p Gene Engineering Division
RIKEN BioResource Center

E RIKEN DNA BANK clone name : pET21c_Tr—cel74a-His

B
@® Clone ID : RDB _ 08298
® Lot . 08298 _ A6G4
@® DNA Concentration : 25 nanogram/microliter
@® Volume : 40 microliter
@® Form : DNA solution in TE buffer
@ Host : DH5 alpha
@ Culture : LB medium
@ Antibiotics : 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
HindIlIl 3 79 kbp
EcoRV : 47, 3.2 kbp
EcoRI : 6.6, 1.3 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence - A T7_20bp Sequence — E -
Sequence - B flori_R3 Sequence — F -
Sequence — C pGL3_RV4 Sequence - G - ST
Sequence — D - Sequence — H - ((_‘; 7
APPROVED BY : | “iih/
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08298_08298_ABG4_T7_20bp_D07_10 Inst Model/Name 3500/3500 Instrument

08298_08298_A6G4_T7_20bp Jul 07,2016 06:14PM, JST
SIN G:391 A:357 T:378 C:544 primer name .D’ . T7_20bp KB_3500_POP7_BDTv3.mob Jul 07,2016 06:40PM, JST
KB.bcp " i Pts 1392 to 12764 Pk1 Loc:1369 Spacing:11.32 Pts/Panel1350
KB1.4.1.8 Cap:10 ® ._.>\M.F.>OO>O._.O>O._.>A>OOO 3 Version 6.0 HiSQV Bases: 979 Plate Name: 20160707_mix
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ICEEG e TETACCECCTE CGCCGACGACTCATGG ACCGCEGCGTCACGGATGGGAT TGE TGAT TGCCGGCTGGCAC CTEEEGEATECGACLEC TG T T GEGC TG ATCCECAGE
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G GTCTACGGACGGCGGCGTGACCTTTTCC GGTCTCGTCGTTCACGEGC CTGGGACGTACATCLCCAGACCCGAGTGATTCC CGGCTAC cagCcGaAacC
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%u oy mﬂwwﬁmﬂmam 08298_08298_A6G4_T7_20bp_D07_10 Inst Model/Name 3500/3500 Instrument
08298_08298_A6G4_T7_20bp Jul 07,2016 06:14PM, JST
S/N G:391 A:357 T:378 C:544 KB_3500_POP7_BDTv3.mob Jul 07,2016 06:40PM, JST
KB.bcp Pts 1392 to 12764 Pk1 Loc:1369 Spacing:11.32 Pts/Panel1350
KB 1.4.1.8 Cap:10 Version 6.0 HiSQV Bases: 979 Plate Name: 20160707 _mix
GACTCATGTGGGTTACGTTCGACTC CCAGCAGCACGACCGGGGGAGCCACGTCTCGTATCTT TG TTGGCACGGCTGAT CATCACTGECT TCAGTETATG TGAGY
676 685 694 703 7k 721 730 739 748 757 766 775
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AR www__\_mmmam 08298_08298_ABG4_flori_R3_HO7_22 Inst Model/Name 3500/3500 Instrument
o 08298_08298_A8G4_fiori_R3 Jul 07,2016 06:14PM, JST
SIN G:274 A:216 T:276 C:345 primer name p @ flori_R3 KB_3500_POP7_BDTv3.mob Jul 07,2016 06:40PM, JST
KB.bcp . Pts 1373 to 12888 Pk1 Loc:1350 Spacing:11.46 Pts/Panel1350
= CAGGGC-3
KB 1.4.1.8 Cap:22 B-TTAATECECEGOTA Version 6.0 HiSQV Bases: 988 Plate Name: 20160707_mix
GG:GCCG C 1C G G TAG TTCC TCC TT T(AG C CCCETE G 2CCCEGTTTAGAGGCCCCRAAGGE GGT TATGCTAG TTATTGCTCAGEG GTEGGCAGCAGCC CTCAGCT
1 { 19 28 2 46 55 64 T3 82 91 100 109
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GTCACCGTLCG GCCCGGGBTCGTGGATAC CGCTCGACCTCAGCGTGGTGCTCGAGLC TGGCGG GARGGTACTGCTGCTGCTCTGCTTG GTCGACGAGG GTCCCGCCC(
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3TGCCGCCGCCGACGGETTCCC TGAGCGTAAAR GACGCCCCGGCCGTTGGTGCCCACGTAGACTTGCCCGGCG GTGC TGCCGC TGC CGGCGACCTTGGTGCTGTCGATGGAGCC
460 469 478 487 496 505 514 523 532 541 550 559
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GAAGCCCTGGGAGCCCTGGATGTCCGTCCAGGAGGCGCCGC TG TCTCCACTGGECGTAGAGGCGAGCCLCCTGACGGGLELCGGTGLC LG GGCATACAGGTTCCAGTTCGAGBCC
568 S, 586 595 604 613 622 631 640 649 658 667 67
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AR Applied

08298_08298_A6G4_f1ori_R3_H07_22 Inst Model/Name 3500/3500 Instrument

fJ w_0m<m.nm3m 08298_08298_A6G4_f1ori_R3 Jul 07,2016 08:14PM, JST

S/N G:274 A:216 T:276 C:345 KB_3500_POP7_BDTv3.mob Jul 07,2016 06:40PM, JST
KB.bcp Pts 1373 to 12888 Pk1 Loc:1350 Spacing:11.46 Pts/Panel1350
KB 1.4.1.8 Cap:22 Version 6.0 HiSQV Bases: 988 Plate Name: 20160707_mix
TGAGC CCACALC CAGGG CEAT CTGETAG ETGT TG CAGGECE GG EAGACT TG GECAAAG T CETGCCCCAG TC TG TCEGAG CGGARTATGCE GAEG TEEGTCGABAL

6 685 694 703 712 721 730 739 748 757 766 775 78

TACAARACGTGCCCGCGGTGGTCGGGTGAGC AGCGATATCCCEG ATCGTCCCTGCGCTGCCCAGCTTGGGCCCGCGCEGTG GCTGETGCCGGTGTCECETTGCTG

4 793 802 gl 820 829 838 847 856 865 874 883
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%@ y,ﬂ R m,_wwu_\_mmﬂwam 08298_08298_A6G4_pGL3_RV4_D08_11 Inst Model/Name 3500/3500 Instrument

08298 _08298_A6G4_pGL3_RV4 Jul 07,2016 06:14PM, JST
SIN G:52 A:36 T:42 C:56 primer name O : pGL3 RV4 KB_3500_POP7_BDTv3.mob Jul 07,2016 06:40PM, JST
KB.bcp , B Pts 1328 to 12654 Pk1 Loc:1305 Spacing:11.19 Pts/Panel1350
KB14.18 Cap11 O"GACGATAGTCATGCCCOGCG-3'  version6.0 HISQV Bases: 1009 " Plate Name: 20160707_mix
CCACPRGAAGIGC 'G GG TTG AGGCTCTCAAGG G CATCL-GTCHEAGATCCCGG TGCCTAATG AGTG AGCTAAC TTACAT TAATTGCGT TGCGC|TC wfwnnnmmaqann GT &
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GGG CCTGTCGTGCCAGC TGCATT TG TCGGECLC CGCGCEGGEGG AG AGGCGE T TTEGC G TATTGG GECGLCCAGGE TGGTTTTTCTTTTECACCAGTG AG RCGGEGEC
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GCTGATTGCCC TTCACCGCC TGGCCCTGAG AGAGTTGCA GC GCGGTCCACGCTGGTTTGCCCCAGCAGGCG TCCTGRTTTGATG GTGGTT? CGGCGGGATATAACAT(
226 285 244 253 262 271 280 289 298 307 316 325 334
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3 GETGTCTTC GG TATCGTC G TATCECACTACCGAGATATCE GCALCE CEGCGCAGC CEGGACTCGGT TG GEGORBCGECATTGEEGECECEAGCGECATCTGATCEGTTBEGC C.CA Bg
343 352 361 370 379 388 397 406 415 424 433 442 4
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TCGCAGTGG G CHEATGCCCTCATTCAG CATTTGEATGGEGTTTGTTG AACCGGACATGGCACTCCAGTEGC CTTCCCGTTCCGE TATCGGLCTG TTTGATTGC GAGTG
51 460 469 478 487 496 505 514 523 532 541 550 559
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TR T TGCCAGC CAGLCCAGALC GC AGACGC GCCGAG ACAG T TGGGCCCGCT CAGCGCGATTTGCTGGTGACCC TGCGACC TGL TCCACGCCCEAGTC
568 577 586 585 604 613 622 631 640 649 mwm 667
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Applied

N}
A,@ '\ ﬁw W_Om<m._“03m 08298_08298_A6G4_pGL3_RV4_D08_11 Inst Model/Name 3500/3500 Instrument
08298_08298_A6G4_pGL3_RV4 Jul 07,2016 06:14PM, JST
S/N G:52 A:36 T:42 C:56 KB_3500_POP7_BDTv3.mob Jul 07,2016 06:40PM, JST
KB.bcp Pts 1328 to 12654 Pk1 Loc:1305 Spacing:11.19 Pts/Panel1350
KB 1.4.1.8 Cap:11 Version 6.0 HiSQV Bases: 1009 Plate Name: 20160707_mix
GCGETACCETCTTEATE GG AG TAATAGTETTGATE GET GTCTGGTCAGAG ACATGA AG TAACGCCG GAACATTAGTGCAGGCAGCT TCCACAG CAR TGGC AT
676 685 694 703 722 721 730 739 748 757 766 775
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