Gene Engineering Division
RIKEN BioResource Center

h RIKEN DNA BANK

RUK=H
BRC

clone name : pGL4-phCD44

@® Clone ID

@® Lot

RDB _ 07685

07685 _ A4D2

@® DNA Concentration

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

100 microgram/ml Ampicillin

@® Volume .
@ Form :
@ Host :
@ Culture 5
@ Antibiotics .
@ Purification «

QIAGEN QIlAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
250 ng/well
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Erectrophoresis :

Restriction enzyme

100

Expected size of fragment

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

Xhol 5.7 kbp
Pstl 31,26 kbp
Beglll 45,08, 04 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name

Sequence name

Primer name

Sequence — A pGL4-4174F

Sequence — E =

pGL4-136R

Sequence — B

Sequence — F =

pAxCALNL_F1

Sequence ~ C

Sequence - G .

Sequence — D =

Sequence — H -

APPROVED BY :

htto://dna.brc.riken.ip/index.html



 Applied

AN Bi osystems 07685_07685_A4D2_pGL4-4174F_E11_14 Inst Model/Name 3500/3500 Instrument
, 07685_07685_A4D2_pGL4-4174F Apr 07,2014 02:32PM, JST
S/N G:41 A:45 T:31 C:19 primer name T pGL4-4174F KB_3500_POP7_BDTv3.mob Apr 07,2014 02:59PM, JST
KB.bcp 5. TAGC s _ Pts 1376 to 13048 Pk1 Loc:1353 Spacing:11.55 Pts/Panel1350
KB1.4.18 Cap14 AAAATAGGCTGTCCCC -3 Version 6.0 HiSQV Bases: 621 Plate Name: 20140407 _mix
j TCCIG GG T GG CA D nO.H.O__DODOH CTGGCCGGT/CLCTG 26 CTCGC TAGCCTCGAGGARTICTCAG GTCCTGGCATGG TTCCTTTCATCTTGCCACAGC CACTGAT
i, 6 1ol 6 _NH | 26 3l 36 41 46 51 56 6l 43 qru. 76 81 f\wmm 91 96 5 B0 106 e |
| | Conl Gacl Yol f-eiter NC_po00Ll (O,
ac
N | | it > eh [CD&4 (36,037,103 )
563
S D
0 S ’ Q0O Y X X)) 0 A \ >>?
TCECTTTCATTTTCT GTGT CTCACCAGGC? G GTCCATGGCAG ATTTACT'TTTAGTAGT TCACATG ACE AT ATACTGEGC GT TTGATTITEC CATT CCATAG
116 121 126 131 136 141 146 151 156 161 166 171 176 181 186 191 196 201 206 2177 216 221 2i
1126
0 — |
TATATTATAGATAGATATAGAGT TATCATTCE AGTAT A'EATT TEA AT ETE AGGCTTCCCCTG TATTAC: LE D ETTEERE TETTT GATCTGCTGGGT AG G
26 231 236 241 246 251 258 261 266 271 276 281 286 291 296 301 306 311 316 321 326 m 331 336
1126
563
0 | L
GAT GGGAG ATG TT TGTTTACACAG? NG GAGGAT TGGGGGC AR ATAATAGATGAACGTATGGGTG GATGAGAGAART GGATF TGATAGGTGGATATGT 1
341 346 351 356 361 366 371 376 381 386 391 396 401 406 411 416 421 426 431 436 441 446 451
1126
563 — »
0
GATCTTGGACAGATGGG ATGAGTG GATATATCAATA CAGATATGTGGGTG GATGGGT GG AGAAGAGGATGGT GGAT GGTTGTGGTT TTATGARAGAGATGTG # nGGA
456 461 466 471 476 481 486 491 496 501 506 511 516 521 526 531 536 541 546 551 556 561 g
1126
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0 ook A i WA M ANAANMAA A AAn e
GTGTGGAATG AT GGATGAGAAGTTGTATGG G GATGAATAG GARTAGGTGGTTGART & .‘.Hq_ﬂ GGTCTGTGGTTGGATGAATG TG 2AGT GG CGA TG
166 B 576 581 586 591 596 601 606 611 616 621 626 \m&\H“ 636 641 646 651 656 661 671 67
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 Applied

' Bi osystems 07685_07685_A4D2_pGL4-136R_F11_17 Inst Model/Name 3500/3500 Instrument
07685_07685_A4D2_pGL4-136R Apr 07,2014 02:32PM, JST
SIN G:45 A:34 T:31 C:32 primer name m . pGL4-136R KB_3500_POP7_BDTv3.mob Apr 07,2014 02:59PM, JST
KB.bcp . TGGC -3 Pts 1384 to 13148 Pk1 Loc:1361 Spacing:11.57 Pts/Panel1350
KB 1.4.1.8 Cap:17 5'- CTTCGAGTGGGTAGAA ) Version 6.0 HiSQV Bases: 1018 Plate Name: 20140407 _mix
_ (CICCTAA'G TIITT GGCATICTTCATG GTGGCTTTACCAACAG THCCGIG ATTGC(AAGCTTGGCCGCCG AGGCCAGATCTTG AT|G GAAGTT GGCT GCAGTTTTTIAT TCGAGES |
i 10 19 28 37 46 [ 55 64 73 82 [ a1 T 7109
| HwdE Bg ! T Rpser P
_ tn 9 NC 0000 ((.(0,
1190 . FO.@; i =
_ 4 (35,(39.62..)
595 A | »
0 AN ) T N 0N 0 W v N . A
ITGAAAACAGTGACCTAAGACGG AGGG AGGGAGC G AGCGAAGGACACACC CAAGCAAGGGGG GET GTGACTAAGCAGCCCGCAG AGGTTTTAAGAAGTAGCAGCCCTCCCGGGY
118 127 136 145 154 163 78 181 190 199 208 217 226
1190
| Il | \
0 : . : :
“GGGCCCCTCTGCCCCCGCCCCGTGCTCTGCTG AGGCTGTARATAATCGGGGECTGCCAGGG ACGTG GG TCGGGG AACCTGGAGTGTCGCGGGGTGCC TGTGCCTCCG AGCCCC
235 244 253 262 271 280 289 298 307 316 325 334 3
1120
595
O — T —
CTGGCCCCTGCGCCCAGAGACGCACTGGCTTTCTTCTCCC GCTGGCCCCGCGECGTCAGGACAGAGG ATGACCGAACCEGTAAAACCTTGCACCATTGGGTTCAGCCTTTGGCC
43 352 361 370 379 388 397 406 415 424 433 442 451
1190
595 »
0 A\ v AR /\ |
CTCCTTTCCCGC TAAATTTCTCTGAATCC GGCTGGAGCAAGATCTCTGGGTTTCACAGGAT GTTGGATATCCTGGG AGAGGAGCTGGAGAGAGGGCGAGGTECTT GCCCTGGE
4560 469 478 487 496 505 514 523 532 541 550 559 56¢
ba (T CeokV
1190
585 »
0 W LAY
TGGCGCAGTGCCTCCG TEGCCCACAG TG GGG AGTGAGGGGTGGGGAGT TG GTGAATC TTCCAAG TGGAAAGAGGGAGAGCTCAT TCTTTTTCCCCTCAATAACAAGTCCAC
i 577 586 595 604 613 622 631 640 649 658 667 676
Gacl
1190 (/.
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L0 /\
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~Applied

W_Omu\m.nm:._m 07685_07685_A4D2_pGL4-136R_F11_17 Inst Model/Name 3500/3500 Instrument
07685_07685_A4D2_pGL4-136R Apr 07,2014 02:32PM, JST
S/IN G:45 A:34 T:31 C:32 KB_3500_POP7_BDTv3.mob Apr 07,2014 02:59PM, JST
KB.bcp Pts 1384 to 13148 Pk1 Loc:1361 Spacing:11.57 Pts/Panel1350
KB 1.4.1.8 Cap:17 Version 6.0 HiSQV Bases: 1018 Plate Name: 20140407_mix
TGGCT TGAATGAAT TTTAGCTTCTTIGGCAGAARCAGCT CAGGGAAAGC TACTGATGGCC TG TCATAGGGC TGGCAT TTGGC TCAGCTAACCCATGTGTTCARGCCAGTG
685 694 703 712 721 730 739 748 757 766 715 784
1190
5 %%%??%%g%%éﬁé
AT G GG CACCTE T CTCCACACACATGC TEA T TCAT CCTCC TAARTATECCT TOCATCCGC CECATCCATC TATCEACCECATC TTTCCTITATGTCC TTCTGGGEGE]
793 802 811 820 829 838 847 856 865 874 883 89
1190
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0 [) DO Ssannenni et 0eC el 0 O OOl XOCHROONO00 of]
' CTCACATCCATCCAT CCTCC TG TCCATCCAC TA ACCACT TAGGTC CATCTATCATCCCACTCATTCATT CATCC AACC ACACACC TTTTT AATTTTA 27
2 901 910 919 928 937 946 955 964 973 ob2 99

It o | eg 5 CCCT AT TCT TCTAET TE AT CTT CGE € T ACARAAC TITC TCA TECC T e TTLCEE AC £ TT EeETTTETT E EA TE TE€ TAT A E
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Applied 07685_07685_A4D2_pAxCALNL-F1_EO1_05_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
ys 07685_07685_A4D2_pAxCALNL-F1 Dec 12,2017 09:46AM, JST
S/N G:40 A:41 T:53 C:80 primer name ﬁ : pAxCALNL_F1 KB_3500_POP7_BDTv3.mob Dec 12,2017 10:29AM, JST
KB.bcp 5- CACTGCATTC — _ Pts 1520 to 12867 Pk1 Loc:1497 Spacing:11.71 Pts/Panel1350
KB1418 Cap5 - ATTCTAGTTGTGGTTTGTCC -3'  yergion 6.0 HiSQV Bases: 959 Plate Name: 20171212_dnabank
T-C GGT 'ATC 7 TCATG T'CT GE TEG GCGCCCGE GCCGCCCCG ACTCTAG TTHT T _h CGGCEATCTTGEEGCECTTCTITGGECETT TGAG T TCIGEE 8.AT BT TIEGE!
1 " 19 37 46 55 @.MMQ 3 82 91 100 109
ﬂ Koal (uciferase
1126 _ S
oA ol e VAR
0 , \/D A - y
T G GGCGTCCAACTTGCCGGTCAGTCCT TTAGGCACCT CGTCCACG AACACAACACCACCGCGCAGC TTCTTG GCGGTTGTAACCTGGE CTGGCCACATAGTCCACGATCTCCTTCT
118 127 136 145 154 163 193 181 190 199 208 217 226
1126
o %é% %?a%é%@%é% %%
CGGTCATGGTTTTACCGTGTTCCAGCACG ACGACTGCGGLCGGGCAGCTCGCCGGCAT TCGTCGGGCAGGCCG GCGACCCCGGCG TCG TGTTGGG GTGTTGCAGCAGG
244 253 262 271 280 289 298 307 316 325 334
1126
563
TECTCTCCAGTTCOGECTEEGGCTACCTGG TAGCEOTTG TATTTCGATCAGGE TCTTC 00000_00 CGATG m.ﬁm_ﬂ CETCETCG TCECAG TAGGCGATGTLGCEGETG
343 352 361 370 379 388 397 406 415 424 433 442 451

1126

s _._::E:E Wl :?.__._:r._.__?,_;_?; ....g,..__. sl ]

TGCAGCCAGCCGTCCTTGTCGATGAGAGCGT TTGTAGCCTCGGGGTTGTT CGTAGCCGCTCATGATCATGG GGCCACGG ACGCACAGC TCGCCGCGCTGGTTCACACCC

460 469 478 487 496 505 514 523 532 541 550 559 5¢
1126
0 8
CTGTETTACCGGTG TEE GTECACEARCE T'TA GECGTE G G GE BGCACRACEET DEEE T mqmnmnn G GC PTG TE GTCRECT _nmmmmmﬂm T TGGCGCTGGT T
58 577 586 595 604 613 622 631 640 649 658 667 676
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Applied 07685_07685_A4D2_pAxCALNL-F1_E01_05_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems
y 07685_07685_A4D2_pAxCALNL-F1 Dec 12,2017 09:46AM, JST
S/N G:40 A:41 T:53 C:80 KB_3500_POP7_BDTv3.mob Dec 12,2017 10:29AM, JST
KB.bcp Pts 1520 to 12867 Pk1 Loc:1497 Spacing:11.71 Pts/Panel1350
KB1.4.1.8 Capb Version 6.0 HiSQV Bases: 959 Plate Name: 20171212_dnabank
GTTTCTGTCAGGCCGTAGCCCTGGCGGATGCCTG GTAGGTGGAAGCGTTTGGC CACGGCCTCACCTACCTCCTTGC TG AGCGGCGCCCCGCCGCTEGCGATCT CG T
685 694 703 712 721 730 739 748 757 766 775 7
1126
563
0 AL ) e ) AL AL X I Mol 000 ol 000000
GCAAGTTGCTTAG GTCGTACTTGTCG ATGAGAGTGCTCTTAGCGA RG G CT? TAG TG TGEGGC AL CAG CAGGE CAGATTC T GT T ATAG TL T
84 793 802 811 820 829 838 mi_ 856 865 874 883
~
1126 < “ (uciferase
563
0 \g {
GCTGCGC G TAGE TET TEL BeG BCHGTACATGAGCACGACKES ECECECAGATCARGTAG CECAG CG TEGE TG EATEER ¢
892 901 910 919 928 937 946 955 964 973
1126
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0 / G
Y BES T &GA TG TGG CACCAC G CETE GEATAET GG TETTC €& 6 6 TG AT G TEGEE IT G _LETG G TEE 6 6 TCE 6 6
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1126
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