P Gene Engineering Division
RIKEN BioResource Center
o RIKEN DNA BANK clone name : pKM2L-phHSP701
EH%E‘LJ
@ Clone ID RDB _ 05541
@® Lot 14249 _A6Ge
@ 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
2-Log DNA Ladder 05541 -
(NEB#N3200L), @
125 ng/well v T ik
g o E &
(kb) S 0 @ &
10.0
8.0
40
30
15
12
10
0.5
01
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI 5.1 kbp
Beglll 5.1 kbp
EcoRI + Bglll 4210 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A M13 -40 Sequence - E -
Sequence - B phRLR2 Sequence — F -
Sequence — C pAxCALNL_F1 Sequence — G -

Sequence — D -

Sequence — H -

APPROVED BY :

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



» Applied

5541_14249_A6Ge_M13(-40)_A02_02 Inst Model/Name 3500/3500 Instrument
'Biosystem Dl = o e e

L . 05541_14249_A6Ge_M13(-40) Jul 26,2016 02:25PM, JST
SIN G:1242 A:1168 T:1210 C:183: primer name A @ M13_-40 KB_3500_POP7_BDTv3.mob Jul 26,2016 02:51PM, JST
KB.bcp 5-GTTTTCCCAGTCACGACGTTGTA-3' Pts L_.Amm to Bn.j Pk1 Loc:1442 Spacing:10.87 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 960 Plate Name: 20160726 _dnabank

.I
CG C(G G € ITTGCATE CC TG CAGG TCATT T TAGG G AT CAGGG T TG ATT GATCTCGAGCTCTAAGLC TTCACATATG CATG CAC TAG TG GC|JCCTCAG

110 19 28 3T 46 55
Coc 1

82 91
. b :H vQ_oH Hind T
1278
0
= G ETT CE CIT: O.O.QLO.H.H TCCAGTACTTTGCCCAALRZ : GG ACCT TGAGCCTTTCAGGT TCAGATCEC TACTGGCTCACCETAGTETCEEGACGLC
109 f pAAwAeY 118 g 136 145 154 163 ZN 181 190 199 208 2
: 0 90000613 uiﬁ».ﬁw&.
sxm:._ ~NC. b\,
1278 7
639 — »
" (WY | I/} \
TTCGC TTCAG DTTGGE 2 CGTCCAGATTACGCAGCCCCAGCGAGTAGGTGGGGGLCTCCCTC TATE MG EAC CC GGG TC CECEEALC CEC EEAETE CE6 TECC TCE CEY
17 226 235 244 253 262 271 280 289 298 307 316 325
1278
639 — »
0 W\ _ AV
'EC TTTG AGACGGCTCC CTCAG T PEET T TEE CTGGCCCATGAGGTCAGAG CAG TATC TCECATTGET "CGTGGCCGGGCGGTGTC CAC CECECE CACC
334 343 357 361 370 379 388 397 406 415 424 433 442
1278
0 A | \ .
CT OOOOHGQ CGCGCGT CCEGETCCCCGCACCEAGECECC TGE CCAC CTGCGCAGGCCCAGC GEECEBCEE T GCCCAGE GC G A CETTEETET T
451 460 469 478 487 496 505 514 523 532 541 550
1278

5 oW nlourpoonatnean e towag ool e momne oo vt bt b

CGCTG GCGCAGGCEGGTELAGCATCGECATGGE AGAC C CACCCTTCCCACCEGC CACTECCECCIYTCCTCTCAGGGTECETEGTCECEE TC CAGCTG TCCCAS GRCTETSG
558 568 577 586 595 604 613 622 631 640 649 658

1278

20 e e W e s M e e i
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Applied

3 w_0m<m._“m_.=m 05541_14249 ABGe_M13(-40)_A02_02 Inst Model/Name 3500/3500 Instrument
. 05541 14249 A6Ge_M13(-40) Jul 26,2016 02:25PM, JST
S/N G:1242 A:1168 T:1210 C:1832 KB_3500_POP7_BDTv3.mob Jul 26,2016 02:51PM, JST
KB.bcp Pts 1465 to 12411 Pk1 Loc:1442 Spacing:10.87 Pts/Panel1350
KB 14.1.8 Cap:2 Version 6.0 HiSQV Bases: 960 Plate Name: 20160726_dnabank
[ GAGAGT TCTGAGCAGGGGGCGBCACTCTGGCCTCTGAT TGGTCCAAGGARAGGCTGGGEGGGECAGGACGGGRAGECG CCCTGGCAATAT TCCCGACCTG G CAGT BT
667 676 685 694 703 712 721 730 739 748 757 766
1278
639
0 [ 0 b 44 % 0 : X
FCATCGAGCTCEETCATTGGC TCAGA AGGG A G BCG G6 TETCCE TG AEG-ACT TAT I GCCCAGGGGCAAGCGEGTCCGEATAACGGCTAGCC TGAGE
775 784 793 802 811 820 829 838 847 856 865
1278
639
0 0o0e0000cl 00000 SN ™ 0060300000006 30C 0 00030 000X
GCTGCTGCGACAGTC CACT nneaji.qom GAGTGAETCEEE DTG TECE EGETTCECAGAG CO CETETE CEEC TG
874 883 892 \m 901 910 919 928 937 946 96
I
1278 NG |
639 . MR\976
o — — — = = —
6EGETEG AG T'TTCCE GGC & T'CE GGG GEGALCC G AGC TC ITEC TCGCGEEG AaTCC AL T @ £¢ €€ ©6 TEG CE C6 TAG ¢
4 973 982 991 1000 1009 1018 1027 1036 104!
1278
639
0 B —— Jvhliu!l.ln‘...lﬂ""h"r\i‘*‘\")‘k’”"ﬁd”\\“ﬁt‘k’.L’N.l..r'.f- i A "= =
c CEE ®GG TTAC TE © AG G TT lGE TE G TE GE € A € ITG G o GG T B G T T C
5 1054 1063 1072 108 1090 1099
1278
639
0 ~ ) S s N o s e s S~ S — =
G GG T. T A2 € C G
1108
1278
639
L0
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» Applied

w_0m<m.nm3m 05541_14249 _A6Ge_phRLR2_B02_05 Inst Model/Name 3500/3500 Instrument
05541_14249 ABGe_phRLR2 Jul 26,2016 02:25PM, JST

S/N G:1029 A:778 T:909 C:1355  primer name B @ PhRLR2 KB_3500_POP7_BDTv3.mob Jul 26,2016 02:51PM, JST
KB.bcp , , Pts 1463 to 12381 Pk1 Loc:1440 Spacing:10.92 Pts/Panel1350
KB14.1.8 Capb .m “COAATABGET ECCTATCAGARACEEC:S Version 6.0 HiSQV Bases: 950 Plate Name: 20160726_dnabank

T g & TAIGT GCCCAG TTTCTATTG GTCTCCTTAAACCTG TCTTG TAACC T TG ATACT TAC|CTGCCCAG TGCCTCACGACCAACTTCTGCAGTACCCE GG T

1 19 28 37 48 e 64 73 82 91 100
os,.sm: tT
T ron ﬁ&
L \ |
7 3 AAT TC TACGCGTCGACAGGCG AACACTG G ATCCGCGAGAAGAGCTCGG TCCTTCCGG ACGCCGEGAAACTCG ACG CG CLEGG TGCC TGCAGCCGCACAGETTCGC TCTGGE
109 118 \@ 3% ﬁw~szs&hﬁu 154 163 6 172 181 ) 190 199 208
i NC_000000.3/ 3| 55004 .. (C

1160 GRF Gall ) ?x&ﬁgf % C Pt L
580
0 il |

GCCTTGGGRCAACGGGAGTCACTCTCG GTAG TG GACTGTCGCAGCAGC TCCTCAG 8C TAGCCETTATCEGGACCGC TTGCCCCTGGGCTTTTATARAGTCGTCALGG |

217 226 235 244 253 262 271 280 289 298 307 316 325

1160
580

0 | . . \ » » AA'

GACCCGCCTTTTCCETTETGAGCC TCACCGAGCTCGATGAGGCTGCCAGGTC GGG TATTCCA GGG T TTITCGECTCECGTCETGLECCCCAGCCTTECTTGGACT TCAY

334 343 352 361 370 379 388 397 406 415 424 433 442
1160
580
0 I \ |
AL GECAGAGCGTHECEL CECETGET EGAG CTCTCCAGAGTETTCTGE GG AT T'\CAC TGG GGGGACAGGG CCCTGAGAGG GGGGGLGTGGCGGTG GG GGGTGTTGGTCT(
451 460 469 478 487 496 505 594 523 532 541 550
1160
S 5\ %%Egé?\é%é%%%g
YOAT GG CE ATEGC TGACCEBCETGEBCTTEASGCGCC T TTG ACAG G GGGTCGGCGCTGGGCTTT TTGTEGGGEGCTTGEGCTGGEGGCETGCGCAGTTGTGGGE AGGGGGC
559 568 577 586 585 604 613 mmm 631 640 649 658
1160

o e e L T
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Applied

A6Ge_phRLR2_B02_05 Inst Model/Name 3500/3500 Instrument
Biosvstems 05541_14249_, | _B02_|
y 05541_14249_A6Ge_phRLR2 Jul 26,2016 02:25PM, JST
S/N G:1029 A:778 T:909 C:1355 KB_3500_POP7_BDTv3.mob Jul 26,2016 02:51PM, JST
KB.bcp Pts 1463 to 12381 Pk1 Loc:1440 Spacing:10.92 Pts/Panel1350
KB1.4.18 Cap5b Version 6.0 HiSQV Bases: 950 Plate Name: 20160726_dnabank
TGGTGCGGEGAGCG GGTTACGCGCG TC CAGGG BAGGCTGGGGGCE TTTGTGTT GACACEGCCCGGCCACGT TACAATG GAGATACTGTCTCTEACETCATEGGCCE
667 676 685 694 703 712 721 730 739 748 757 766
1160
580
o YW e i eirienen Y M M MM et ™ eonaoncnl s nacollaooootleatel e
GTTIGE \AACATTAL TGAGTTEGAGEL GTL IC TTTGC GGG GGG -C GGGGT GG GCGGHGGTGGGGGGGE
775 784 793 802 811 820 829 \_ﬂ 838 847
[
1160 M 1 o !
580 o BBIT )
R e B!
G BECoCEor ACCCTAE TOE C TEEEGEC TR EG T TC TGEEACBET TTCC CTGAMAG GG RAA CGCETC GG AG
883 892 901 910 919 928 937 946
1160
580
0
ITGATTGATT GTG CCC TG G G TGC & T G TCEEC TTig TTT 6 86 G T & G T € Cg¢ by G TTT G G T T T
973 982 991 1000 1009 1027 1036 1t
1160
580
0 -
T G GG C TT G AG € T CGG A G . P7 ¢ T
1081 1090 1099
1160
580
0
1160
580
0
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>uu__mn_

> Bi osystems 05541_14249 A6Ge_pAxCALNL_F1_C02_08 Inst Model/Name 3500/3500 Instrument
05541_14249_ABGe_pAxCALNL_F1 Jul 26,2016 02:25PM, JST
S/N G:1446 A:1481 T:1412 ( primer name @ © pAXCALNL F1 KB_3500_POP7_BDTv3.mob Jul 26,2016 02:51PM, JST
KB.bcp 5. CACTGC B Pts 1501 to 12368 Pk1 Loc:1478 Spacing:10.85 Pts/Panel1350
KB1418 Cap8 ATTCTAGTTGTGGTTTGTCC -3'  version 6.0 HISQV Bases: 942 Plate Name: 20160726_dnabank
T T TATC TCATGE TCTGE TCE GCGGCCGC TCTAG MTTACTGCTCGTTCTTCAGCACGCGCTCCACG GETCTTGATGTRC TTACCCA TTTCATETG GAGCGT
il g [ 17 25 { 33— stop 49 57 65 73 81 89 97 105
o1 >
1266 N KXol WRluc
633
O ’. A ‘ .\..’ A . L
CCTCCTGG CTG AAGTGGAGGCCCT TCACCT TCACE AACTCGGTGTTAGEGAACTTCTTAGETECCTCE ACAATAGCGTT GG GAACCCAG GG TCGE RCTCGATGAACAT(
113 121 129 137 145 153 161 169 177 185 193 201 209 217
1266

633 »
0 _ .

_TTAGGCAGATCGTCGC TG GCCCG GGTAGGCGTTGTAGTTGC GGACAATC TG GACGACGTCGGGCTTGCCTCCCTT CGAGAGGGATCTCGCGAGGCCAGGAGAGGGT AGG
225 233 241 249 257 265 273 281 289 297 305 313 321 329

1266
633

0 A W |

ECETET CCTCGCCCTTCTECCTTGAATG GCTCLCAGGTAGGCAGCG CTCC TCAGGC TCCAGTTTCCGCATGATCTTGETTGGGAGCATEGG TCTCGACG AAG GTTATTCTC
337 345 353 361 369 377 385 393 401 409 417 425 433 441 449

1266
633

0 | A

GCACCATTT TCTCGCCETET TOGE TCTTGATCAGEGCEGATATCC TCCTC GATGTCAGGCEAE TCGTCCCAGG ACTCGATCACGTCCACGACAC TCTCAGCATGGACGATGEYG
457 465 473 481 489 497 5085 513 521 529 837 545 553 561

1266 @%?4

%ggggg,?ggg%%

CCTITGCATCTI TG TICTTEGTGCTCG TAGGAGTAGTG G GC CAGAC GCCCCCCAGTCG TGEGCCCAC TGATTTTCTTTGG GGEGTTCAGCAGE TCG
569 574 585 593 601 609 617 625 633 641 649 657 665

1266

oot et e s et et ione sl e Ao e
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. Applied

w_0m<m.nm3m 05541_14249 A6Ge_pAxCALNL_F1_C02_08 Inst Model/Name 3500/3500 Instrument
05541_14249_A6Ge_pAxCALNL_F1 Jul 26,2016 02:25PM, JST
S/N G:1446 A:1481 T:1412 C:2024 KB_3500_POP7_BDTv3.mob Jul 26,2016 02:51PM, JST
KB.bcp Pts 1501 to 12368 Pk1 Loc:1478 Spacing:10.85 Pts/Panel1350
KB1.4.18 Cap8 Version 6.0 HiSQV Bases: 942 Plate Name: 20160726_dnabank
CGETBAGSTACT TG TAGTGATCCAGGAGGCGAT ATGAGCCAT TCCCGCTCTTECECGGACT TACCCAT TCCGATCAGATCAGGGEATGATGEATCTAGCCACGEG
673 681 689 697 705 713 721 729 737 745 753 761 769
1266
3 %gi&&?)%@g% i@%@%
CTCGATE TEAGGE GG TGECTECALE GCTGGAGGCAGCGTT TG TCACGEECE TTCTCEGLETECTTCTEGE T
777 785 793 801 809 817 mmm 833 841 849 857 865
1266
633
0
CTABTTGATGAAGCEAGTCERAGCAGGITECAT TTE ETTCCACCEACCCCARCEAT TG GGCCCAG TG ATCATGCGTTTGCG TTGC TCGY
873 881 889 897 905 913 921 929 937 945 953
1266
633
0 Xl XX K 'l.‘b”‘tn"‘ e .o 4.". t‘i}‘b”'} P L O ‘b‘i’t‘ N p’.’ .l.uul\‘.."’-.lu-r"" > KOO T
GG TCGT ] cE TTGG dmmn TGEG TGEG C T G €£ct T T G TG G TCCG T ITT G T cE TE T G C G G
961 969 977 985 993 1001 1009 0 1025 1
1266 [
633 _
0 T l;\‘.’r...ﬂr@.r’.' pe—S_ L S>L Soog > e e R e i —— |l|'v'ﬂ|.!|ﬂ!1h.l$1w
€C TGG T .G T GG C TGG G G G T G < & TG T G G G ; GG é A (T TT GG T
033 1041 1049 1057 1065 1073 1081
1266
633
0 = e === —— — i S
gr g G i G € £ g\ o G
1089 1097 1105
1266
633

Fﬁ"ﬂ"ﬁl = ——— e ———
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