P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : mIL-6(-300-79)-luc

=N
® Cione ID . RDB _ 15721
® Lot : 15721 _AlLp
@® DNA Concentration - 25 nanogram/microliter
@® Volume ; 40 microliter
@® Form 8 DNA solution in TE buffer
@ Host : DH5 alpha
@ Culture i LB medium
@ Antibiotics s 100 microgram/ml Ampicillin
@ Purification . QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme
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Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Spel 7 44 kbp
HindlIll 2 44 kbp
Spel+Hindlil i 40,05 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A pGL4-4174F Sequence — E -
Sequence - B pGCAP R Sequence — F =
Sequence - C e Sequence - G —
Sequence - D = Sequence - H = 7

APPROVED BY :

http://dna.bre.riken,jp/index.html



. Applied D05137A2_A7Lp_1_pGL4-4174F_D05_11_ABI24 Inst Model/Name 3500/3500 Instrument

" Biosystems
D05137A2_A7Lp_1_pGL4-4174F Jan 18,2018 02:09PM, JST
S/IN G:241 A:292 T:243 C:404 primer name ? . pGL4-4174F KB_3500_POP7_BDTv3.mob Jan 18,2018 02:35PM, JST
KB.bcp 1 i Pts 1410 to 12574 Pk1 Loc:1387 Spacing:11.21 Pts/Panel1350
5-T AAAA -
KB 1418 Cap:11 et LGOI RIEEC -3 Version 6.0 HiSQV Bases: 991 Plate Name: 20180118 ipspr
TGEGGT CiGT AC TTTC TCAG GCCTARCTG GCCGG TICC G TGECTCATGCTTCTIAGGGCTAGCCTCAAGS AT GACTTAAG CACAC TTTCCCCT TCCTAG TTGTG AT
1 10 28 5 a6 ssNhel 64 73 82 91 100
o 287 2
o Kol Lo mIL—b(-30040-99) NC.JoovoT0.6, 3001%89
563
: 0 oA | )
TCTTTEGATGE TARACGACG TCACAT TG TGCAATC T TAR TAAGGT TTCCAA TCA GC CCCACCCATTE TGGCCECACC O€ CACE € TCCARCAAAGATT TTTATCAAAT GT 66|
109 118 127 136 145 154 163 BTl 181 190 199 208 ili)
1126
> el Worcon bt WA AN ::::
AW Y YA ::.: NV :EE DA AT A |
GATTTTCCCATGAG TCTCAAAAT TAGAGAGTTGACTCC TAAT|AAGCTTGGCAATCCGE TACTG TTGGTAARGCCAC AAG ATGCCAAAAACATTAAGAAGGGCCGAGCE
226 235 244 253 79) 26 1 271 280 289 %5 ZQoH 307 316 325
qS.HF\@ b &06.ﬂu mA_S i : <
1126 — 8000916, .. 30,0(3 kozak seq s (ucifernse Apal
= e ool ,
_ :E A A A A A AN WAV VWA WAV
CCATTCTACCCACTCGAAGACGGGACCGCCGGCGAGCAGCTGCACAR GCCATGAAGCGCTACGCCCTGGTGCCCGGCACCATCGCCTTTACCG ACGCACATATCGAGGTGG
334 343 352 361 370 379 388 397 406 415 424 433 442
1126 )
563
0 — \ )\ )\
CAT TACC TACGCCGAGTACT TCGAGATGAGC GTTCGGCTGGCAGAAGC TATG AAGCGC TATGGGC TGAATACAAACCATCGGATC GTGGTGTGCAGCGAGAATAGC TTGCAGT
451 460 469 478 487 496 505 514 523 532 541 550
1126
563

0 A | A A | \ \

TCT TCATGCCCGTGTTGGGTGCCECTGTTCATCGGTGTGGCTGTGGCCCCAGC TAACGACAT CTACARACGAGC GCGAGC TGCTGAACAGCATGGGCATCAGCCAGCC CAC CY
559 568 517 586 595 604 613 622 631 640 649 658 667
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S/N G:241 A:292 T:243 C:404
KB.bcp
KB1.4.1.8 Cap:11

D05137A2_A7Lp_1_pGL4-4174F_D05_11_ABI24
D05137A2_A7Lp_1_pGL4-4174F
KB_3500_POP7_BDTv3.mob
Pts 1410 to 12574 Pk1 Loc:1387
Version 6.0 HiSQV Bases: 991

Inst Model/Name 3500/3500 Instrument
Jan 18,2018 02:09PM, JST

Jan 18,2018 02:35PM, JST
Spacing:11.21 Pts/Panel1350

Plate Name: 20180118 ipspr

STCGTATTCGTGAGCAAG LAGGGCTGCAARAAGATCCTC € THEC LA G GETACCGATCATACAAAAGATCATCATCATGG ATAGCA GACCGACTACCAGGGCT
676 685 694 03 712 721 730 739 748 157 766 TS
1196
563
0 oy [\ Y Y VY Y () 000N o000 (0000 LD YX
T e AAAGCATE TAGCGAC C T TE G TGAC TTCCCATTT ECCEACCC G GETTCAACGAGTACGAGTTEG PG CECEGAGAGETTEG .Onmmm_m.,.ﬂ., AABRACCATCGCCCTG AT
784 793 802 811 820 829 838 847 856 | 865 874
[ -
uciferase
1126 —
{
563 :
0 o 0000 Q 0 L0000l X0 OOl S OO A e
TG AACAGT GTGGCAGTACCGG ATTGCC CAAA CGCGCEGTAGCCC TACCGE CCCCACCGCTTGTGETEC GATTCAGTEAT GE e EGEGAECCCATICT T
883 892 901 910 919 928 937 946 955 964 973

1126
563
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Applied

Biosystems D05137A2_AT7Lp_1_pGCAP_R_E05_14_ABI24

D05137A2_A7Lp_1_pGCAP_R

Inst Model/Name 3500/3500 Instrument

Jan 18,2018 02:09PM, JST

SIN G133 A:113 T:117 C:206  primer name g, pGCAP_R KB_3500_POP7_BDTv3.mob Jan 18,2018 02:35PM, JST
KB.bcp : Pts 1432 to 12479 Pk1 Loc:1409 Spacing:11.19 Pts/Panel1350
- TCTAGTTGTGGTTTGTCC-3
KB1.4.1.8 Cap:14 T-EERT Version 6.0 HiSQV Bases: 985 Plate Name: 20180118 ipspr
€ AiC ATATCATG TCTGCTCelA GCGGCCE GO CG CCCCG AC TCTAG ARTTAT TACAC GG CGATCTTGCCGCCCTTCTTGGCCTTAATGAGARTCTCGCGGATCTT GCGGY

1 10 To | 28 37 16 55 64 73 82 91 100 10

1132 _ Xbal | (uciferase

566 . »

0 2 e S T ,._’o: 000 L) ‘. p . A ‘. ’ y — k
EETCCAACTTECC S CTCAGTCCTT TAGECACET 06 TECAL G ACACCAGC GEG CAGET TCTTG G UG 6T T CTAACCT GG CTGSCEACATAGTCCACGATCTECT TCT &4
9 118 127 136 145 154 163 172 181 190 199 208 217

1132

566

0

GTCATGGTTTTACCGTGTTCCAGCACG ACGACTGCGGCGGGCAGCTCGCCGGCATCGTCGTCGGGCAGGCCGGCGACCCCGGCGTCG AAG
226 235 244 253 262 271 280 289 298 307
1132

D T

TGTTGGGGTGTTGCAGCAGGAT(
316

325 334

A

566
35CTCTCCAGTTCGGCTGGGEGCTACCTGGTAGCCCTTGTATTTGATCAGGCTCTTCAGCCGGTCCACGATGY

343 352 361 370 379 388 397 406 415 424

L1132
566

0 /\

\AGTGCTCGTCCTCGTCCCAGTAGGCGATGTCGCCGLCTGTG

433 442 |

CAGCCAGCCGTCCTTGTCGATGAGAGCGTTTGTAGCCTCGGGGTTGTTAACGTAGCCGCTCY

151 460 469 478 487 496 505 514 523 B3¥

1132

e | oV el

TGATCATGGGGCCACGGAC GCACAGCTCGCCGCGCTGGTTCACACC CAG TH
541

550 559

A

STCTTACCGGTGTCCAAGTCCACCACCTTAGCCTCGAAGA AGGGCACC

568 577 586 595 604 613 622 631 640 649

1132
566

Lo . [V

M MV Y AV WAV

ACCTTGCC TACTGCGCCAGGCTTGTCGTCCCCT TCEGGEGTGATCAG?

\TGGCGCTGGTTGT
658 667

Na
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» Applied

£ ) W.Omu\m.ﬂmam ‘ D05137A2_A7Lp_1_pGCAP_R_E05_14_ABI24 Inst Model/Name 3500/3500 Instrument
D05137A2_AT7Lp_1_pGCAP_R Jan 18,2018 02:09PM, JST
S/N G:133 A:113 T:117 C:206 . KB_3500_POP7_BDTv3.mob Jan 18,2018 02:35PM, JST
KB.bcp . Pts 1432 to 12479 Pk1 Loc:1409 Spacing:11.19 Pts/Panel1350
KB 1418 Cap:14 Version 6.0 HiSQV Bases: 985 Plate Name: 20180118 ipspr
TTECTETCAGGE CEGTAGLECTGGE GGAT GO CTEGTAGGTGCAACCGTTI T GGC CACE GCET CACCTAC CTCCTTGCTGAGCGRCGLECCCGCCGCTGGEEATETCETEC

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

AAGTTGCTTAGGTCGTACTTGTCGATGAG AGTGCTC TTAGCGAAGAAGC TAAATAGTGTGGEGCACCAGCA CGGCAGATTGAARTCTTATAGTC CT TGCF GC1T

784 793 802 811 820 829 838 847 856 865 874

1132

566

0 Y
GCGCAAGAA TAGC TCCTCCTCGAAGCGGTACATGAGCACG ACCCG AAAGCCGCAG ATCAAGTAGCCCAGCGTGGTGAACATGC CG AA GCC G

883 892 901 910 919 928 937 946 955 964

1132

566

0 y :
Tcech TGAAATGGCACCACGC TG A GGATAGC GG TG TC GGGG ATG ATC TGGG ITTG CC G A G AT GGGGG TCCGCC B - PA C

973 982 991 1000 1009 1018 1027 0T 1045 1

1132 \/__l (uciferage

566 [
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G A TLGG C AC AGG C GGG TGCC G TTG C GG TIAA GGE € TACG CC € TTG G & CC \an\a\ cr
054 1063 1072 1081 1090 1099 i 1108
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