instrument
08212_08212_A7Kt_1_pGEX-F2 Dec 08,2017 02:51PM, JST

SIN G:488 A:700 T:611 C:683 primer name A pGEX-F2 KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp Pts 1508 to 12714 Pk1 Loc:1485 Spacing:11.42 Pts/Panel1350

5'- ACATGGACCCAATGTGCCTG -3'

KB14.18 Capb Version 6.0 HiSQV Bases: 962 Plate Name; 20171208_mix
cCh GTAG T G TTTT A ik EGETAT < GC TAT CCLACSA AT TGATAAGTACT TG SATCCAGC G TATATAGCATGGCCTTTGCAGGGCTGGC GCCACGTTTGG1
1 10 19 I 28 37 46 55 64 73 82 91 100
[
1270 —+—> (5T
635 1\ |
SYON ) ol R )
0 = 1 . . ,
#CGTGGCGEACCATC CTCCARAATCGGATC TGATCGAAGGTCGT,GG G ATCCCCG CCRTGGCTCAGTC GAAAGGCAAG ARGCGAAACCCTGGCCTTARRATTCCARRAAGARGCAT]
109 118 127 1367 s f s N.L.ﬁﬂ.l.m 172 181 190 199 208 217
NI, TCT To GCT ( Ger to Ala)

1270 ol Cactor Xg BapHL Neol L MEKE y NM 0020983, (289 ) :
635

0 VEUVAVYY | \ |

*'TGAACAACCTCAGACCAGTTCCACAC CACC TCGAGATTTAGAC TCCAAGGC TTGCATTTCTATTGG AAATCAGRAACTTTGAGETGAAGGCAGATGACCTGGAGCCTATAATGG
226 235 244 253 262 271 280 289 298 307 316 325 3]
Yol
1270
635 » » »
0 ] |
CTGGGACGAGGTGCGTACG GGG TGGTGG AGAAGATGC G GCACGTGCCCAGCGGGCAGATCATGGCAGTGAAGCGGATCC GAGCCACAGT \ATA GCCAGG AACAGAAACGGH
34 343 352 361 370 379 388 397 406 415 424 433 442
BamH I
1270

: R I A |

STACTGATGGATTTGGATAT TTCCATGAGGACGGTGGAC TGTCCATTCACTG TCACCTTTTATGGCGCACTGTTTCGGGAGGGTGATGTGTGGATCTGCATGGAGC TCATGG?
451 460 469 478 487 496 586 514 523 532 541 550 55

Gacl

1270
635 » » &
" | | | \ N WV VTV I A VY
L\ TAC AT CAC TAGATRAATDT TCTACAAACAAGT TATTGATAD GGCCAGAC TTCCAGAGGACATCT TAGG GAARL TAGCAGTTTCTAT T'.GTAR AGCATTAGAACATTTAC
9 568 577 586 595 604 613 622 631 640 649 658 667
12730
635

o | N AV VW A oYY \ \ WYY
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Y Applied

_wm0m<m.nm:._m 08212_08212_A7Kt_1_pGEX-F2_B11_05_ABI24 Inst Model/Name 3500/3500 Instrument
B 08212_08212_A7Kt_1_pGEX-F2 Dec 08,2017 02:51PM, JST
S/N G:488 A:700 T:611 C:683 KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp Pts 1508 to 12714 Pk1 Loc:1485 Spacing:11.42 Pts/Panel1350
KB14.1.8 Caps5 Version 6.0 HiSQV Bases: 962 Plate Name: 20171208_mix
ATAGTAAGCTGE TETE ICAT TCACAGAGACG T CAAGCE TICTAATE TACTCATCARAT ECTCTCE G TCAAG I AAGATET CUGAT TT TC BAATCAGT GCUTACTTE @
676 685 694 703 712 721 730 739 748 757 766 775
1270
635
0 \ ,
GGACTCTGTTGCT AAAACAATTGATGCAGGTTGCARA CCATACATGG CCCCE TG 7 GAAT CCCAGAGCTCAACCAGAARGG G
3 820 I 829
12770
635
0
SACAT T T GGAGTE IEGECE CATCACEATG AT T S A PTG EGCATE G T TEGAT T T CGCEC TATEATTCAT COCECAAREC TCCAT TTCARCAGE T iCE
919 928 937 955
1270
635
0
CETEBE TAG AECE AGECATCEECEAC AT TEEC AC CAE AC BA G TITE T TE CAG AG V& T TT AkEE T E A CAG TGE T
1018 1036
1270
635
0
T G G ¢ wIT tedl A B G c ca g T sl G & & 7T e T o o T ¢ ¢ i
1063
1270
635
0
1270
635
L 0

Printed on: Fri Dec 08,2017 05:19PM, JST Electropherogram Data Page 2 of 2



>_uu__mn

' Bi osystems 08212_08212_A7Kt_1_pJB8-Forward_C11_08_ABI24 Inst Model/Name 3500/3500 Instrument
08212_08212_A7Kt_1_pJB8-Forward Dec 08,2017 02:51PM, JST
SIN G:431 A:582 T:605 C:709 primer name @, : pJB8-Forward KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp . , Pts 1502 to 12684 Pk1 Loc:1479 Spacing:11.29 Pts/Panel1350
KB 1418 Cap:8 5'- ACGAGGCCCTTTCGTCTTC -3 Version 6.0 HiSQV Bases: 987 Plate Name: 20171208_mix
TaARrICG C ACG 16 ICTG GG TCAT GG C TG CGCCCCG ACACCCGCCARCACCCGC TGACGCGCCC TG ACG GG CTTGTC TGETCCCG GCATCCG CTTACAGACAAGT TG TG AC
il l10 19 28 37 46 55 64 73 82 91 100 109
_
1048 _
524
S (V) /
0 LR L?b& O ) L\ | | |
L GT CTOCE 66 AEC TECATCTGTCAGAGETT T'TCAC G TEATCACCE \C.GC GOGAGGCAG ATCG TCAGT CAGT CACGATGAATT|TC TAGACAGTICAT TCIATAGCTATAG AT
118 124 136 145 154 163 172 181 190 199 208 217
Xbal NM. 0021983,
1048 : aqi..)
DUATARARRE \
0 | | | |
CCAAGG CCCCOTTAAGAGGGGGAGTAAAAAGAAAAT TG GGAGAGARAACCETCTGE AGAGGCAGGG T TARAT TATCTCAAAGATGACTTTCTAT TGATGCTGTAG TG AACTTGCT
226 235 244 253 262 271 280 289 298 307 316 325 334
1048
524
0
TCACCCCGAAACCCACCAATCCACAGTAGGGTCARACCG HH..,mdﬁﬂ.ﬂdmo,ﬂﬂﬂﬂﬂm_mqnﬂnnn \GAATCAGTTTTACAP AGATGCCACATCTGT TCCTTTGGATTCATGTA
343 352 361 370 - ooummmws wmm 397 406 415 424 433 442 451
~ : 10 002179%.%,
i n.:\a& ¢ 4 L MEKE  Nm 00275 C2q3-)
o ol |
: RURRAACLRY
GGGTGAAARATGGATGT TGCATTAGC TCTGGGTATGTAGGCCGT TCTTTG GAATTCTTCTT TAAGCAC TG TG AGGTAAAGT CAACARAC TCTGCAGAGAACTTGTCTGETGG
460 469 478 487 496 505 514 523 532 541 550 559
EcoRI Psr L
1048
524 — —
0 VIV . VY ) N
GAGTTGTGGC GATGGCTCCT CTACCACCTGTTTGAGC TGCTGAAATGGAGT TCCCCATGAATCATAGGS TCGAAGGATGGC CAACTCAATCATCGTGATGCCCAG AY
568 577 586 595 604 613 622 631 640 649 658 667
1048

N » AV | VY W N\ eV Yy »
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» Applied

Y= w_0m<m.nm3m 08212_08212_A7Kt_1_pJB8-Forward_C11_08_ABI24 Inst Model/Name 3500/3500 Instrument
08212_08212_A7Kt_1_pJB8-Forward Dec 08,2017 02:51PM, JST
S/N G:431 A:582 T:605 C:709 KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp Pts 1502 to 12684 Pk1 Loc:1479 Spacing:11.29 Pts/Panel1350
KB1.4.1.8 Caps8 Version 6.0 HiSQV Bases: 987 Plate Name: 20171208_mix
T CCAARTETCAGACT TEACACTGTATCC CT TC TEGTTGAGC TC TG GG TTTAT TCTT TCAGGGGCCATE PATG GT T TGCAACC TG CATCAAT TG TTI TTAGCARCAG |

676 685 694 703 712 721 730 739 748 757 766 775

Gacl

NG TCCACCAAGTAGCCAC TGATTCCAAAATCGCACATC TTCACTTGACCG AGAGCATTGATGAGTACATTAG L GGCTTGACGTC TCTGTG AATG ACAG AL
184 793 802 811 820 829 838 847 856 865 874

~cAGCTTACTATGTAL TGTTCTAATGCTTTTACAATAG E ACE TG ETATITIT GCE T AAG AT GT CGE T C 6 G AR T & T € e IG: & "I T J A TE A T
883 892 901 910 919 928 937 946 2955, 964

CTTG TTT GTAG HH.H,H,.HOH..QHQ.,..ﬁmq...‘q.ﬁo TG AGC TCC A TG C G T €Cr E A G TGS A €CCC T €C CC G B 3 ACG TG

973 \\wm ( 991 1000 1008 1018 1027 VL 1045

5%.% !
1048 M0 05, G kKD

524
0 52 O ’4" P»Lpﬂ“%i‘.ﬁlliﬂrp.'liﬂbu.h’"!.lu&by%ﬂ#ﬂb"bq ~ P e e O > S
cCCG CccC T A A ATGE TG AC AG CTGZ . T i@ A C MGG IT € 2 ¢ Gex W B TC A TG G \ AR A TT 1 C
1054 1063 1072 1081 1090 1099 1108

1048

524

0 & e R o e
1048

524

0
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/152 Applied 08212_08212_ATKt_1_pGEX-ptac_up-F_D11_11_ABI24 Inst Model/Name 3500/3500 Instrument

' Biosystems
y 08212_08212_AT7Kt_1_pGEX-ptac_up-F Dec 08,2017 02:51PM, JST
S/N G:429 A:551 T:612 C:458 primer name (. : pGEX-ptac_up-F  KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp . CGTTCTGG -3 Pts 1498 to 12668 Pk1 Loc:1475 Spacing:11.32 Pts/Panel1350
KB1418 Cap:11 S AHEEEEGRGICELBTT - Version 6.0 HiSQV Bases: 954 Plate Name: 20171208_mix
| TTIGEC €6 € ITCATA CG G TTCT AATAT TCT G RAAAT G mng,m_._q.q_m \CAA T T! TEAT Ce6:E'T CE TRT H\@Hmﬂmm \AT TGTGAGCGG ATAARC ,TT TCACACAG GA
1 10 I 28 37 46 55 64 /73 82 91 100 1(
5 |
" c peralor
1180 s | foc QESSA@« Lac operat
*
590 P
% Al
o AN o YN ) | Ay [T
ACAGTAT TCIATG) TCCCCTATACTAGGTTATT GGAL TTAA GGGBOCCT TG ITGCAACCCA TCB AETTC T TTTGBAATATC T TG ARG ARAAATATG AAGAGCATT TGTATGAGC
)9 114 127 136 145 154 163 172 181 190 199 208 217
Gtdvt
LB _ G T,
590 » —
0 | |
GCGAT G GGTGATAAATGGCGAAACRARAAAGT TT GAAT TEGETT I GGAGTTTCCCAATC T TCCT TAT TATATT GAT GGTGAT G'T T2 ATTAACACAGTCTATGGCCATCATAC
226 255 244 253 262 27 280 289 298 307 316 325 334
1180
590
0
GTTATATAGC TG ACAAGCACAACATGT TGGGTGGTIT TGTCCAAAAGAGCGTGCAGAGAT TTCAATGCTTGAAGGAGE GGTTTTGGATAT TAGATACGGTG TTTC GAGAARTTGCAT
343 352 361 370 379 388 397 406 415 424 433 442
1180
590 »
: ) \ | )
ATAGTAAAGACTTTGARACTC TCARAGT TGAT TTTCTTAGCAAGCTACCTG? ATGCTGRAAAATGTT CGAARAGATCGT TTAT GTCATA ACATATT  TAAATGGTGATCATGT
451 460 469 478 487 496 505 514 523 532 541 550 559
1180
590
0 A _ . /\ A /\ YV LYY
AACCCATCCTGACTTCATG T TG TATGAC GCTCTTGATGTTGTTTTATACATGG ACC CF TETECCTGHGATGCETTCCECA AR ATTAGTT TGTT TTAAR 2 CGTATTGH®E (
568 577 586 595 604 613 622 631 640 649 658 667
1180
590
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N Applied

VS, Wm0m<m.n03m 08212_08212_AT7Kt_1_pGEX-ptac_up-F_D11_11_ABI24 Inst Model/Name 3500/3500 Instrument
08212_08212_AT7Kt_1_pGEX-ptac_up-F Dec 08,2017 02:51PM, JST
S/IN G:429 A:551 T:612 C:458 KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp Pts 1498 to 12668 Pk1 Loc:1475 Spacing:11.32 Pts/Panel1350
KB 1.4.1.8 Cap:11 Version 6.0 HiSQV Bases: 954 Plate Name: 20171208 _mix
ICTATCCCACAAAT TGATAAGTACT TGAAATCCAGCAAGTATATAGCATGGCCTT TGCAGGGC TGEGCAAGCCACGTTTGGT GGTGGCGACCAT CCTCCARAAIICEG 5
676 685 594 703 712 721 730 739 748 757 766 775
590
o NI
_ATCTGATCGARG GTCGTG GGATCCCCGCC[RTGGCTCAGTCGAAAGGCARGAAGCGAAACCC TGGCCT TAARATTCCARAAGARGCATTT GAACAACCTCE
7 784 793~ \" 02 I\M 811 820 829 838 847 856 865 874
amHT Neo N, TeT 1o GeT
1180 mQro.ﬁ;_. Ko 0 ™ (Ger 10 Ala)
590
0 .
GACCAGTTCCACACCACC TCG GATTTAGACTCCAAGGCTTGCATT TCTATTCGCG TCAGAR CETT TG QDHG...«.. GGC GATG
883 892 901 910 919 946
Yol
1180
590
0 L0l X000 0000 e D00 ,
GCC T & T E TGG rPAAC TGGG G G CG TGCGT C GGG G TCG T GG AG AR G A TG C GGG C CGEe TG CeEe AG C G G CAG AT T g
973 982 991 1000 1009 1018 1027 1036 1045
1180
590
0 pwgn?.\lb&r'b.’!r?’.khr-pﬁ\bo L oL LR S — N
i CCAG TIG A GG C GG A T CCCG AG CT ACA G T AA T A G E 8 . ¢cta 6 A A it BB € 7T c
1054 1063 1072 1081 1090 1099
1180
590
0 il W g A, e T Vgl N i . O — —_— e <
TGG TE GG
1108
1180
590
0 e ——y ;’
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08212_08212_ATKt_1_M13_-40_E11_14_ABI24

08212_08212_A7Kt_1_M13_-40

Inst Model/Name 3500/3500 Instrument
Dec 08,2017 02:51PM, JST

SIN G:324 A:352 T:357 C:483 primer name .@ © M13 -40 KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp - Pts 1481 to 12669 Pk1 Loc:1458 Spacing:11.31 Pts/Panel1350
; 5'-GTTTTCCCAGTCACGACGTTGTA-3' ; ; . . .
KB1.4.1.8 Cap:14 Version 6.0 HiSQV Bases: 988 Plate Name: 20171208_mix
CGG CCA (T ATC G TATCATG GTCATAGCTGTTTCCTG TGTGA ATTGT TATCCGC TCA TCCACACAACATACGAGCCGGAAGCATAARGTGTARRGCCTGGGGTG
1 10 19 28 37 55 “ 64 73 82 91 100 1
1306 H
653 i
0 .’- b’ .’ A »
CCTAATGAGTGAGC TAACTTACAT TAAT PGCGT TGCGC|TCAC TGCCCGC TTITCCAGTCGGE CCTGTCGTGCCAGCTGCATTAAT GARTCGGCCAACGCGCG GGG AGAGE
09 118 127 136 145 154 163 172 181 190 199 208 217
G{op >
1306 V4 @SOH )
653
0
CGGTTTGC GTATTGG GCGCCAGGG TGGTTTTTCTTT TCACCAGTGAGACGGGCAACAGCTGATTGCCCTTCACCGCCTGGCCCTGAGAGAGTTGCAGCAAGCGGTCCACGC TG
226 235 244 253 262 271 280 289 298 307 316 325 3
1306
653
0
GTTTGCCCCAGCAGGCGA TCCTGTTTGATGGTGGT TAACGGCGGGATATAACATGAGCTGTCTTCG GTATCGTCGTATCCCACTACCGAG ATATCCGCACCAACGC GCAGE
34 343 352 361 370 379 388 397 406 415 424 433 442
EwrV
1306
653
0 A »
CCGGACTCCETAATGGCGCGCATTGCGCCCAGCGCCATCTGATCGT TG GCAACCAGCATCGCAGTGGGAACGATGC CCTCATTCAGCAT TTGCATGGTTTGT TG ACC GG
451 460 469 478 487 496 505 514 523 532 541 550 559
1306
653
0 . : ! \
CATGGCACTCCAGTCGCCTTCCC GT TCCGCTATCGGC TGAATTTGAT TGCGAG TGAGATAT TTATGCCAGCCAGCCAGACGCAGACGCGCCGAGACARGARCTTARTG G GY
568 577 586 595 604 613 622 631 640 649 658 667
Apal
1306 w
653
Lo [\ )
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>vu__mn_ 08212_08212_A7Kt_1_M13_-40_E11_14_ABI24 Inst Model/Name 3500/3500 Instrument

" Biosystems
¥ 08212_08212_A7Kt_1_M13_-40 Dec 08,2017 02:51PM, JST
SIN G:324 A:352 T:357 C:483 KB_3500_POP7_BDTv3.mob Dec 08,2017 03:31PM, JST
KB.bcp Pts 1481 to 12669 Pk1 Loc:1458 Spacing:11.31 Pts/Panel1350
KB1.4.18 Cap:14 Version 6.0 HiSQV Bases: 988 Plate Name: 20171208_mix
S CCGCTAACAGCGCGATTTGCTGGTGACCCAATGCGACCAGATGCTCCACGCCCAGTCGCGTACCG TCT TCATGGGAGARAATAATACTGT TGATGGGTGTCTGGTC
676 685 694 703 712 721 730 739 748 757 766 715
1306
5 ?%gjg;%g%?ﬁ?%
0
\GAG ACATCAAGAAATAACGCCGG AACATTAGTGCAGG CAGC TTCCACAGCAATGGCATCC TG GTCATCCAGCGGATAGTT TEACCECAC TG ALDE el
784 793 802 811 820 829 838 847 856 865 874
1306 Mlul
5 %ggggé%%%%g?%g
ST TEEEC S i LT G T G CACE S CCEETITACAGCC C TTEC A CCE GIET TEE TI'G 17 AT G . ACGCTEGCACCCAG TTG ATC G|
883 m@m 901 910 919 928 937 946 955 964
1306
653
0
5CGCGAGATTTAh TC GCCCG CG AC TTT GCBACEEGEC G CE TG CAGEG CC AGGALC TGC GG TGG C € G CCE A : €
973 sgd 991 1000 1009 1018 1027 g3% 1045
|
1306 < fLacl
653 ;
0 SeoK L) e > > > ‘pmf’ug‘.riﬂbugu"h‘?"’ir‘\v e e S
cce AC TG TTTG € € G €CC AG 1IT G ATT G TG C BACG C G T G GG T T AL TT €€ A G e Rl o
1054 1063 1072 1081 1090 059
1306
653
0 W e =2 e S T e — e g T <
cC G7 ¢t & A T Ti¢
1108
1306
653
0 _— T
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